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Abstract: Tropospheric ozone (Os) is considered one of the most critical air pollutants in many parts
of the world due to its detrimental effects on plants growth. However, the stoichiometric response
of tree species to elevated ozone (O3) is poorly documented. In order to understand the effects of
elevated ozone on the stoichiometry and nutrient pools of Phoebe bournei (Hemsl.) Yang (P. bournei)and
Phoebe zhennan S. Lee et E. N. Wei (P. zhennan), the present study examined the carbon (C), nitrogen
(N), and phosphorous (P) concentrations, stoichiometric ratios, and stocks in foliar, stem, and root for
P. bournei and P. zhennan with three ozone fumigation treatments (Ambient air, 100 ppb and 150 ppb).
The results suggest that elevated ozone significantly increased the N concentrations in individual
tissues for both of P. bournei and P. zhennan. On the contrary, elevated ozone decreased the C:N ratios
in individual tissues for both of P. bournei and P. zhennan because the C concentration remained stable
under the ozone stress. The P concentration, and C:P and N:P ratios in individual tissues for both
P. bournei and P. zhennan did not exhibit consistent variation tendency with elevated ozone. Elevated
ozone sharply reduced the total C, N, and P stocks and altered the pattern of C, N, and P allocation
for both P. bournei and P. zhennan. The present study suggests that tropospheric ozone enrichment
should be considered an important environmental factor on stoichiometry of tree species.
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1. Introduction

Tropospheric ozone (O3) is one of the most important secondary air pollutants in many parts
of the world [1], and its background levels in the Northern Hemisphere have increased by around
2-4.5 times since the pre-industrial age [2]. According to prediction, the O3 concentration of the
Northern Hemisphere will increased by 40%-70%, and the peak value will frequently exceed 100 ppb
in 2100 [3]. Tropospheric O3 has raised global concern due to its detrimental effects on crops,
semi-natural vegetation, and forest trees [4]. A realistic prediction of the effects of global change on the
terrestrial ecosystems in the future, not only requires to consider altered precipitation, temperature,
and carbon dioxide (CO,) concentrations, but also needs to understand the impacts of elevated O3
concentrations [5,6]. O3 is produced in the troposphere by catalytic reactions among nitrogen oxides
(NOx = NO + NO3,), carbon monoxide (CO), methane (CHy4), and non-methane volatile organic
compounds (NMVOCs) in the presence of sunlight [7]. Over the past two decades, China has
experienced rapid economic growth [8]; however, fast-paced industrialization and urbanization
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have produced large quantity of O3 precursors emissions, which have led to a significant increase in
atmospheric O3 concentrations [9].

It was well documented that elevated Oz induced a range of detrimental impacts on tree
species, including visible foliar symptoms, chlorophyll degradation, decreasing stomatal conductance,
depressing photosynthesis, accelerating senescence, and diminishing biomass accumulation [5,10].
Although the molecular mechanisms leading to O3 damage have not been fully elucidated,
physiological studies suggested that depressing photosynthesis was a key factor causing damage [1,10].
Previous studies also investigated the effects of elevated O3 on carbon (C) and nitrogen (N) allocation
in tree species. Many case studies showed that O; stress decreased carbon allocation to roots with
subsequent reductions in root biomass [11]. In contrast, other studies showed that the partitioning
of total N were not different between O3 treatments in tree species [12,13]. However, there is little
information on the effects of elevated O3 on the C, N, and phosphorous (P) stoichiometry in tree
species. The changes in environmental conditions may elicit the variations of stoichiometric ratios
in plants [14], and further influence the growth of plants and nutrient cycles within ecosystems [15].
Therefore, a better understanding of the stoichiometric responses to environmental changes is crucial
for predicting the future biogeochemical cycles in terrestrial ecosystems [16].

Both of Phoebe bournei (Hemsl.) Yang (P. bournei) and Phoebe zhennan S. Lee et F. N. Wei (P. zhennan)
are native tree species in subtropical China. During the past centuries, the natural forest population of
P. bournei and P. zhennan decreased sharply due to the overexploitation; thus, the two species were
listed as national Class 2 protect plants in China [17,18]. The studies on the response of P. bournei
and P. zhennan to Os stress will contribute to building adaptive strategies of threatened tree species to
environmental changes. The objectives of the study reported here are (1) to determine the effects of
elevated O3 on the C, N, and P concentrations and stoichiometric ratios in different tissues of P. bournei
and P. zhennan, and (2) investigate the response of C, N, and P pools in different tissues of P. bournei
and P. zhennan to elevated Os.

2. Materials and Methods

2.1. Site Description

The present study was conducted in the Qianyanzhou experimental station (115°0329.2” E,
26°44’29.1” N) of the Chinese Academy of Sciences, situated on the typical red earth hilly region in
Taihe county, Jiangxi province, China. The average elevation is approximately 100 m, and relative
altitude difference is 20-50 m. This region belongs to the subtropical monsoon climate with an annual
mean temperature of 17.8 °C and annual precipitation of 1471.2 mm. The frost free period is 290 d, and
the annual evaporation is 259.9 mm. About 76% of the total area is covered by evergreen vegetation,
mainly including Pinus massoniana Lamb., Pinus elliottii Engelm., and Cunninghamia lanceolata (Lamb.)
Hook. [19].

2.2. O3 Fumigation Treatment

In April 2014, one-year-old container seedlings of P. bournei and P. zhennan were transplanted to
flower pots (20 cm in diameter and 30 cm in height) with red paddy soil under ambient air conditions.
This type of soil formed under interchange between drying and wetting rice field conditions, and
derived from red soil, which is classified as Ultisols in the Soil Taxonomy System of the USA and
Acrisols and Ferralsols in the FAO legend [19,20]. On 5 June 2014, 15 seedlings of similar height
and basal diameter were selected for each species and randomly assigned to each of nine open-top
chambers (OTCs, octagonal base, 2 m in diameter, and 2.2 m in height.). All OTCs were set in the field
in advance. The seedlings were well watered to avoid drought stress during the experiment.

Before the experiment was conducted, we observed the peak O3 concentrations of ambient air
to be close to 100 ppb in the field of the study site. The plants at the study site have a high potential
of being damaged by elevated O3;. O3 fumigation treatments were set to three levels, including
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ambient air (AA), 100 ppb (Elevated O3 treatments 1, E;—O3), and 150 ppb (Elevated Os treatments 2,
E;—O3), with three replicated OTCs for each treatment. For the two elevated O3 treatments, O3
was generated from pure oxygen by an electric discharge Os generator (CFG-70, Jinan Sankang
Environmental Technology Co., Ltd., Jinan, China) and then mixed with charcoal-filtered ambient air
to achieve the target O3 concentration. O3 concentration in OTCs was regulated by mass flowmeters
(5Y-9312D, Beijing Shengye Technology Development Co, Ltd., Beijing, China) through controlling
oxygen volume. The average air velocity in the OTCs corresponded to approximately two complete
air changes per minute. The O3 concentrations within the OTCs were monitored by an UV absorption
O3 analyzer (Model 49i, Thermo, Waltham, MA, USA). O; fumigation started on 25 June and lasted
until 12 November 2014, with a daily maximum of 8 h (from 9:00 to 17:00), when there was no rain,
thunderstorm, fog, or dew. Table 1 shows the 8 h mean O3 concentration and the accumulated exposure
over a threshold of 40 ppb O3 (AOT40) based on hourly averages [21].

Table 1. 8 h mean O3 concentration and accumulated exposure over a threshold of 40 ppb (AOT 40) for
the three O3 fumigation treatments.

Treatments 8 h Mean O3 Concentration (ppb) AOT40 (ppm-h)
AA 26.92 2.23
Ei-O3 99.66 54.44
E;-O3 147.08 96.23

AA, E;—O3 and E;-O3 denote ambient air, elevated O3 treatments 1, and elevated Os treatments 2, respectively.

2.3. Measurements

Plants were harvested after O3 fumigation experiment. In each OTC, five plants were randomly
collected, and then the foliage, stem and roots were separately sampled. Samples of different seedling
tissues of the two species were oven dried at 70 °C to constant weight for dry biomass determination.
Oven dried samples of different tissues were ground by a laboratory grinder and passed through a fine
screen (0.15 mm) for C, N and P concentrations analyses. Total C concentration was determined by the
potassium dichromate oxidation method in the laboratory [22]. Total N concentration was determined
by automatic azotometer (UK152 Distillation & Titration Unit, Velp Co., Milano, Italy). Total P
concentration was determined by inductively coupled plasma-atomic emission spectrometry (IRIS
Intrepid II XSP, Thermo, Waltham, MA, USA). The C, N and P stocks of different tissues were calculated
by multiplying the tissue biomass and the corresponding C, N and P concentrations, respectively.

2.4. Statistical Analysis

Statistical analysis was performed using the SPSS software package (ver. 17.0; SPSS, Chicago,
IL, USA). Data were first checked for normality using the Shapiro-Wilk test, and for homogeneity
of variance using Levene’s test. As the data met these analysis of variance (ANOVA) assumptions,
the difference among the means of different treatments and variation of different seedling tissues
within the same treatment for each species were respectively examined via one-way ANOVA and
least significant difference (LSD) post-hoc test. A significance level of 0.05 was the basis of statistical
decision. Based on the sum of squares (SS) of three-way ANOVA with species (S), tissues (T), and O3
fumigation treatments (O) as factors, variance partitioning was used to indicate their contribution
to the variance in the C, N, and P concentrations and stoichiometric ratios [23]. The total SS of the
ANOVA was decomposed as: SStotal = SSS + SSt + SSQ + SSS x T+ SSS x O+t SSt « o+t SSS xTxOT SSerror-
The variance contribution of each factor was expressed as percentage of total SS.
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3. Results

3.1. Effects of Elevated O3z on C, N, and P Concentrations and Stoichiometric Ratios

The C concentration of individual tissues in two tree species varied from 468.22 mg-g~! to
558.98 mg-g~ !, and did not differ significantly among the three O3 fumigation treatments (Figure 1a,d).
The C concentrations in foliage were slightly higher than those in stems and roots in two tree species in
all three O3 fumigation treatments; however, the differences were not significant (Figure 1a,d). The N
concentration of individual tissues in two tree species under E,—O3 was much higher than that under
the other two treatments (Figure 1b,e). The N concentrations of different tissues in two tree species were
ranked by foliage > stem > root except for P. bournei under E;-Oj3 treatment (Figure 1b,e). With elevated
O3, the P concentration of the root in both two tree species decreased (Figure 1c,f). In contrast, the
P concentration of the stem in P. zhennan increased with elevated O3, and the P concentration of other
tissues in two tree species did not exhibit an obvious changing trend. The P concentrations of root
in two tree species were much higher than other tissues except for P. zhennan under E;—Oj; treatment
(Figure 1c,f).
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Figure 1. The C, N, and P concentrations of individual tissues of P. zhennan and P. bournei under
different O3 fumigation treatments. Different capital letters indicate a significant difference between
O3 fumigation treatments for the same tree tissues (p < 0.05), and different lower-case letters indicate a
significant difference between different tree tissues within the same O3 fumigation treatments (p < 0.05).

The C:N and C:P ratios across tissues in two tree species ranged from 27.16 and 153.47 to 73.95
and 445.07, respectively (Figure 2a,b,d,e). Elevated Oj significantly increased the N:P ratios in root
of P. zhennan, root, and stem of P. bournei from 4.84, 4.56, and 5.07 to 8.79, 8.21, and 7.00, respectively
(Figure 2¢,f). The N:P ratio in other tissues of the two tree species was relatively stable (Figure 2c,f).

O3 fumigation treatments significantly affected N concentration, P concentration, C:N ratio and
N:P ratio. Species only significantly affected P concentration and N:P ratio (Table 2). Tissues and
O3 fumigation treatments together explained more than 50% the total variance in N concentration,
P concentration, C:N ratio and N:P ratio, and more than 85% in the N concentration and C:N ratio
(Table 2). For P. zhennan, there were significantly positive relationships between the foliage biomass and
C:N ratio and between the stem biomass and C:P ratio (p < 0.05) (Table 3). The root biomass of P. bournei
showed significantly negative correlations with C:P and N:P ratios (p < 0.05) (Table 3). However, the
root biomass of P. zhennan, the foliage and stem biomass of P. bournei, and the total biomass of P. zhennan
and P. bournei did not exhibit significant correlations with any one of stoichiometric ratios (Table 3).
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Figure 2. The C, N, and P stoichiometric ratios of individual tissues of P. zhennan and P. bournei under
different O3 fumigation treatments. Different capital letters indicate a significant difference between
O3 fumigation treatments for the same tree tissues (p < 0.05), and different lower-case letters indicate a
significant difference between different tree tissues within the same O3 fumigation treatments (p < 0.05).

Table 2. Variance contributions of species (P. zhennan and P. bournei), tissues (foliage, stem, and
root), and O3 fumigation treatments (AA, E;-O3, and E»—O3) for C, N, and P concentrations and
stoichiometric ratios.

Percentage of Total Sum of Squares (%)

Objects

S t o s xt S X0 txo sxtxo Error

C 1.99 15.89 * 3.79 0.06 0.03 414 7.25 66.85

N 0.01 77.34 *** 14.62 *** 0.66 1.06 * 1.00 1.14 4.17

P 1.90 * 47 42 *** 5.39 ** 10.32 *** 0.97 20.22 *** 1.67 12.11
C:N 0.12 73.68 *** 12.16 *** 0.13 0.75 2.70 0.41 10.05
C:P 1.72 47.04 *** 2.44 17.04 *** 1.35 13.28 *** 0.62 16.51
N:P 3.17 * 32.67 *** 18.09 *** 11.88 *** 2.51 14.95 *** 0.03 16.70

s, t, and o denote species, tissues, and O3 fumigation treatments, respectively. * Significances are indicated at
p < 0.05. ** Significances are indicated at p < 0.01. *** Significances are indicated at p < 0.001.

Table 3. Results of correlation analysis between different tissues biomass accumulation and corresponding
stoichiometric ratio in two tree species among different O3 fumigation treatments.

Tree Species Tissues Biomass C:N C:P N:P
foliage biomass 0.722 % NS NS
P 2h stem biomass NS 0.685 * NS
- Zhennan root biomass NS NS NS
total biomass NS NS NS
foliage biomass NS NS NS
Pb . stem biomass NS NS NS

- vournet root biomass NS 770 * —798 **
total biomass NS NS NS

The results were calculated by log10-transformed data. * Significances are indicated at p < 0.05, while NS means
the correlation is insignificant (p > 0.05).
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3.2. Response of C, N, and P Pools to Elevated O3

The biomass C, N, and P stocks of individual P. zhennan tissues continuously decreased with
elevated O3 except for the stem N (Figure 3a—). The average total biomass C, N, and P stocks of
P. zhennan decreased from 15.61 g-tree™!, 368.21 mg-tree ™!, and 58.27 mg-tree ! in AA treatment to
7.64 g-tree™!, 206.64 mg-tree !, and 27.11 mg-tree ! in Ep-Oj treatment, respectively (Figure 3a—c).
As for P. bournei, the C and P stocks in total and root biomass decreased with elevated Os; for other
tissues, C, N, and P stock did not show an obvious tendency (Figure 3d—f). The contribution of foliage C
to total C of P. zhennan decreased from 34.78% in AA treatment to 28.66% in E,—Oj treatment, while the
contribution of stem C increased from 40.49% to 44.54% (Figure 3a). With elevated O3, the contribution
of root C of P. zhennan firstly increased from 24.73% to 26.82%, and then remained relatively stable
(Figure 3a). The contribution of root and stem N to total N of P. zhennan continuously increased
with elevated O3, while the contribution of foliage N decreased from 43.37% to 36.60% (Figure 3b).
The contribution of stem P to total P of P. zhennan increased from 26.31% to 36.45% with elevated O3;
however, the contribution of root and foliage P did not show a stable variation tendency (Figure 3c).
As for P. bournei, the contributions of root C, N, and P respectively decreased from 22.07%, 23.28%,
and 34.90% to 15.31%, 19.05%, and 17.92% with elevated O3 (Figure 3d—f). The contributions of C, N,
and P of stem firstly increased and then decreased, whereas the contribution of C, N, and P of foliage
showed inverse variation with elevated O3 (Figure 3d—f).
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Figure 3. The C, N, and P stocks of individual tissues of P. zhennan and P. bournei under different O3
fumigation treatments. Different capital letters indicate a significant difference between O3 fumigation
treatments for the same total biomass nutrient stocks (p < 0.05).

4. Discussion

Many studies have reported that the plant N and P concentrations are affected by many factors,
such as soil fertility, temperature, precipitation, developmental stage, and herbivores [24,25]. In the
present study, we found that elevated O3 altered the N and P concentrations for P. zhennan and
P. bournei but did not exert significant impact on C concentration. The N concentration of different
tissues in P. zhennan and P. bournei increased with elevated O3, which was similar to the results reported
for Fagus crenata Blume [26] and Pinus ponderosa Laws [27]. This may be because the reallocation N
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from premature abscised leaves to the tree living tissue under Os stress. Increasing N concentration
may be an adaptive strategy for these plants and can enhance the defense capability against O stress.
High N concentrations may mitigate the damage caused by O3 stress for P. bournei and P. zhennan
seedlings. However, there is some controversy regarding species-specific response to elevated O3 [28].
The present study found that the N and P concentrations of root and foliage were higher than those in
stem in all three O3 treatments for P. zhennan. In contrast, the P concentration of foliage was similar
to that of stem for P. bournei, indicating that there are also differences in the response to elevated
O3 for these two species, though they belong to the same plant genus. A previous study suggested
species-specific response to the O3 stress was caused by differences in genotype [29]. Hence, the future
composition and productivity of forests community may be changed by Os stress. With elevated O3,
the P concentration of root in P. zhennan and P. bournei decreased, whereas that of stem and foliage
increased or remain stable. This result indicates that the root may perform a buffering function for P
during the seedling growth stage of these two tree species under environmental stress.

N:P ratios of individual tissues in all three O3 fumigation treatments for P. zhennan and P. bournei
were lower than the critical value (<14), indicating that N was a limitation factor for seedling growth
in the present study [30]. The growth rate hypothesis (GRH) argues that low biomass C:P and N:P
ratio are associated with fast growth rate, since fast-growing organisms need relatively more P-rich
RNA to support rapid rates of protein synthesis [31,32]. This hypothesis was widely verified in the
studies on zooplankton, arthropods, and bacteria; however, the research conclusions on the terrestrial
plants are not consistent [33]. Previous studies have suggested the GRH may not hold for plants when
P is not limiting [34]. The present study found that only the root biomass accumulation of P. bournei
had a significantly negative relationship with C:P and N:P ratios under O3 stress. P levels offer a
crude gauge of the “machinery” driving plant growth [35]. Decreasing root C:P and N:P ratios may
inhibit nutrient and water uptake, and accelerate plant senescence. In the present study, the changing
tendencies of C:N and C:P ratios with elevated O3 (Figure 2a,b,d,e) were both opposite to that of the
N and P concentrations in two tree species (Figure 1b,ce, f). We observed that elevated O3 decreased
the C:N ratio of individual tissues in P. zhennan and P. bournei. Due to the strong negative correlation
between the C:N ratio in litter and the rate of litter mass loss [36], tropospheric O3 enhancement may
increase the litter decomposition rate and accelerate the nutrient cycle in terrestrial ecosystem.

In the present study, the biomass C, N, and P stocks of P. zhennan and P. bournei sharply decreased
under the E;-Oj treatments compared to those under the AA treatment. In contrast, there was
no significant difference between the two elevated O3 treatments. This result indicates that about
50 ppm-h (AOT40) sharply reduced the C, N, and P stocks for P. zhennan and P. bournei. In the similar
regions, a previous study found that visible injury of two deciduous tree species (Liriodendron chinense
(Hemsl.) Sarg. and Liquidambar formosana Hance) was first observed at AOT40 of about 10 ppm-h [10],
which was higher than the critical level (5 ppm-h) for European forests [37]. Therefore, the broadleaf
tree species may be less sensitive to the O3 in subtropical China compared to the European forests.
Most previous studies found that seedlings were more sensitive to the Oj stress than adult trees;
however, adult trees would present a similar symptom under the chronically elevated Os level [38].
Fowler et al. [39] predicted that half of the world’s forests will be at risk of O3 damage and reduced
productivity by 2100. As for P. bournei, elevated O3 continuously decreased the C, N, and P allocation
to root, which is similar to the results of previous studies [11]. In contrast, the C and N contributions of
P. zhennan roots slightly increased under Oj stress. These results indicate that the variations of element
allocation may also be species-specific with elevated Os. Increasing the aboveground proportion of
nutrients may be conducive to enhancing antioxidant level for plants under O3 stress. During the
experiment, both of the total biomass C of P. zhennan and P. bournei decreased by more than 50%
with elevated O3z, which were much more than the average value of 7.7% for Chinese forests [40],
indicating that tropospheric high O3 concentration may significantly reduce the seedling tree growth
and drastically decrease forest C sequestration in subtropical regions. The total biomass N of both
P. zhennan and P. bournei reduced to a lesser extent, because elevated O3 increased the N concentration
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of individual tissues for the two tree species. In the context of climate change, elevated CO; could
increase the forest biomass accumulation and net CO, assimilation [41]; however, tropospheric O3
enhancement may offset these positive effects because atmospheric CO; and O3 concentrations increase
concomitantly [42].

5. Conclusions

It is suggested that elevated O3 is an important influencing factor on plant stoichiometry in
subtropical regions. In the future, chronically elevated O3 concentration may profoundly impact
the nutrient cycle of terrestrial ecosystems in some particular regions. The present study found that
high O3 concentration significantly increased the N concentration in different tissues for P. zhennan
and P. bournei. In contrast, high O3 concentration had no significant effects on the C concentration
in different tissues and thus significantly decreased C:N ratio in different tissues for the two species.
The response of P concentration, C:P, and N:P ratio to elevated O3 was species-specific. For both
P. bournei and P. zhennan, the relationship between the total biomass accumulation and stoichiometric
ratio did not accord with the GRH under Oj stress. Elevated O3 significantly decreased the C, N, and
P stocks. The variations of C, N, and P allocation in P. zhennan and P. bournei with elevated O3 were
not consistent. The information provided by the present study will improve our understanding of
the effects of elevated O3 on plants and can be used for seedling tree protection practice. Due to the
limitation in the experiment period and tree growth stage, the stoichiometric response of these two
species to elevated O3 remains to be further verified with an extended experiment or on adult trees.
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