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Abstract Atmospheric changes could strongly influ-
ence how terrestrial ecosystems function by altering
nutrient cycling. We examined how the dynamics of
nutrient release from leaf litter responded to two
important atmospheric changes: rising atmospheric
CO, and tropospheric Os;. We evaluated the indepen-
dent and combined effects of these gases on foliar litter
nutrient dynamics in aspen (Populus tremuloides
Michx) and birch (Betula papyrifera Marsh)/aspen
communities at the Aspen FACE Project in Rhine-
lander, WI. Naturally senesced leaf litter was incubated
in litter bags in the field for 735 days. Decomposing
litter was sampled six times during incubation and was
analyzed for carbon, and both macro (N, P, K, S, Ca,
and Mg) and micro (Mn, B, Zn and Cu) nutrient
concentrations. Elevated CO, significantly decreased
the initial litter concentrations of N (—10.7%) and B
(—14.4%), and increased the concentrations of K
(+23.7%) and P (+19.7%), with no change in the other
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elements. Elevated O; significantly decreased the
initial litter concentrations of P (—11.2%), S (=8.1%),
Ca (—12.1%), and Zn (=19.5%), with no change in the
other elements. Pairing concentration data with litter-
fall data, we estimated that elevated CO, significantly
increased the fluxes to soil of all nutrients: N
(+12.5%), P (+61.0%), K (+67.1%), S (+28.0%), and
Mg (+40.7%), Ca (+44.0%), Cu (+38.9%), Mn
(+62.8%), and Zn (+33.1%). Elevated Oz had the
opposite effect: N (—22.4%), P (—25.4%), K (—27.2%),
S (—23.6%), Ca (—27.6%), Mg (-21.7%), B (—16.2%),
Cu (—20.8%), and Zn (—-31.6%). The relative release
rates of the nine elements during the incubation was:
K>P>mass>Mg>B>Ca>S>N>Mn>Cu>Zn. At-
mospheric changes had little effect on nutrient
release rates, except for decreasing Ca and B release
under elevated CO, and decreasing N and Ca release
under elevated Os;. We conclude that elevated CO,
and elevated O; will alter nutrient cycling more
through effects on litter production, rather than litter
nutrient concentrations or release rates.

Keywords Aspen FACE - Atmospheric change -
Litter bag - Macro and micro nutrient - Nutrient cycling

Introduction

Nutrient release from decomposing litter is important for
sustaining ecosystem production (Chapin et al. 2002).
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The atmospheric concentrations of CO, and tropo-
spheric O3 have increased substantially as a result of
human activities (IPCC 2007). These atmospheric
changes can have important impacts on litter chemistry.
Elevated CO, caused a 37% increase in lignin
concentration relative to control in oak leaves (Cotrufo
et al. 1999), while concentration of total phenolics
increased by 25% in Scots pine needles (Sallas et al.
2001). Elevated O; has been shown to increase acid
soluble lignin concentration in birch leaves (Kasurinen
et al. 2006) and decrease non-structural carbohydrate
concentration in soybean leaf litter (Booker et al. 2005).

Changes in litter quality have the potential to alter
nutrient dynamics by changing substrate availability for
microbial metabolism (Zak et al. 1993). However, the
response of mineral nutrient cycling to elevated CO,
and O; is not well understood (Zak et al. 2000), and
impacts on tissue chemistry are not universal (Liu et al.
2005). In particular, the effects of altered atmospheric
chemistry on the release of nutrients from decompos-
ing litter remain poorly quantified. Detailed studies are
lacking that quantify both changes in tissue chemistry
and subsequent changes in litter nutrient dynamics in
response to elevated CO, and Os, especially for forest
species (Parsons et al. 2004). This severely constrains
efforts to predict how biogeochemical process rates
will respond to atmospheric change.

Increased atmospheric CO, is predicted to reduce
nutrient concentrations of plant tissues (Strain and

Bazzaz 1983). This has been attributed to either
decreased nutrient uptake relative to C accumulation,
or altered patterns of nutrient allocation under
elevated CO, (Penuelas et al. 1997). However,
published data for several species show no consistent
response of foliar nutrient concentrations to elevated
CO, (Table 1). The effects of CO, enrichment on
nutrient concentrations are more complex than a
simple dilution effect, and can depend on element,
species, developmental stage, season, environmental
stress, site variables, and management.

By comparison, far fewer studies have examined
nutrient dynamics under elevated Oz;. Ogner (1993)
found O increased K concentration of Norway spruce
foliage. Barnes and Pfirrmann (1992) found O3 increased
the P and K concentration of radish root. Most studies,
however, suggest that O3 exposure does not modify
nutrient concentrations of shoots or roots (Heagle et al.
1993; Fangmeier et al. 1997; Walin et al. 2002).

Litter decomposition is the key process influencing
nutrient release from litter, controlling uptake by
plants and microbes (Paul and Clark 1996). To date
the consensus of research results seems to support the
conclusion that elevated CO, and O3 have little or no
direct effect on specific rates of decomposition (Norby
et al. 2001; Booker et al. 2005; Chapman et al. 2005;
King et al. 2005a).

The objective of this study was to investigate the
independent and combined effects of elevated CO, and

Table 1 Effect of elevated CO, on leaf nutrient concentrations: results of previous published studies

Source N P S K Ca Mg B Cu Mn Zn
(%)

Picea abies® n.s. +14.9 n.s. +5.3 n.s. +15.3 n.s. n.s. n.s.
Erica arbored® n.s. +21.3 +42.0 n.s. n.s. -29.1 n.s. n.s.
Juniperus communis® n.s. n.s. +42.4 +10.0 +21.3 n.s. n.s. +43.4
Myrtus communis® -17.7 -15.8 n.s. n.s. +28.7 +20.0 n.s. +115 n.s.
Citrus aurantium® -10.0 n.s. —4.2 -3.3 -6.3 —2.6 9.8 0.6 -12.6 -0.9
Gossypium hirsutum® —32.1 n.s. —22.9 -32.0 —25.5 —18.5 n.s. —22.6 -18.5
Trifolium repens® -12.8 -13.1 -16.7 -13.7 n.s. n.s. -18.7 -15.3 +4.8 n.s.

Values represent the percentage change of nutrient concentrations at elevated CO,. Data were selected according to two criteria (1)
elevated CO, treatment was between 450 to 700 ppm; (2) concentrations of nutrient were reported on a mass basis.

— Decrease; + increase; n.s. no significant change
 Pfirrmann et al. (1996)

® Penuelas et al. (2001)

¢ Penuelas et al. (1997)

4Huluka et al. (1994)

®Heagle et al. (1993)
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elevated O3 on mineral nutrient cycling in aggrading
aspen and birch-aspen stands of the Aspen FACE
project in Rhinelander, WI. Elevated CO, increased
total biomass production by 43% and elevated O;
decreased it by 17% in this long-term experiment
(King et al. 2005b). We therefore expect nutrient
demand to increase under elevated CO, due to the
higher productivity, and to decrease under elevated O;
due to lower productivity. Total belowground C
allocation (TBCA) was 15% higher under elevated
CO, (Giardina et al. 2005), with much of the increase
attributable to increased fine root production at this
site. Several possible mechanisms that could be
responsible for mitigating nutrient limitation under
elevated CO,, such as increasing the volume of soil
exploited by increasing the production of fine roots
(Giardina et al. 2005) and colonization of mycorrhizal
fungus (Kubiske and Godbold 2001).

Effects of elevated CO, on leaf chemistry at the Aspen
FACE experiment have been intensively examined in the
past decade (Lindroth et al. 2001; Kopper et al. 2002;
Parsons et al. 2004; Mattson et al. 2005). Recently, Liu
et al. (2005) examined the concentrations of sugar, hemi-
cellulose, cellulose, tannins, phenolics and lignin in leaf
litter, and found that elevated CO, had little effect on
tissue chemistry. However, elevated O; increased con-
densed tannins (77.2%) and soluble phenolics (53.1%).
These findings provide an important base for formulating
hypotheses about how CO, and Os will impact nutrient
dynamics in decomposing leaf litter. In the current study,
our first hypothesis was that elevated CO, would have a
small effect on nutrient concentrations because of
adequate soil supply. All nutrient fluxes would increase
due to higher litter production (Liu et al. 2005). Our
second hypothesis was that elevated O; would have little
effect on nutrient concentrations, but would decrease
nutrient fluxes because of low biomass productivity. Our
final hypothesis was that elevated CO, would have
small effects on nutrient release, but elevated O;
would decrease it due to increased concentrations of
condensed tannins and soluble phenolics.

Materials and methods

Experimental design

The study was conducted at the Aspen FACE project
in Rhinelander, Wisconsin (45°40.5'N, 89°37.5'E).

The Aspen FACE project was established in 1997 and
is the only open-air facility to study the response of
whole forest communities to elevated CO, and
elevated O3 (Dickson et al. 2000). The experiment is
divided into three blocks, each block consisting of
four 30 m diameter circular plots. Two main effect
treatments (CO, and O;) with two levels each
(ambient and elevated) were randomly assigned to
the four plots in each block. One half of each plot was
planted with five aspen (Populus tremuloides Michx)
genotypes of differing O; sensitivity. One-quarter of
each plot was planted with a single aspen clone and
paper birch (Betula papyrifera Marsh), and the
remaining quarter was planted with the same aspen
clone and sugar maple (Acer saccharum Marsh). The
trees were planted at 1x1 m spacing and have been
exposed to the CO, and Oj treatments since 1997.
Fumigation is conducted only during daylight hours
of the growing season from May to October. In the
elevated CO, treatment, the target level of CO, was
560 ppm, which is about 200 ppm above ambient
atmospheric CO,. Elevated O; was applied at a level
of 1.5 times the ambient ozone concentration, about
90-100 ppb on sunny days, 50-60 ppb on cloudy
days, and no O3 fumigation on cool (<15°C) or rainy
days. The treatment gas concentrations are available
at the Brookhaven National Laboratory web site
http://oasd-ebi.das.bnl.gov/FACE Graph Images/). A
complete description of the experimental design and
operation of this FACE facility are provided by
Dickson et al. (2000).

Litter collection and field incubation

Naturally senesced leaf litter samples were collected
in plastic baskets of 43 cm diameter from aspen and
birch-aspen communities every 2 weeks from June to
October 2003 (Liu et al. 2005). After removing
understory litter and other coarse woody material,
leaf litter was composited across collection baskets
and dates by community type for each plot, resulting
in 24 samples used for analyses. Immediately after
each bi-weekly collection, samples were air-dried at
room temperature. From each of the 24 samples,
about 2.5 g dry litter was put into 11x7 cm litter bags
with 1 mm mesh size. For birch-aspen community, the
2.5 g leaf litter was composited according to the mass
ratio of total annual aspen leaf litter to total annual
birch leaf litter for that community within each plot.
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Duplicate sets of litter bags were deployed on the soil
surface in the respective treatment section from which
the litter was collected. Field incubation was begun
on November 6, 2003, and six collections occurred
during the 2-year incubation (May 2004, July 2004,
November 2004, May 2005, August 2005 and
November 2005). Two litter bags were sampled from
each treatment section at each collection. After freeze-
drying, the recovered litter was analyzed for mass
loss, and then ground in liquid N and stored at —20°C
until nutrient analysis was performed.

Nutrient analysis

Total N and C were analyzed on a NC 2100 CHN
auto-analyzer (CE Instruments Ltd., Hindley Green,
Wigan, UK). Litter concentrations of other macro (P,
K, S, Ca, Mg) and micro (Mn, B, Zn, Cu) nutrients
were determined by wet digestion (Sah and Miller
1992). Briefly, a litter subsample (800 mg) was mixed
with 10 ml concentrated HNO3, reacted overnight at
room temperature and then digested at 105°C for 2 h.
After cooling for 30 min, the mixture was reacted
with 2 ml high purity H,O, at 200°C for 15-30 min,
cooled, and then brought to volume (50 ml) with
distilled deionized water. The digested sample was
analyzed for macro and micro nutrients on an ICP-
AES spectrophotometer (ICP-AES Liberty Series 11,
Varian, Palo Alto, CA, USA). Ash content was
determined for each litterbag sample by combusting a
subsample overnight in a muffle furnace at 500°C.
This estimate of ash content was used to ash correct all
estimates of chemical composition and decomposition.

Calculations and statistical analysis

Initial nutrient flux was defined as annual nutrient
input from litter to the forest floor and was estimated
by multiplying nutrient concentration of litter (g g ')
by litter production (g m ?) in 2003. Nutrient
dynamics, defined as the release or accumulation of
a nutrient during decomposition, was estimated by the
change of the relative nutrient concentrations and the
proportion of initial nutrient content remaining during
the incubation. Here, the relative nutrient concentra-
tion was expressed as the ratio between nutrient
concentration and carbon concentration ([nutrient]/
[C]) in decomposing litter. The relative nutrient
concentration revealed the release or accumulation of

@ Springer

nutrient relative to C, which can elucidate the stoichio-
metric relationship between carbon and nutrients during
decomposition (Moore et al. 2006). The proportion of
initial nutrient content was defined as the ratio of
remaining nutrient content in decomposing litter to the
initial nutrient content.

Effects of CO, and Os on initial litter nutrient
concentrations and fluxes were analyzed by ANOVA
using a model developed by King et al. (2001) for
Aspen FACE. To identify the potential factors
affecting nutrient dynamics across treatments and
communities, principle-component factor analysis
with equimax rotation was used (Johnson and
Wichern 2002). The factor analysis was computed
based on a correlation matrix to eliminate the effect of
different concentration ranges of macro and micro
nutrients. The number of factors was determined using
a screen plot and then identifying where the elbow in
the curve occurs (Johnson and Wichern 2002). Differ-
ences in the remaining proportion of the nine elements
at the end of incubation were determined by Tukey
multiple comparisons (P<0.05). All statistical analyses
were done using SAS® (Statistical Analysis System,
Version 9, SAS Institute Inc., Cary, NC).

Results
Initial nutrient concentrations

Trace gas effects

Elevated CO, decreased leaf litter N (—10.7%) and B
(—14.4%) concentrations and increased P (+19.7%)
and K (+23.7%) concentrations relative to the control,
but did not change other element concentrations
(Table 2). Elevated Os decreased leaf litter concen-
trations of P (=11.2%), S (—8.1%), Ca (—12.1%), and
Zn (—19.5%; Table 2). The negative effect of Oz on
Zn concentration was moderated by CO,. Averaged
across species, elevated CO, reduced Zn (—13%)
concentration under ambient O3, but increased Zn
concentration (+19%) under elevated O3, resulting in
a significant interaction of CO,* O3 (P=0.04).

Species effects

Birch-aspen leaf litter had higher concentrations of B
(+12.6%), Mg (+15.7%) and Mn (+93.8%), and lower
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Table 2 Mean=+SE (n=3) and P values of nutrient concentrations of aspen and birch-aspen litter produced under the experimental
treatments at the Aspen FACE project, Rhinelander, WI

Source N P S K Ca Mg B Cu Mn Zn
(o) (ppm)
Aspen
Ambient Mean 1.53 0.21 0.14 0.39 2.04 0.34 24.12 8.62 332.55 226.04
SE 0.19 0.03 0.02 0.08 0.21 0.07 1.02 1.35 144.46 38.33
+CO, Mean 1.31 0.24 0.14 0.46 2.38 0.35 21.34 8.78 173.29 208.08
SE 0.12 0.03 0.00 0.10 0.28 0.09 4.45 1.80 11.84 10.91
+03 Mean 1.43 0.17 0.13 0.32 1.99 0.3 24.29 8.32 141.69 174.49
SE 0.13 0.01 0.01 0.08 0.14 0.03 2.04 1.01 6.06 13.48
+C0O,+03 Mean 1.37 0.21 0.13 0.39 2.17 0.32 21.39 8.38 155.43 188.05
SE 0.10 0.02 0.01 0.08 0.16 0.07 1.83 0.41 67.95 42.10
Birch-Aspen
Ambient Mean 1.53 0.22 0.13 0.37 1.97 0.35 28.93 7.49 276.97 233.26
SE 0.11 0.02 0.01 0.06 0.28 0.03 3.18 0.61 79.08 45.62
+CO, Mean 1.25 0.23 0.11 0.51 1.83 0.41 22.93 7.10 476.63 194.25
SE 0.05 0.03 0.02 0.11 0.30 0.03 3.62 1.14 80.42 41.03
+03 Mean 1.25 0.16 0.10 0.37 1.37 0.38 26.16 6.53 300.52 138.43
SE 0.05 0.01 0.01 0.06 0.10 0.01 1.56 0.88 42.75 17.23
+CO,+03 Mean 1.19 0.25 0.11 0.45 1.62 0.37 24.26 7.26 500.3 186.38
SE 0.10 0.04 0.01 0.08 0.13 0.02 2.26 0.68 139.05 24.62
CO, 0.01 0.01 0.06 0.07 0.20 0.35 0.01 0.94 0.15 0.91
05 0.07 0.05 0.01 0.23 0.03 0.21 0.96 0.57 0.34 0.01
CO, %03 0.08 0.08 0.15 0.64 0.59 0.30 0.45 0.68 0.29 0.04
Com 0.03 0.63 0.00 0.29 0.00 0.03 0.01 0.01 0.00 0.34
CO,*xCom 0.70 0.38 0.87 0.56 0.27 0.97 0.53 0.92 0.01 0.74
0;xCom 0.11 0.63 0.28 0.53 0.13 0.43 0.67 0.95 0.13 0.48
CO,x03xCom 0.72 0.17 0.28 0.66 0.13 0.24 0.26 0.48 0.28 0.22

concentrations of Ca (—20.4%), Cu (—16.4%), N
(=7.5%) and S (—16.2%), compared to aspen leaf
litter (Table 2).

Litter nutrient fluxes
Trace gas effects

In 2003, elevated CO, increased litter biomass
production by 34.5% averaged across aspen and
birch-aspen communities (Liu et al. 2005). The
increased litter production resulted in a significant
increase in the fluxes of macro-nutrients to soil: N
(+12.5%), P (+61.0%), S (+28.0%), K (+67.1%), Ca
(+44.0%), and Mg (+40.7%; Table 3). Micro-nutrient
fluxes also increased: Cu (+38.9%), Mn (+62.8%),
and Zn (+33.1%). Because of decreased litter produc-
tion, elevated Oj significantly decreased the fluxes of
N (—22.4%), P (-25.4), S (-23.6%), K (—27.2%), Ca

(—27.6%), Mg (-21.7%), Cu (—20.8%), B (=16.2%)
and Zn (—31.6%; Table 3).

Species effects

Averaged across the CO, and O; treatments, the
birch-aspen community had lower fluxes of Ca
(—23%), S (-19.9%) and Cu (—28.0%), and higher
fluxes of Mn (+92.4%), compared to the aspen
community.

Nutrient dynamics

Macro-nutrients

Trace gas effects. The relative nutrient concentrations
and nutrient proportions exhibited diverse responses

to the elevated CO, and Oj; treatments. Decomposing
litter under the four treatments showed similar N
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Table 3 Mean=SE (n=3) and P values for nutrient inputs (g m 2) to soil through leaf litter produced in the experimental treatments at
the Aspen FACE project (n=3)

Source N P S K Ca Mg B Cu Mn Zn
Aspen
Ambient Mean 342 049 032 090 469 0.78  S5.57E-03 1.97E-03  7.61E-02  5.21E-02
SE 052 0.09 005 017 055 0.15 1.53E-04  3.21E-04  3.15E-02  9.82E-03
+CO, Mean 390 073 041 1.41 7.14 1.04  6.40E-03  2.70E-03 5.25E-02  6.28E-02
SE 065 0.14 006 042 0.64 0.28 1.32E-03 8.19E-04  8.95E-03  7.35E-03
+0; Mean 250  0.31 025 058  3.61 0.53  4.40E-03 1.53E-03  2.58E-02  3.20E-02
SE 046 0.04 005 022 035 0.04 5.00E-04 3.79E-04  4.00E-03  6.49E-03
+CO,+05 Mean 330 052 032 095 533 0.79  527E-03  2.07E-03  3.84E-02  4.64E-02
SE 0.10 0.04 0.02 021 038  0.18  5.86E-04 1.53E-04 1.75E-02 1.13E-02
Birch-Aspen
Ambient Mean  3.11 046 027 077 418 0.74  6.00E-03 1.60E-03 5.68E-02  4.83E-02
SE 048 0.03 0.05 0.06 .12 0.12 1.00E-04  3.46E-04 1.12E-02  5.60E-03
+CO, Mean  3.51 0.66  0.33 146 528 1.17  6.63E-03  2.03E-03 1.38E-01 5.59E-02
SE 037 0.08 0.02 0.17 1.04  0.21 1.34E-03 3.06E-04  3.42E-02 1.28E-02
+0; Mean 223 030 0.19 0.69 256 0.71 4.87E-03 1.20E-03 5.61E-02  2.59E-02
SE 0.06 0.03 0.01 0.13 022 0.02 3.06E-04 1.73E-04  7.77E-03  4.25E-03
+CO,+05 Mean 278  0.60  0.26 1.08 391 0.88  5.87E-03 1.77E-03 1.20E-01 4.49E-02
SE 0.11 0.13 0.03 024 041 0.08  6.51E-04 2.52E-04  3.13E-02  6.04E-03
CO, 0.01 0.00 0.00 001 0.00 0.00 0.08 0.01 0.01 0.00
O3 001 0.00 0.00 004 0.00 0.02 0.04 0.05 0.08 0.00
CO, %05 0.41 0.61 088 038 060 034 0.68 0.64 0.64 0.22
Com 012 0.83  0.01 059 0.00 0.02 022 0.01 0.00 0.27
CO,*xCom 0.73  0.65 0.51 048 020 052 052 0.63 0.00 0.95
0O5;xCom 093 028 074 027 095 021 1.00 0.63 0.23 0.88
CO,;x03xCom 0.84 036 068 059 045 0.07 0.52 0.63 0.17 0.62

dynamics over the 2-year incubation. In all cases N/C
increased through time (Fig. lab). A significant
interaction of Os;xtime (P<0.01) of N proportion
suggests that elevated O; tended to decrease N
mineralization during early decomposition, and
caused accumulation of N at later stages (Fig. 2a,b).
A rapid decrease of P/C was observed during the
early days followed by a gradual increase until the
end of the incubation (Fig. 1c,d). The initial P/C was
higher under elevated CO, and lower under elevated
O3, but this difference disappeared by day 180, which
resulted in significant CO,*time (P<0.01) and O3X%
time interactions (P<0.01; Fig. 1c,d).

Similar to N, sulfur showed alternate release and
accumulation phases (Fig. 2e,f). Elevated CO, and
elevated O; had no effects on S/C or S proportion
(Figs. le,f and 2e,f). Litter from elevated CO, had
lower initial K/C, but converged to a similar level as
ambient CO, by day 180, which resulted in signifi-
cant CO, xtime interaction (P=0.01; Fig. 3a,b). About
70% of the initial K was released from litter during
the first 180 days. Thereafter the proportion of K
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remained unchanged in all treatments (Fig. 4a,b).
Calcium release rates were significantly decreased by
both elevated CO, (P<0.01) and elevated Oz (P=
0.01; Fig. 4c,d). There were overall trends of
increasing Ca/C and decrease Ca proportion with
time. Elevated CO, and Oz had no impact on Mg/C
and Mg proportion.

Species effects. The relative nutrient concentrations
and nutrient proportions also exhibited diverse
responses to species. At the end of incubation, aspen
litter showed 8% net increase in the total amount of
N, while birch-aspen litter showed a 7% net loss of N,
which resulted in a significant community x time
interaction (P<0.01) of N proportion (Fig. 2a,b).
Aspen litter had higher S/C than birch-aspen litter,
and these differences were consistent throughout the
decomposition process (P=0.03; Fig. le,f). The two
communities showed different S release patterns, with
a significant community Xtime interaction (P=0.01)
of S proportion. By the end of the incubation, more S
was retained in aspen litter (96%) than in birch-aspen
litter (82%; Fig. 2e,f). Aspen litter had higher Ca/C
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Fig. 1 Trends in N/C, (a, b)
P/C (¢, d) and S/C (e, f)

Aspen

Aspen + Birch

levels in decomposing 050
aspen and birch/aspen leaf
litter samples from trees
previously treated with ele-
vated CO, and Os at the
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(P<0.01) and lower Mg/C (P<0.01) than birch-aspen
litter across incubation period (Fig. 3c—f). After losing
about 50% of the initial Mg, the proportion of Mg in
aspen litter continued to increase to 67% by the end of
the incubation, while the proportion of Mg in birch-
aspen litter showed little change (Fig. 4e,f), which
resulted in a significant community xtime (P<0.01)
interaction of Mg proportion.

150 300 450 600 750

days

Micro-nutrients

Trace gas effects. As with macro-nutrients, the
relative nutrient concentrations and nutrient propor-
tions of micro-nutrients showed diverse responses to
the atmospheric treatments. Litter from elevated CO,
had lower B/C early in the incubation. This difference
disappeared by day 360 and resulted in a significant
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Fig. 2 Litter N, (a, b) P (c, .
d) and S (e, f) proportion Aspen Aspen + Birch
dynamics over 735 days in
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CO, xtime interaction (P=0.01; Fig. 5a,b). Elevated
CO, significantly reduced the net release of B
compared to the control (P=0.04; Fig. 6a,b). Elevated
CO, and elevated O5 had no significant impact on Cu
dynamics. The proportion of Cu remained unchanged
in the first 540 days, followed by a rapid increase
throughout the rest of the incubation. The proportion
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of Cu increased by 70% by the end of incubation
(Fig. 6¢,d). There was a general trend of increasing
Mn/C with time (Fig. Se,f). The significant CO,X%
community interaction (P=0.03) was due to the fact
that elevated CO, tended to increase Mn/C of birch-
aspen litter but had no impact in aspen litter. The
relative Zn concentration (Zn/C) and proportion
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Fig. 3 Trends in K/C, (a, b)
Ca/C (¢, d) and Mg/C (e, f)

levels in decomposing 012
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aspen and birch/aspen leaf
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showed a rapid increase in the first year and then
decreased. Elevated CO, tended to increase Zn release
rate in birch-aspen litter under elevated Os, but had no
impact in aspen litter, which led to a significant CO, %
community x O3 interaction of Zn proportion (P=0.01;
Fig. 6g,h).

days
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days

Species effects. For all micro-nutrients, aspen litter
had lower B/C, Mn/C, Cu/C and Zn/C levels than
birch-aspen litter during the decomposition period.
Aspen litter showed a slower increase of B/C, Mn/C
and Zn/C with time than that of birch-aspen during
decomposition (Fig. S5a,b, e-h), which resulted in
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significant community x time interactions of B/C (P<
0.01), Mn/C (P<0.01) and Zn/C (P=0.01).

Factor analysis
Principle component factor analysis was used to

group the original variables of relative nutrient
concentration into fewer composite variables. The

@ Springer

days

total variables of the relative nutrient concentration
were allocated into three factors (Table 4). This three-
factor model explained 98.5% of the variation in
nutrient dynamics. Communalities estimate the vari-
ance in each variable explained by this model. The
model explained about 70% of the variance for most
macro-nutrients (N, P, S, K, and Ca) and 52% of the
variance for Mg. The model performance for micro-
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Fig. 6 Litter B, (a, b) Cu,
(¢, d) Mn (e, f) and Zn (g,
h) proportion dynamics over
735 days in decomposing
aspen and birch/aspen litter
under experimental treat-
ments at the Aspen FACE
project (n=3)
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Table 4 Results of principle components analysis (equimax
rotated factor loadings and communalities) of the relative
nutrient concentrations ([nutrient]/[C]) in decomposing leaf
litter from Aspen FACE experiment, Rhinelander, WI

Factorl Factor2 Factor3 Communalities

(64.4%) (31.1%) (3.0%)
N/C 0.90 -0.09 0.42 1.00
S/C 0.86 0.00 0.02 0.74
P/C 0.37 0.75 0.20 0.75
K/C -0.21 0.91 0.26 0.94
Ca/C 0.72 0.23 -0.66 1.00
Mg/C 0.06 0.49 0.53 0.52
Mn/C 0.15 0.05 0.48 0.25
B/C 0.19 0.29 0.42 0.30
Cu/C 0.60 —0.02 0.24 0.42
Zn/C 0.04 -0.28 0.02 0.08

nutrients was less satisfactory, explaining only seven
to 42% of the variance depending on the element.
The first factor, which appears to be an accumu-
lation/immobilization factor dominated by N, S and
Ca, explained 64.4% of total variance. These nutrients
were lost more slowly than C and were retained or
even imported into the litter to meet the requirements
of microorganisms. The second factor, which appears
to be a release/mineralization factor dominated by P,
K and Mg, explained 31.1% of total variance. These
nutrients were lost faster than C, especially during the
initial leaching phase. Finally, the third factor
explained only 3.0% of the total variation, with high
loadings from N, Mg, Mn and B. We limited
interpretation of the third factor, which appears to be
mixed effects of Factor 1 and Factor 2: release
dominating the early incubation and accumulation
dominating later in the incubation for those elements.
Comparing the proportion of the nine elements at the
end of the incubation, a mobility series was suggested as
follows (elements that did not differ significantly in their
proportion are underlined together):
K2P >2mass2Mg=2B>Ca=S=2N2=>Mn=>Cu =>Zn

Discussion

In the current study, we hypothesized that elevated
CO, would have little effect on litter nutrient

concentrations and that nutrient fluxes to soil would
increase due to higher rates of litter production.
Secondly, we hypothesized that elevated O3 would
also have little effect on nutrient concentrations, but
would decrease nutrient fluxes to soil. Our final
hypothesis was that elevated CO, would have little
effect on nutrient release rate, but that elevated Os
would decrease it due the effects of increased
concentrations of condensed tannins and soluble
phenolics on litter decomposition. On balance, our
results support these hypotheses, although initial
concentrations of several elements were affected by
elevated CO, and Os5. Specific release rates of
nutrients from decomposing litter, however, were
little affected by the treatments, causing nutrient
fluxes to soil to be dominated by productivity
responses of the trees.

Initial litter nutrient content and fluxes

We found elevated CO, decreased N, S and B
concentrations, increased K and P concentrations,
and had no effect on the other six elements in aspen
and birch leaf litter. The decrease in N concentration
is commonly observed for leaves exposed to elevated
CO, (Heagle et al. 1993; Fangmeier et al. 1997;
Booker and Maier 2001; Norby et al. 2001; Kasurinen
et al. 2006; Norby and Iversen 2006). Carbohydrate
dilution did not explain N concentration change in the
current study because no carbohydrate accumulation
was observed in leaf litter (Liu et al. 2005). The lower
N concentration under elevated CO, may be due to
low nitrogen demand because the capacity of Rubisco
to fix CO, is enhanced under elevated CO, (Nowak
et al. 2004). Sulfur showed a nearly identical response
to elevated CO, as N, with strong positive correlation
between the two elements (R=0.74, P<0.01). The
lower S concentration may be an indirect effect of
decreased Rubisco and other proteins under elevated
CO, (Wustman et al. 2001; Frehner et al. 1997; Akin
et al. 1995). Concentrations of K and P increased and
a possible factor contributing to this may have been
that leaf surface properties changed under elevated
CO,. Percy et al. (2002) found cuticular wax
production of aspen was stimulated by elevated CO,
at this site, which could change leaf wettability and
reduced cation leaching. This hypothesis is supported
by the study of throughfall nutrient fluxes at Oak
Ridge FACE site by Johnson et al. (2004), which
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Fig. 7 Calculated nutrient inputs to soil (N, P and S) from 2002 to 2004 under the experimental treatments the Aspen FACE project

reported reduced N, P, Ca and Mg concentrations
under elevated CO,.

In this experiment, we found that O; tended to
decrease litter nutrient concentrations (significant for
S, P, Ca, and Zn, and marginally significant for N).
This may have been caused by (1) lower root uptake;
(2) increased translocation; (3) increased leaching; or
(4) other related physiological processes. Rubisco
concentration has been shown to decrease under
elevated O; (Wustman et al. 2001), which could partly
explain the decrease of N and S concentrations. Low
carboxylation efficiency under O; (Karnosky et al.
2003) decreases inorganic P consumption for ATP
synthesis and could result in lower P demand. Calcium
transport is considered to be governed by transpiration
(McLaughlin and Wimmer 1999). Elevated O; has
been shown to decrease transpiration rates (Woo and
Hinckley 2005; Moraes et al. 2004), which may have
contributed to the decreased Ca accumulation in leaf
litter reported here.

Nutrient input from 2002 to 2004 at Aspen FACE site

We estimated the nutrient pool (g/m?) of decomposing
litter by multiplying the remaining biomass (g/m?)
with corresponding nutrient concentration (g/g). Litter
biomass was measured from 2002 to 2004 at Aspen
FACE site (data not shown). Based on nutrient
dynamics and biomass decomposition of the litter
produced in 2003, nutrient pools of the litter produced
in 2002 and 2004 were estimated, assuming litter
produced in different years had the same initial
nutrient concentrations and decomposition rates.
Nutrient inputs from 2002 to 2004 were then calculated
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by summing litter nutrient pools of the 3 years. We
found the accumulation of the nine elements in forest
floor increased through time for all treatments in the
order: +CO,>+CO,+05>control>+0; (Fig. 7).

Concentrations of most nutrients in plant tissue are
constrained to relatively narrow ranges (Taiz and
Zeiger 1998; Chapin et al. 2002). We observed small
changes in litter nutrient concentrations under elevat-
ed CO, and O;. However, the increase in litter
biomass production under elevated CO, and the
decrease under elevated O; resulted in significant
changes in nutrient inputs to the forest floor. Our
findings of reduced nutrient inputs under elevated O3,
and possibly decreased nutrient release rates associ-
ated with higher concentrations of carbon based
secondary compounds (Liu et al. 2005), suggest that
regional increases in tropospheric O3 may slow rates
of nutrient cycling in northern hardwood forests.

Nitrogen limitation

The hypothesis of progressive N limitation (PNL) of
forest productivity in response to elevated CO, is
currently an area of active investigation (Norby and
Iversen 2006; Finzi et al. 2006; Luo et al. 2006;
Johnson 2006). Luo et al. (2004) hypothesized that
limitation by N is mostly due to N allocation to long
lived biomass and soil organic carbon. Studies at the
Aspen FACE project show that elevated CO, has had
no impact on N concentration of wood and fine roots
(Kaakinen et al. 2004; Chapman et al. 2005), and has
caused a sustained increase in stand productivity
(King et al. 2001, 2005b). These results suggest that
the soil N supply is still sufficient to meet the increase
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in productivity, even though more N is being immobi-
lized in plant biomass. Litter decomposition from leaves
and fine roots and soil N availability have not been
significantly altered by elevated CO, (Chapman et al.
2005; Holmes et al. 2006; this study). Combined with
increased N inputs from fine roots (Chapman et al.
2005; King et al. 2005b) and leaf litter (Liu et al.
2005), N incorporated into soil organic C would be
expected increase at our site, in agreement with the
PNL hypothesis. However, greater plant acquisition of
N under elevated CO, may have resulted from greater
soil exploration through increasing root biomass,
surface area, and length (King et al. 1997, 2001,
2005b), or increased carbon allocation to roots and
mycorrhizal fungi (Giardina et al. 2005). Thus we
expect the potential for PNL to occur will be
moderated by native soil N supply and plant and
microbial responses to elevated CO,. At more fertile
sites, soil supply may be sufficient to sustain an
increased demand for N under elevated CO, and
PNL may be delayed or avoided altogether compared
to less favorable sites.

Decomposition and nutrient dynamics

Although aspen and birch are both fast-growing,
early-successional species, they showed different
nutrient dynamics in the current study. This could be
related to different litter decomposition rates of the
two communities. During the 2 years of field
incubation, aspen litter lost 34.5+£1.5 (%) of the
original biomass while birch/aspen litter lost 48+2.3
(%) of the original biomass (data not shown). Because
of the faster biomass loss, birch/aspen litter retained
less N, S, Ca, Mg and B than did aspen by the end of
the incubation.

In terms of nutrient dynamics, the accumulation of N
and S may have been controlled by microbial immobi-
lization. The loss of K and Mg may have been related
more to their chemical characteristics. These elements
are relatively mobile in litter and the abiotic adsorption
of humidified litter has low effect on them (Laskowski
et al. 1995; Kraus et al. 2003). The proportion of P in
litter decreased rapidly during the first 180 days,
followed by a stable stage for the remainder of the
incubation period. This pattern may be because P was
recycled during litter decomposition processes, which
hindered release to the soil solution (Wardle et al.
2004). Heavy metal elements, such as Cu and Zn, can

chelate with humic matter and therefore accumulate in
later decomposition stages (Laskowski et al. 1995).
However, the accumulation may also be due to nutrient
import from other sources, such as transport by soil
microbes, leaching from overlying litter and canopy,
and atmospheric deposition.

It should be kept in mind that our estimates of
decomposition were based on a litterbag study, and
interpretation of results is based on relative compar-
isons between the treatments at Aspen FACE.
Decomposition of litter unconfined in bags may or
may not have differed from that reported here.
Litterbags with 1 mm mesh size were used in our
study, which excluded macro and some meso-fauna
from the litter. Macro fauna have strong effects on
litter decomposition by fragmenting litter, mixing
litter into the soil or grazing soil microorganisms
(Chapin et al. 2002). Excluding macro fauna can
reduce litter mass loss and nutrient release (Tian et al.
1992; Bradford et al. 2002; Koukoura et al. 2003;
Schiadler and Brandl 2005). Elevated CO, and O3 can
alter soil fauna abundance and composition (Loranger
et al. 2004), also affecting litter consumption rates by
soil fauna through changing litter chemistry (Kasurinen
et al. 2007), thereby complicating litterbag-based
efforts to evaluate the potential effects of macro fauna
on nutrient dynamics. Additional research is clearly
needed to better understand how soil fauna influence
nutrient cycles under elevated CO, and Os.

In conclusion, results from our study indicate that
although leaf litter nutrient concentrations did not
show consistent responses to elevated CO,, all nutrient
fluxes to soil, except B, were increased by elevated
CO,. Nutrient concentrations tended to be lower
under elevated Oz;. Combined with lower biomass
production, all nutrient fluxes to soil, except Mn,
were decreased by elevated Os. Elevated CO, and O,
also influenced nutrient release rates, but overall,
microbial requirements and chemical properties of
those elements had much more important effects on
the patterns of nutrient dynamics. The forest floor in
these aggrading stands acted as a nutrient sink for N,
S, Mn, Cu and Zn, but as a source for K, P, Mg, Ca
and B during the first 2 years of decomposition.
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