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This document contains the work products for work order #2007-OR931-6334CB-SSSS-252Z, namely: (1) a map of the location of points around a host stump for the fungus Bridgeoporus nobilissimus, indicating whether B. nobilissimus DNA was detected in soil samples taken at each point, and (2) photos of gels of the PCR products from each soil sample.

Methods and Discussion
Soil samples were taken around a stump hosting B. nobilissimus fruiting bodies located near Snow Peak on land managed by the Salem District of the OR/WA BLM.  Five soil samples were taken on each of 8 radius transects, emanating from the host stump.  Each radius transect was about 45º from its neighbors.  The first sample on each transect was taken within 2’ of the stump, and the next four samples on the transect were taken at 5’ intervals.  Samples were numbered from 1 to 40, with the lowest number on each transect (1, 6, 11, etc.) being closest to the stump.  Sample #40 was taken at 22’ instead of 20’ because this put the sample right next to another big stump. 
The accuracy of the locations of the sample points varied from about ± 1’ for the samples next to the host stump to about ± 5’ for the samples at the end of each transect.  Samples consisted of soil removed with a ⅞” diameter soil probe and contained all soil, from the surface to about 10” in depth.  Some samples were smaller because of obstructions in the soil.  Soil probes were washed, rinsed, and dried between samples to prevent cross contamination.  Each sample was mixed thoroughly before a 0.8 ± 0.2 g subsample was removed for DNA extraction.  DNA was extracted using Chelex at 96°C, and cleaned using a silica filter method (UltraClean Gel Spin, MoBio Labs, Inc.).  DNA was also extracted from a small piece (~0.1 g) of sporocarp present on the host stump, using the same method.
Extracted DNA was used as the template in PCRs with the B. nobilissimus ribosomal RNA primers (Bn215-118 and Bn217-190) described by Redberg, et al. 
  When B. nobilissimus sporocarp DNA was used as a template, the PCR produced a very strong amplification of a product of the expected size (540 bp).  When the DNA extracted from the soil samples was used as a template, some samples gave a definite positive response, some samples gave what appeared to be a weak positive response, while most showed no amplification.  In the maps (Figures 2 and 3), the weakly responding samples are shown in a different color than the strongly responding samples.

As the gels and maps indicate, some B. nobilissimus DNA could be detected with this method in the soil surrounding the stump.  Some of the target DNA could be detected as far away as 5’ from the stump, but not farther.  The detected DNA may be the result of the dissemination of small fragments of the rotting stump wood containing B. nobilissimus mycelium, by natural forces such as wind, rain, and snowmelt.  Alternatively, the DNA could originate from decaying roots of the stump in the soil that contain B. nobilissimus mycelium.
No attempt was made to determine the detection limit of B. nobilissimus DNA in soil using the method of this study.  It may be possible to develop a more sensitive test by modifying PCR parameters or using a two stage PCR process.
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Figure 1.  Gels of PCR reactions of DNA from 40 soil samples surrounding a B. nobilissimus host stump.  Numbers at the top of each lane indicate the sample number for that lane.  The first lane in each gel (Brno DNA) contains 0.5 μl of reaction product; all other lanes have 7.0 μl of product.  The scale on the right side of the gel indicates the size of the corresponding ladder reference bands in nucleotide base pairs. 
Table I
Results Summary  
A result of 2 indicates a strong amplification of target DNA, 1 indicates weak amplification, and 0 indicates apparently no amplification.

	Transect
	Sample

Point
	Result

	1
	1
	1

	1
	2
	0

	1
	3
	0

	1
	4
	0

	1
	5
	0

	2
	6
	2

	2
	7
	1

	2
	8
	0

	2
	9
	0

	2
	10
	0

	3
	11
	2

	3
	12
	2

	3
	13
	0

	3
	14
	0

	3
	15
	0

	4
	16
	2

	4
	17
	1

	4
	18
	0

	4
	19
	0

	4
	20
	0

	5
	21
	1

	5
	22
	0

	5
	23
	0

	5
	24
	0

	5
	25
	0

	6
	26
	2

	6
	27
	1

	6
	28
	0

	6
	29
	0

	6
	30
	0

	7
	31
	2

	7
	32
	1

	7
	33
	0

	7
	34
	0

	7
	35
	0

	8
	36
	2

	8
	37
	0

	8
	38
	0

	8
	39
	0

	8
	40
	0
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Figure 2.  Map showing approximate location of sample points and the result at each point.  The last sample number for each transect is shown for reference.  All distances are in feet.







Figure 3.  Detail of map in Figure 2.  Sample numbers are shown.  All distances are in feet.
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