	[image: image1.jpg]



	United States

Department of

Agriculture
	Forest

Service
	[NRS-04]
	[359 Main Road]
[Delaware, OH 43015]  

[740-368-0188]



	File Code:
	 

	Date:
	  January 9, 2014

	 

	 

	 

	

	 

	 


Dear Dr. Singh:
     Please find attached the revised version of our submitted manuscript entitled “A technique to screen American beech for resistance to the beech scale insect (Cryptococcus fagisuga Lind.),” for your consideration for publication in the Journal of Visualized Experiments.
  We have addressed all of the reviewer’s comments and made changes when appropriate, as outlined below.

  Please let me know if you have any additional comments or questions.
Sincerely,

Jennifer L Koch /S/

Reviewers' comments:

Reviewer #1: 
Manuscript Summary: 
No issues with summary or background information.

Major Concerns:
None, method appears to be fully capable of operating per intended use.

Minor Concerns:
1. Conceptual issue: The only concern I have is some American beech in areas with very high scale pressure have a very slight infestation of scale (you can find a few individual scales but no "patches" or fully mature scales). I would propose that since the paper indicates that resistance is heritable, there may be incomplete resistance possible so is there utility in briefly addressing "scale free" trees versus ones with a very tiny level of infestation for selection using this method?

 It is certainly true that there is variation in the amount of susceptibility ranging from high levels of infestation to trees that support only a very low level of infestation.  To illustrate this variation in susceptibility we included examples in Fig. 6 of a result illustrating a highly susceptible tree (Fig. 6E) as well as a result that illustrates a tree that is less susceptible (Fig. 6D).  In addition, the data shown in Fig. 8 and discussed in the representative results section also illustrates the range of levels of susceptibility that are observed.  We feel that because the variation in susceptibility is illustrated in these two figures and because the focus of this paper is on the technique and not on how to define the differences between resistance, incomplete resistance, and various levels of susceptibility that it is not necessary to include additional discussion in the text regarding this issue.  Depending on the goals of the researchers who use this technique, they may set their own guidelines on what cut-offs they use to define a resistant, incomplete resistant, or susceptible tree based on the data collected using our described technique or they may use the scale and egg counts directly in their analyses (such as in mapping applications).  Our recommendation is that when considering the data, both adult counts and egg cluster counts, as a measure of reproduction (step 6) be evaluated as well as data collected from control trees that were tested simultaneously(step 4.4 and 5.4). 

2. Figure 7 arrows and labeling is confusing to me. Is the arrow pointing to "frass" actually scale wax and the small black circles the frass?  The scale wax is considered frass.  The small black circles are debris, possibly small pieces of bark that have come off the tree when the pad was removed after a year, and are also visible in other areas throughout the pad that are not directly associated with the insect.

Additional Comments to Authors:
1. Black bears may just destroy them because they are a "thing" but in funnel trapping of bark beetles, traps that have ethanol-based lures are bothered the most by bears so perhaps the acetate glue smells too good to resist and a different adhesive with less vapors could be found in areas with high bear populations.  Thank you for the helpful suggestion!


Reviewer #2: 
Manuscript Summary: 
This manuscript presents a detailed description of a technique for screening beech trees, both in the field and in greenhouse settings, for resistance to infestation by the beech scale, an essential component in the beech bark disease insect-disease complex. The authors combine a step-by-step description with a series of supporting photographic figures to guide the reader through the process. In addition, they add useful recommendations, based on their experience with the technique, which anticipate and address practical issues related to implementation of the technique.

Major Concerns:
No major concerns.

Minor Concerns:
line 47 - "impacting" is an ambiguous term which, without a modifier, could be interpretted as positive or negative. Perhaps a word such as "damaging" or "harming" would be more informative.  We have changed this line to read “Beech bark disease has had a detrimental impact on American beech….”

line 48 - "Canada" is a very large country, and stating "to Canada" as a means of identifying the point of introduction is not useful. Perhaps you could substitute "through Nova Scotia" in place of "to Canada".  We have changed this line to specify “the Canadian province of Nova Scotia.”

line 51 - Although not critical to the intent of the paper, when identifying the pathogens causing the disease it would be more accurate to emphasize N. faginata as by far the most damaging agent. N. ditissima and another Neonectria species whose name escapes me at the moment are often cited as being involved with the insect-disease complex but have been insignificant in my studies and most others I have read.  Although we agree that N. faginata often outcompetes N. ditissima and results in more extensive damage, we feel that because the focus on our technique is on the scale insect and not the fungal agent that additional discussion of the various fungal species is not warranted.  The way we have written line 51 is accurate, as both N.ditissima and N. faginata have been documented to be involved in beech bark disease. However, to be cognizant of the variation in infections by different species, we have changed the next sentence from the definitive statement “As the fungal mycelia grow, large areas of tissue die and eventually completely girdle the tree” to the more indeterminate “As the fungal mycelia grow, large areas of tissue may die, eventually completely girdling the tree.”  

line 73 - BBD is a disease that is affecting beech internationally. Add "US" before "state and national forest managers" to identify which country you are referring to.  We have added “the United States” for clarification. 

on line 123 and in the "Table of Reagents and Equipment" the mesh opening size is stated as "250 micron", but line 238 says "200". Please correct this.  The correct opening size is 250 micron and we have corrected line 238 so that it is uniform throughout the manuscript.

Additional Comments to Authors:
In my opinion, the technique is very well described and will be prove useful and essential to anyone wanting to undertake such screening efforts. Thank you for this contribution.
Thank you for your helpful comments!
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