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Abstract

Soil quality assessments are essential for determining impacts on belowground microbial com-
munity structure and function. We evaluated the suitability of active carbon (C), a rapid field test,
as an indicator of soil biological quality in five paired forest stands (clear cut harvested 40 years
prior and unharvested) growing on volcanic ash-cap soils in northern Idaho. Active C was com-
pared with several traditional measures of soil microbial properties (microbial biomass, respira-
tion, fungal hyphal biomass, bacterial number and biomass and PLFA community structure). De-
spite the significant differences in forest vegetation between paired stands, no differences in ac-
tive C and only a few significant differences in microbial properties were detected. Total bacteria
(microscope counts) and PLFA signatures (gram positive bacteria, gram negative bacteria, acti-
nomycetes) were significantly higher in the managed stands. Our results indicate that either min-
eral soil biological properties in managed stands were relatively unaffected at the time of harvest
or some biological recovery occurred 40 years later. Additionally, volcanic ash-cap soils in moist
ecosystems could be highly resilient to the impacts of harvest operations and therefore few signif-
icant biological changes could be detected.
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1. Introduction

Changes in the labile fraction of the soil organic matter pool can provide an indication of both short- and long-
term changes in soil quality that are a direct response to land management practices. Although there are a myriad
of soil physical, chemical or biological properties that can be tested for soil quality assessments [1] to maintain
forest sustainability, there are few consistently used measures that can be easily applied [2]. In addition to the
limited accessibility and applicability of many field and laboratory tests, application of many testing procedures
to forests and forest soils can also be a challenge [3]. Of particular concern is an appropriate surrogate test for
biological activity after a given management activity. Indicators include potentially mineralized nutrients, de-
composition, microbial biomass, total or active carbon, or organic matter content.

Assessments of soil quality often include a measure of soil organic matter, because it is critical for maintain-
ing site productivity. In forest soils, organic matter content has been linked to soil water availability, nutrient
supply, soil aggregation, and disease incidence or prevention [4] and contributes to numerous soil functions [3]
[5]. In addition, forest management practices that impact organic matter accumulation and decomposition could
affect future tree growth and site productivity [6].

Forest harvest or site preparation activities that remove the surface organic horizons may cause changes in
soil organic matter that affect long-term productivity. For instance, loss of soil organic matter may alter soil pro-
ductivity by leading to changes in the hydrologic function, erosion rates, soil water retention, or microbial activ-
ity [3] [7]. Total soil organic matter, however, is not a ready indicator of how management might affect the more
labile fraction of soil organic carbon and it is therefore important to use methods that expresses a change in or-
ganic matter and other biological properties [8] and that forest soil scientists or other land managers can use to
quickly assess potential impacts.

Tephra-derived forest soils have unique physical and chemical characteristics that affect their responses to
harvest operations. Volcanic materials have undeveloped crystalline structure and weather rapidly in humid en-
vironments, producing soils that are characterized by high water holding capacity, cation exchange capacity, and
their ability to stabilize organic matter [9]. These soil types are widely distributed in northern Idaho and support
highly productive forests [10].

Forest harvesting can result in changes in the active fractions of organic matter and result in alteration of mi-
crobial properties or biomass or changes in C and N content [1] [11]. The active C pool can be a sensitive indi-
cator of changes in other biological properties such as microbial biomass C [12], particulate organic matter [ 13]
and soil carbohydrates [14]; however, it has not been widely tested in forest soils. Given that a rapid assessment
of soil microbial response to land management is needed and that a measure of biological activity should reflect
organic matter quality, our objectives were to 1) test the rapid field measure of active C as an indicator of soil
biological quality, and 2) determine the long-term impact of forest harvesting on soil microbial and chemical
properties.

2. Methods and Materials
2.1. Site Description

Soils were collected from the forest floor and surface 0 - 5 cm of the mineral soil in 5 different stands each of a
40-year-old managed forest and an unharvested control in northern Idaho during a 3-week time period in June.
The unharvested stands were a mixed conifer forest type with an overstory consisting primarily of grand fir
(Abies grandis (Douglas ex D. Don) Lindl.), western redcedar (Thuja plicata Donn ex D. Don) and western
hemlock (Tsuga heterophylla (Raf.) Sarg.) with a small amount of Douglas-fir (Pseudotsuga menziesii (Mirb.)
Franco (Table 1). Canopy coverage was visually estimated, diameter was measured at 1.4 m from ground level,
and height was measured from ground level to the top of the terminal leader.Managed stands were clearcut har-
vested, dozer piled, and the piles burned; a typical harvest system from 40 yrs ago. Species composition for the
managed stands consisted of grand fir, Douglas-fir, lodgepole pine (Pinus contorta (Douglas ex Loudon)), grand
fir, western white pine (Pinus monticola (Douglas ex D. Don)), and ponderosa pine (Pinus ponderosa Lawson &
C. Lawson). Both the harvested and unharvested stands were selected because they occur on the Threebear soil
series (Medial over loamy, amorphic over mixed, superactive, Frigid Alfic Udivitrand) [15]. The Threebear se-
ries is an extensive soil in northern Idaho, (USDA-NRCS Major Land Resource Area 43A) and occurs on struc-
tural benches, hills and mountain foots lopes formed in eolian and alluvial material with a thick (>30 cm) mantle
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Table 1. Overstory species and mean canopy coverage, diameter, and height for managed and unharvested stands. NM indi-
cates that this species was not measured for diameter or height.

Tree species Managed stand Unharvested stand

Canopy coverage (%) Diameter (cm) Height (m)  Canopy coverage (%)  Diameter (cm) Height (m)

A. grandis 20 23.8 16.5 64 50.3 36.8
L. occidentalis 0 0 0 <l NM NM
P. contorta 28 25.1 12.4 0 0 0
P. monticola 7 23.5 15.6 0 0 0
P. ponderosa 5 32.5 15.1 0 0 0
P. menziesii 40 29.4 15.7 3 452 30.8

T. plicata 0 0 0 17 69.8 28.6
T. heterophylla 0 0 0 16 70.5 33.6

of volcanic ash. The soil is mapped at elevations ranging from 2800 to 3500 feet and is one of the most produc-
tive soils in the forested lands of northern Idaho, and as such is of great interest to land managers as a unit to
manage and monitor for changes in soil quality.

2.2. Soil Sampling

In each forest stand (5 paired managed and unharvested stands), 3 randomly selected locations within each forest
site (5 sites x 3 soil samples = 15 total samples) were selected and cores (2 cm dia.) were collected to a depth of
5 c¢m in the mineral soil. Soils were immediately placed in a cooler until the end of the day when they were
cooled to 4°C until processing. For each forest condition we collected 15 soil cores. Moist soil samples were
subsampled for all analyses. Bulk density was calculated as dry mass per volume of the cylinder. No rocks were
present in this soil; therefore total bulk density is presented. Soil pH was conducted on a 2:1 water:soil paste.
Total C and N in the forest floor and mineral soil were analyzed on a LECO CN analyzer (LECO Corp, St. Jo-
seph, MI). Cation exchange capacity (CEC) was determined with ammonium acetate extract and base saturation
was calculated as the sum of the cations [16]. Active carbon was determined with a field kit using the modified
permanganate oxidizable C method [17] [18] that is sensitive to land management changes. Sample and standard
absorbance was read on a Hach (Hach Company, Boulder, CO) colorimeter at 550 nm. In this method, the bleach-
ing of the purple permanganate color is proportional to the amount of oxidizable C in the soil (i.e., the greater
the color loss, the greater the amount of oxidizable C).

2.3. Microbial Biomass and Basal Respiration

Microbial biomasswas measured by the substrate-induced respiration method (SIR) [19] using 25 g soil and 5
g'kg™" glucose. CO, production was measured within 3 h of glucose addition using a LI-6200 infra-red gas ana-
lyzer. Separate 25 g soil samples were wetted to approximately 60% of total porosity and incubated at 20°C for
8 days before measuring basal respiration (24 h CO, production) with an infra-red gas analyzer.

2.4. Fungi and Bacteria (Microscope)

Fungal hyphal length and biomass were estimated by epifluorescent microscopy [20]. Briefly, hyphae were ex-
tracted from 10 g soil (dry wt. equivalent) by shaking in 95 ml dilute Ringers solution for 10 minutes. The sam-
ples were then diluted in 0.3 M phosphate buffer to a final dilution of 1 mg soil ml™'. Diluted samples (1 ml)
were stained with 0.5 ml fluorescent brightener 28 (Sigma-Aldrich, St. Louis, MO) for 30 min. at room temper-
ature in the dark, filtered onto 0.2 um blackened Millipore filters, and viewed at 400x magnification with a 01
filter set. Hyphal lengths and widths were measured on 20 fields per sample, and converted to biomass [21].
Bacteria were stained with SYBR Green I (Invitrogen Corp., Carlsbad, CA) to estimate total number and bio-
mass. Soil extractions followed the same method as those for determining fungal biomass. Samples (1 ml) were
filtered onto 0.02 um what mananodisc filters using <80 mm Hg pressure. Each filter was then stained with 15
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pl SYBR Green I (1073 dilution in filter-sterilized H,0), incubated in the dark for 15 min, and viewed using an
epifluorescent microscope with a 09 filter set. Cell numbers and diameters were measured on 10 fields per sam-
ple, averaging 20 - 50 cells per field. Total biomass was calculated from the microscope measurements

2.5. Phospholipid Fatty Acid (PLFA)

Freeze-dried mineral soil subsamples were utilized to assess microbial community structure. Mass spectral analysis
identified numerous compounds between C14 to C22 in C chain length, of which 16 were used as microbial
biomarkers [21]-[23]. Total microbial biomass was calculated by summing these 16 biomarkers. Subsets of the
biomarkers were used to estimate gram-negative bacteria (cyl17:0, cy19:0, 16:109, 16:1w7, 18:1w5c, and
18:1w7) and gram-positive bacteria biomarkers (i15:0, al5:0, 116:0, 117:0, al7:0, and 10me16:0) discriminate
between groups. Two isomers of C18:2n6 (trans and cis) were used to estimate the fungal group [22] and 10me
16:0 were used to represent the actinobacteria [23].

PLFA extractions were performed using 5 g of freeze-dried soil with a single-phase mixture of chloroform,
methanol, and phosphate buffer [24] then fractionated into neutral, glyco-, and phospholipids [25]. The phos-
pholipids are then esterfied and reconstituted in hexane prior to analysis [26]. A capillary column was used for
compound separation. Identification and quantification of the each specific fatty acid methylester (FAME) was
established using commercially available standards (Accustandard, Sigma-Aldrich, St. Louis, Missouri, USA)
through electron ionization on a quadrapole mass selective detector (Agilent 6890N/5973N gas chromatograph/
mass spectrometer, Santa Clara, CA, USA). Quantification (umol of PLFA/kg oven-dry material) of samples is
based on calibration curves derived from individual FAME standards.

2.6. Statistical Analyses

Analysis of variance using the mixed model (SAS Inc., Cary, NC) was used to test for differences in soil proper-
ties among harvested and unharvested control stands. The least significant difference (LSD) test of significance
was used to assess the differences of means among the clear cut harvested and uncut treatments at P < 0.10. Li-
near regression analysis was used to explore the relationships of active C and individual soil chemical or micro-
bial properties (SAS Inc., Cary, NC).

3. Results

In general, soil properties still reflect the impact of land management 40 years after harvest and site preparation
operations. The surface organic horizons had lower C and N contents, but only N was significantly lower in the
managed stands as compared to the unharvested stands (Table 2). Total bulk density was slightly (8%), yet sig-
nificantly higher in the managed stand (Table 2). In addition, the surface (0 - 5 cm) mineral soil C, N, CEC, and
base saturation were lower in the managed stand than in the control, but only CEC values were significantly dif-
ferent among these two stand types.

The microbial measurements showed mixed responses to legacy stand management. Although not significant,
active C was less in the managed stand; whereas SIR, respiration at day 8, bacteria and hyphal biomass were
greater 40 years after management, but not significantly (Table 3). Total bacteria were significantly greater in
the managed stand as compared to the unharvested stands.

Our objective for this study was to determine if active C could be used as a low-cost, time efficient field me-
thod for determining organic matter quality in lieu of using lab- and cost-intensive measurements. For each
stand type (managed and unharvested) we used a simple linear regression to evaluate the relationships. Active C
was positively correlated with several microbial measures (Table 4). Interestingly, only SIR, basal respiration,
and the microscope fungi: bacteria ratios were significantly correlated with active C in the unharvested and ma-
naged stands whereas total bacteria, bacterial biomass, hyphal length, hyphal biomass, actinomycetes (PFLA),
and fungi (PFLA) were only significantly correlated with active C in the managed stands. As expected, the best
relationship with active C was with total C (P < 0.0001 for both the managed and unharvested stands; Figures

1(a)-(b)).

4. Discussion

Using the unharvested stand as a reference assumes that both stand types were identical when the managed
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Table 2. Mean surface organic horizon and mineral soil (0 - 5 cm depth) characteristics in managed and unharvested stands
in northern Idaho. Values in parentheses are the standard error of the mean.

Soil property Stand type
Managed Unharvested P
Surface organic horizons

Carbon (Mg/ha) 48.6 (4.9) 59.4(3.2) 0.3855
Nitrogen (kg/ha) 1095 (130) 1597 (170) 0.0152

Mineral s0il (0 - 5 cm)
Carbon (Mg/ha) 18.0 (2.1) 21.4(2.4) 0.4258
Nitrogen (kg/ha) 2838 (215) 2913 (232) 0.4153
pH 6.2 (0.1) 6.3 (0.1) 0.5253
Bulk density (Mg/m®) 0.72 (0.08) 0.67 (0.05) 0.0152
Cation exchange capacity (cmols/kg) 24.4 (3.5) 28.5(3.9) 0.0401
Base saturation (%) 66.1 (4.1) 71.4 (5.3) 0.2081

Table 3. Mean soil microbial measurements in the mineral soil (0 - 5 cm depth) in managed and unharvested stands in
northern Idaho.Values in parentheses are the standard error of the mean.

Soil property Stand type
Managed Unharvested P

Active C (mg/kg) 842.0 (251.5) 934.8 (221.7) 0.2930
SIR (mg/kg) 500.5 (235.1) 416.5 (125.2) 0.2858
Basal respiration (pg/h/g soil) 0.061 (0.030) 0.049 (0.011) 0.2400
Total bacteria (x10° cells/g soil) 4.23(0.21) 2.69 (0.14) 0.0443
Bacterial biomass (pg/g soil) 458.4 (176.2) 374.8 (178.4) 0.2081
Hyphal biomass (ug/g soil) 2914.7 (974.3) 2657.6 (1321.2) 0.5159
Hyphal length (m/g soil) 925.4 (292.5) 950.5 (473.6) 0.8544
Fungi: bacteria (microscope) 9.5(3.0) 7.9 (1.0) 0.2672
Gram positive (umol of PFLA/kg) 50.89 (17.84) 34.57 (10.52) 0.0100
Gram negative (umol of PFLA/kg) 33.17 (9.76) 25.56 (6.89) 0.0221
Actinomycetes (umol of PFLA/kg) 1.62 (0.44) 1.35(0.34) 0.0911
Fungi (umol of PFLA/kg) 10.82 (3.48) 8.95(2.98) 0.1315

stands were harvested and had not been selectively affected by biological factors since that time [27] [28]. In
this area of northern Idaho, past timber sale records indicate that this assumption is likely correct (Idaho Pan-
handle National Forest Timber Stand Management Database). We also assumed that since this was a relatively
narrow geographic area, that climate had not changed among our stand types. Clearcut harvesting alters hydro-
logical processes [29] [30], surface organic matter, and carbon [7]. Using the unharvested stand as a baseline
reference for changes in the managed stand, the impacts of clearcut harvesting 40 yrs ago on soil properties were
still evident, though the effects were not consistent among properties nor were they particularly sizable when
detected (Table 2). Forest floor N content showed the greatest difference due to harvesting (31% lower in ma-
naged compared to unharvested stands). We attribute this to the slow development of the Oe and Oa horizons
during stand regeneration in this forest type or that the incremental tree growth in the managed stand exceeds
that of the unharvested stand thereby moving more N into the aboveground portion of the stand [29]. Cation ex-
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Table 4. Linear regression relationship of microbial measurements to active C in the mineral soil (0 - 5 cm depth) in ma-
naged and unharvested stands in northern Idaho. Values in bold indicate a significant relationship between the variable and

active C at P <0.20.
Soil property Managed stand Unharvested stand
F P F P
SIR (mg/kg) 3.629316 0.067473 4.186894 0.063296
Basal respiration (pg/h/g soil) 2.508301 0.137263 4.329197 0.059552
Total bacteria (x10° cells/g soil) 2.896061 0.112574 0.787941 0.392168
Bacterial biomass (pg/g soil) 2.021855 0.178601 0.001147 0.973536
Hyphal biomass (ug/g soil) 0.00911 0.925416 0.037679 0.849395
Hyphal length (m/g soil) 3.02617 0.105536 0.084167 0.77668
Fungi: bacteria (microscope) 4.40091 0.056021 1.510192 0.05601
Gram positive (PFLA) 1.19006 0.295124 0.495088 0.494077
Gram negative (PFLA) 1.420241 0.254666 0.775937 0.394381
Actinomycetes (PFLA) 2.887063 0.113082 1.781503 0.204871
Fungi (PFLA) 2.276916 0.155228 0.887178 0.363418
16 - C(40.43) +705.3 (AC), R =0.74, P <0.0001
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Figure 1. Correlation of C (Mg/ha) to active C (mg/kg) in (a) managed and (b) unharvested forest soil (0 - 5 cm) in northern

Idaho.
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change capacity was 14% lower in managed compared to unharvested stands yet was still well above the thre-
shold level for ash-cap soil. In addition, bulk density remained significantly higher in the managed stand than
unmanaged stand as a consequence of clearcut harvest operations, piling slash for burn piles, the susceptibility
of volcanic ash-cap soil to compaction, and the lack of a freeze/thaw cycle in this area [31]. However, we antic-
ipate the small increase in bulk density with harvesting (8% higher compared to unharvested stands) will have a
nominal effect on soil and plant processes [32].

Microorganisms are an essential constituent of soil quality and productivity, particularly after harvest opera-
tions [4] [33] [34]. Microbes are responsible for mediating wood decomposition, nitrogen conversion, and my-
corrhizal activity, thereby affecting plant growth [35] and they depend on organic matter for energy to facilitate
the transformation of nutrients making them available for plant uptake [36]. Harvesting can alter microbial ac-
tivity by changing the amount and type of organic matter, altering soil temperature and moisture, and increasing
soil bulk density [37]. After 40 years, microbial measures on our harvested sites had recovered to, or exceeded,
levels in the unharvested stand. Stand recovery after harvesting in the Oregon Cascades indicated that increasing
time after harvesting resulted in soil properties (soil organic matter and C), but not litter depth or soil respiration,
shifting towards unharvested conditions after 40 years [38]. We assume this observation reflects both the toler-
ance of microbial communities to infrequent disturbance [20] and the positive effect of the aggrading forest
floor on soil temperature, moisture, nutrient and carbon inputs and, consequently, microbial community resi-
lience. Interestingly, bacterial numbers and PLFA content (gram positive and gram negative bacterial signatures)
were significantly higher in managed compared to unharvested stands. Reasons for this observation and whether
ecological significance can be attached to them are unclear.

One of our objectives was to test the effectiveness of active C as a rapid method for determining management
impacts on forest soils. Field testing of active C is a simple and inexpensive procedure and has been shown to be
effective indicator of soil organic matter content and biological activity in other ecosystem types [12] [17]. Im-
portantly, we tested active C across a wide range of soil C contents and microbial conditions. For example, there
was a 7-fold range in total soil C among samples (2 - 14 Mg/ha) and microbial biomass ranged from approx-
imately 50 to 1200 mg C/kg. Active C followed a similar trend as total C in both stand types (Figures 1(a)-(b)).
Active C has also been shown to have greater sensitivity to land management or environmental gradients than
particulate organic C, microbial biomass C, and soil organic C [39].

5. Conclusion

In our 40-year-old harvested stand, moderate changes in soil bulk density, cation exchange capacity and some
PFLA measurements indicate that the soil environment is still exhibiting chemical, biological and physical changes
due to harvesting. Some of the changes may be associated with the shift in overstory species, but likely the resi-
dual impacts of soil compaction and reduced total C are influential on the changes in microbial and active C re-
sponse. We have shown that active C can be used to estimate the most readily oxidizable (active) forms of soil C
and that this measure is related to other microbial measures such as SIR, basal respiration, PFLA fungi and the
total C pool. This method determining the labile soil C pool provides a low-cost tool for forest land managers
who are interested in determining changes in soil quality from harvest or site preparation practices. The active C
field-going method offers a way to gather routine measurements. For example, in forest stands that will be har-
vested, measurements of active C may indicate the need to leave more residual slash or to limit burning opera-
tions. Alternatively, in stands that already have been harvested, active C may be a tool to determine site prepara-
tion or restoration needs.
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