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ARTICLE INFO ABSTRACT

Excessive nitrogen (N) input and warming affect litter decomposition and nutrient dynamics, especially in
coastal areas. Understanding how mangrove litter decomposition responds to both excessive N input and
warming is essential for estimating coastal carbon (C) and N cycling in the context of global change. In this
study, we measured litter quality before and during the decomposition process of two mangrove
species—Avicennia marina, a pioneer species, and Bruguiera gymnorrhiza, a late successional species—in a con-
trolled experiment under treatments of N addition and warming. These two species dominate mangroves in
southern China. Mass loss, C and N contents, and isotope values were measured over time as litter decomposed.
N addition significantly increased the dry mass loss rates of B. gymnorrhiza litter by 52%, and warming sig-
nificantly enhanced the dry mass loss of both A. marina and B. gymnorrhiza litter by 43% and 112%, respectively.
N loss rate was not affected by the treatments but differed between the two mangrove species. There were no
discernible changes in litter §'>C or 8'°N throughout the decomposition process under N addition or warming,
but the litter §'°N content was higher for A. marina than for B. gymnorrhiza, which indicated feedback between
decomposers and litter chemistry. These results highlight that the litter decomposition rates of both mangrove
species respond positively to regional N loading or global warming. The litter decomposition rate differed sig-
nificantly between mangrove species because of differences in litter N content, C/N ratio and associated mi-
croorganisms.
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1. Introduction

Mangrove litter decomposition is a key process that regulates en-
ergy conversion and nutrient cycling in the ecosystems, thereby influ-
encing the net ecosystem carbon (C) storage and blue carbon sinks of
tropical and subtropical coastal areas (Alongi, 2014; Sukardjo et al.,
2013; Wafar et al., 1997). These areas are being affected by regional
excessive nitrogen (N) loading due to aquatic eutrophication (Jordan
et al,, 2011) and by global warming due to the accumulation of
greenhouse gases in the atmosphere. Many experiments have examined
the independent effects of these regional and global environmental
changes on litter decomposition (Alongi, 2015; Knorr et al., 2005), but
surprisingly, the combined effects of these changes on mangrove litter
decomposition dynamics have not been examined. Thus, it is important

to explore the combined effects of regional and global environmental
changes on mangrove litter decomposition processes.

In general, litter decomposition can be affected by many factors
including environment (e.g. temperature, moisture, and soil pH), nu-
trients availability and activities of decomposers in the soil (Chapin
et al., 2002). On the other hand, litter quantity such as initial lignin
content, initial N content and the ratios of initial lignin/N and C/N can
also has impact on litter decomposition dynamics (Aber and Melillo,
1982; Melillo et al., 1982; Parton et al., 1987; Taylor et al., 1989).
Initial C content (e.g., cellulose) and lignin content mainly control the
litter decomposition rate. Cellulose, which contains 20-30% of the in-
itial C content, is the most abundant biopolymer in plants and de-
termines the early phase of decomposition (Berg and Laskowski, 2006).
Lignin is one of the most difficult components of plant tissue to
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Fig. 1. Changes in water depth in the experimental mesocosms over time (a) and a cross-sectional view of the mesocosms (b) used in this study.

decompose and higher temperatures can lead to higher lignin contents
in litters (Liu et al., 2017; Melillo et al., 1982).

The long-term effects of global warming due to rising atmospheric
greenhouse gas concentrations will change the C/N ratios in leaves
because of the CO, fertilization effect (Tu et al., 2014), subsequently
complicating the decomposition processes (Fang et al., 2007). More-
over, N inputs to estuaries and coastal wetlands are much higher than
those to terrestrial forests because of water eutrophication (Wu et al.,
2014), which may have significant influences on the litter quality and
decomposition rate of mangrove litters. Many experiments have de-
monstrated that the relationship between exogenous N addition and
litter decomposition varies greatly (Aber et al., 1998; Hobbie, 2005),
with studies reporting positive effects (Downs et al., 1996; Hobbie and
Vitousek, 2000), negative effects (Carreiro et al., 2000; Hobbie, 2008;
Hobbie et al., 2012; Magill and Aber, 1998), and no effects (Hobbie and
Vitousek, 2000; Prescott, 1995; Vitousek, 1998). In addition to having
impact on litter quality, long-term warming and N addition will greatly
change the soil microbial community structure (Hu et al., 2001) and
soil microbial activities (Chauvet and Suberkropp, 1998; Dang et al.,
2009; Martinez et al., 2014), thereby changing the priming effect
during the decomposition process and the decomposition rate of litter
leaves (German et al., 2011).

Plant functional traits that are tightly coupled to litter quality (e.g.,
initial C and N contents, the C/N ratio, and lignin content) vary greatly
among different species (Chen et al., 2014; Szefer et al., 2017), so they
determine the decomposability of organic matter and the availability of
nutrients to decomposers (Berg and McClaugherty, 2014). Although
previous decomposition experiments have investigated the differential
responses of litter to environmental factors among terrestrial plant
species (Chen et al., 2014; Szefer et al., 2017), no decomposition study
has evaluated the influence of plant species variation on litter decom-
position dynamics in mangrove forests. Unlike other types of terrestrial
ecosystems, mangrove forests are often submerged and exposed under
periodic tides. Frequent drying and wetting cycles induced by tides in
mangrove forests could have a profound impact on litter decomposition
processes, with the potential to influence nutrient cycling and blue
carbon sinks in mangrove forests (Friesen et al., 2018; Holmer and
Olsen, 2002; Reef et al., 2010). Moreover, plant species in different
succession stages usually tend to have different growth rate and leaf
renewal rate (Bazzaz, 1979; Kazakou et al., 2006; Navas et al., 2003),
which means that the litter quality of different species will differ
strongly and should be estimated for different species in order to ex-
actly understand the litter decomposition processes of mangrove for-
ests. Thus, variation in litter quality associated with species succession
may determine the rate of mangrove litter decomposition and its re-
sponses to environmental changes at regional and global scales.

We conducted a mesocosm experiments that manipulated atmo-
sphere warming (+ 3 °C) and N loading (25 mg N L™!) in a constructed
ecosystem planted with the seedlings of Avicennia marina, a pioneering
mangrove species and Bruguiera gymnorrhiza, a late succession
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mangrove species in the subtropical coastal regions of China. The goals
of this study were to examine the combined effects of simulated N
addition and warming on the litter decomposition of the two mangrove
species and to test whether the responses of litter decomposition to
these treatments differ between the two successional species.

2. Materials and methods
2.1. Experimental design

Our decomposition experiment was implemented in a mesocosm-
scale ecosystem in a greenhouse at the Graduate School at Shenzhen,
Tsinghua University, China (22°59’N, 113°97’E). The mesocosm ex-
periment was designed to evaluate the effects of excessive nitrogen (N)
input (229 g NH,4Cl and 91 g NaNO3 were added to one reservoir with
3000 L seawater to make a concentration of 20mgL~! NH,* and
5mgL~! NO;~, respectively, which represents the highest N levels in
mangrove water influenced by aquaculture waste water discharge in
this region, see Wu et al., 2014) and warming (3 °C warming, expected
the median temperature rise by 2100 over 186-2005 due to anthro-
pogenic CO, emission, see IPCC, 2014) on mangrove ecosystems. Six-
teen cement pools (2.4 X 1.1 x 0.5m) were planted with one-year-old
seedlings of two mangrove species: Avicennia marina, a pioneer species,
and Bruguiera gymnorrhiza, a late successional species.

The seedlings were divided into four treatment groups (four re-
plicates for each treatment): (1) ambient control (CK, no warming and
no N addition), (2) N addition (+N), (3) warming (+W) and (4) N
addition plus warming (WN). The tidal circulation of the simulated
mangrove ecosystem was controlled by a water supply system on a
timer that was connected to two seawater reservoirs
(7.5 X 1.0 X 0.7 m each, one with N addition and the other without).
The tide was set to occur at 14:00 and lasted until 20:00 (local time)
each day (Fig. 1).

Approximately 18 months after establishing the above treatments
(March 2015 to September 2016), fresh leaf litters of A. marina and B.
gymnorrhiza were collected from each treatment pool, washed with
deionized water and oven-dried at 60 °C before being placed into nylon
litterbags. Though the oven-dried method may change litter structure
and lead to metamorphic changes in chemical composition such as
protein. However, the not very high temperature (60 °C) used here may
reduce this effect and the change in litter structure can be negligible.
Approximately 1-2 g of A. marina litter and 3 g of B. gymnorrhiza litter
were placed into separate nylon litterbags (10 X 20 cm, with a mesh
size of 1 mm?), and 6 nylon litterbags per species were placed in each
pool. The opening of each litterbag was sealed with 6 Monel staples
(Genuine Arrow T50 staples made of rust-resistant Monel; designed and
assembled in the USA), and the litterbags were then fixed to the soil
surface with bamboo sticks at each corner to prevent them from being
washed away by the artificial tides. On days 0, 7, 14, 28, 56, 84 and 168
during the decomposition process, we collected 1 litterbag per species
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from each treatment pool at each time point. Prior to analysis, the
samples were rinsed with distilled water to remove adhered soil and
oven-dried at 60 °C.

2.2. Measurements of litter quality

The dry mass weight, total C and N contents (TC and TN), C and N
isotope ratios (8'3C and 8'°N) and lignin content of the litter samples
were measured. The 8'3C and 8'°N values were expressed using the
delta notation, ie., §'°C and 8"°N: 8 (%0) = (Reamptes - Rstandard)/
Ritandara X 1000, where Rsgmples and Riwandara Tepresent the '*C/'2C or
15N/1N ratios of the samples and the standard, respectively. The 8'3C
values were determined in parts per thousand (%o) relative to the in-
ternational standards of Pee Dee Belemnite (PDB), and the §!°N values
were presented relative to atmospheric N (Ny-atm). After the dry mass
weight measurements, all of the samples were ground with a ball mill to
pass through a #80-mesh screen prior to analysis. TC and TN were
measured using a Macro cube Elemental Analyzer (Elementar, Inc.,
Italy). 8'3C and 8'°N were measured with a Delta V Advantage isotope
ratio mass spectrometer coupled with a Flash HT 2000 Elemental
Analyzer (Thermo Fisher Scientific Inc., USA). The lignin content was
determined using the acetyl bromide method (Chang et al., 2008). The
key properties of the litter collected after approximately 18 months of
treatment and then used in the decomposition experiment are described
in Table 1.

2.3. Statistical analyses

The decomposition rates of the leaf litters were determined using
the negative exponential function (Olson, 1963) given by M = a e"“,
where M represents the fraction of the remaining dry mass at time t (%),
k represents the decomposition constant, t represents the time since the
beginning of the experiment (days), and a is the constant for the
function fitting. This model relies on two assumptions: k is constant and
characterizes the dry mass loss during decomposition, and the relative
rate of decomposition is constant.

Litter quality were calculated and presented as the mean
standard error (SE) of the four replicates. The differences in both leaf
litter quality and decomposition rate between both species and treat-
ment were assessed by analysis of variance (ANOVA). When sig-
nificance was observed at P < 0.05, the least significant difference
(Duncan) test was used. All statistical analyses were conducted using R
version 3.4.0 (R Foundation for Statistical Computing, Vienna, Austria).

+

3. Results
3.1. Initial A. marina and B. gymnorrhiza litter quality

Except that the WN treatment significantly decreased the N content
and thus increased the C/N ratio of the litter of B. gymnorrhiza, the N
addition or warming treatments did not have significant effects on the

litter quality of either mangrove species after 18 months of treatments.

Table 1
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The N content of the pioneer mangrove species A. marina was sig-
nificantly higher than that of the late successional species B. gymnor-
rhiza (P < 0.001, Table 1), and the C/N ratio of A. marina litter was
significantly lower than that of B. gymnorrhiza litter (P < 0.01). Lignin
content in the litter did not differ between before and after the N ad-
dition and warming treatments (P > 0.05).

3.2. Mass loss and dynamics of C and N

As reported in other litter decomposition studies, mass loss during
mangrove litter decomposition could be divided into two phases
(Fig. 2): an early phase involving a rapid loss of easily degradable
compounds and a late phase involving a slow loss of recalcitrant ma-
terials (Berg and McClaugherty, 2014). The dry mass and C loss pat-
terns, which were expressed as percentages of the initial total amounts,
were similar for both species treated with warming and N addition. The
litter in all treatments rapidly degraded during the first 28 days and
then exhibited slower and steadier decreases over the remaining period
of the decomposition experiment. The litter decomposition patterns of
the two mangrove species were well described using a simple negative
exponential equation and fitted parameters (Olson, 1963) plus other
related parameters as shown in Table 2. The litter decomposition of
each mangrove species showed different responses among the N addi-
tion and warming treatments (Fig. 2a and b; Table 2). According to the
decay constant (Table 2), the litter of A. marina seedlings decomposed
faster under the warming treatment than under the CK treatment
(P = 0.02), but this was not the case for the litter of A. marina seedlings
under the N addition treatment in comparison with the CK treatment
(P = 0.07). Regarding the litter of B. gymnorrhiza, N addition and
warming each significantly enhanced the mass loss rate during de-
composition (P < 0.001 and P = 0.02, respectively). At the end of the
study period, warming had increased the decomposition rate of A.
marina and B. gymnorrhiza by 43% and 112%, respectively, whereas N
addition had increased the decomposition rate of B. gymnorrhiza by
52%.

Similar results were observed for the litter C loss rate during the
decomposition process (Fig. 2¢ and d; Table 2), which was rapidly re-
duced in the initial stage of decomposition. The litter C content of each
species did not significantly differ among the four treatments (Table 1).
After 168 days of decomposition of A. marina, the TC in the control and
treatment groups had decreased to 32% (CK), 42% (+N), 38% (+W),
and 40% (WN) of the initial values. After 168 days of decomposition of
B. gymnorrhiza, the TC in the control and treatment groups had de-
creased to 43% (CK), 40% (+N), 43% (+W), and 46% (WN) of the
initial values. Although the TC of A. marina was higher than that of B.
gymnorrhiza, its loss rate during decomposition was higher than that of
B. gymnorrhiza (P < 0.01). The N loss patterns during litter decom-
position exhibited similar trends among the four treatments (all
P > 0.05), but differences were observed between A. marina and B.
gymnorrhiza (Fig. 2e and f). The TN in the litter of A. marina decreased
rapidly (by more than 60%) during the first 3 weeks of decomposition
and remained stable and low (approximately 40% of the initial level)

The effects of N addition and warming treatments on select parameters of leaf litter from the seedlings of two mangrove species growing for more than 18 months
under four different treatments. Different superscript letters indicate significant differences between two treatments at P < 0.05 level.

Species Treatment TC (g kg’l) TN (g kg’l) C/N Lignin (%)

A. marina CK 470.04 * 23.17% 23.34 + 1.81° 20.56 + 2.19° 41.76 + 0.73%
+N 499.22 + 17.13% 26.10 = 0.90° 19.22 + 1.05% 40.87 + 1.03°
+W 481.69 * 30.79% 25.20 + 0.98" 19.17 = 1.23* 41.11 + 0.92°
WN 445.32 * 7.36% 26.32 + 1.79°% 17.16 = 1.21* 41.32 * 1.18°

B. gymnorrhiza CK 328.45 * 49.017 14.59 = 0.66" 22.65 + 3.65" 38.38 + 0.40°
+N 405.52 + 21.14* 15.62 + 1.24* 26.20 + 1.28° 38.79 + 0.85"
+W 408.27 + 12.19% 12.25 + 1.38% 34.86 + 4.71%° 40.19 + 1.99°
WN 421.86 * 5.40% 9.89 + 0.87° 43.80 + 4.46° 40.20 * 0.65%
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Fig. 2. The remaining percentages of dry mass; C, N and lignin contents and the C and N isotope ratios of litter from A. marina and B. gymnorrhiza under four different
N addition and warming treatments.
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Table 2
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The effects of N loading and warming on select parameters related to the litter decomposition processes of A. marina and B. gymnorrhiza. Different superscript letters

indicate significant differences between two treatments at P < 0.05 level.

Species Treatment Dry mass loss C loss N loss rate Lignin loss A83C A8'°N

decay constant decay constant 1 to 3rd week decay constant 7" to 24th week in 24 weeks
(per day) (per day) (%) (per day) (%o0) (%0)

A. marina CK 0.0035 =+ 0.0006" 0.0063 =+ 0.0009" 47.92 = 3.167 0.0025 * 0.0003" —1.34 = 0.46% 0.38 + 0.23°
+N 0.0048 * 0.0010?° 0.0053 + 0.0001? 47.60 = 4.89° 0.0030 * 0.0007% —0.45 = 0.15% 0.88 + 0.22°
+W 0.0050 * 0.0001° 0.0065 + 0.0003* 56.69 + 1.64% 0.0035 + 0.0003* -1.16 *= 0.22% 0.14 + 0.37°
WN 0.0038 * 0.0005% 0.0048 = 0.0003" 54.64 = 3.12° 0.0023 = 0.0003" —0.88 = 0.18% 2.38 + 0.81°

B. gymnorrhiza CK 0.0025 + 0.0006" 0.0027 + 0.0002* 26.01 + 5.69% 0.0025 + 0.0004" -0.49 = 0.19* -0.82 = 0.71*
+N 0.0038 + 0.0005" 0.0050 * 0.0005" 22,97 * 6.13% 0.0033 =+ 0.0006% -0.24 *+ 0.26% -1.27 = 0.68*
+W 0.0053 = 0.0010° 0.0055 + 0.0005" 36.05 * 8.45% 0.0038 = 0.0005" -0.67 = 0.41* -1.36 = 0.89%
WN 0.0043 * 0.0005" 0.0043 = 0.0003*® 28.95 + 4.41° 0.0030 * 0.0004" -0.51 = 0.26* 0.82 + 0.61°

thereafter. However, the TN in the litter of B. gymnorrhiza significantly
decreased (to approximately 20-40%) only during the first week of
decomposition and remained at a high level thereafter (60-80% of the
initial level).

3.3. Dynamics of §"°N and §'°C

The 8'°N values of A. marina exhibited depletion characteristics
prior to 28 days and were approximately 1%o more negative than the
values in the initial phase. After day 28, the change patterns of A.
marina 8"°N varied among the four groups: The §'°N value in the CK
group first increased and then decreased, the 8'°N value in the +N
group increased slightly, and the 8'°N values in the +W and WN
groups did not change significantly. The 8'°N values of B. gymnorrhiza
were alternately enriched and depleted, although the fluctuation pat-
tern under N addition was opposite that of the other three groups.
When considering the entire decomposition process, the changes in
8'°N values were not significant (except under WN treatment in the
litter of A. marina) (Table 2). We found that the 8§'°N values of the A.
marina litter were significantly higher than those of the B. gymnorrhiza
litter (Fig. 2g and h). The 8'3C values ranged from —29.66 to
—26.89%0 for A. marina and from —30.26 to —26.43%o for B. gym-
norrhiza in the control and treatment groups. However, neither N ad-
dition nor warming altered the litter §'>C patterns (Fig. 2k and I).

3.4. Dynamics of lignin content

The lignin content increased with time and showed a similar pattern
of change across treatments, with significant increases for both species
observed in the first 28 days (P < 0.01) and the content approaching
largely stable values in the following three months (Fig. 2i and j).
Warming led to higher lignin content in A. marina but lower lignin
content in B. gymnorrhiza. No significant differences were observed in
the litter lignin decay constant among the four treatments or between
the two mangrove species (Table 2).

4. Discussion

Our study found that the initial litter N content and C/N ratio of
both species were not significantly changed under continuous warming
and N addition (Table 1). These findings are consistent with previous
studies (Breeuwer et al., 2008; Siegenthaler et al., 2010) in which
plants were found to respond to N addition by improving biomass
growth while showing no pronounced changes in C or N content. The
initial N content of leaves grown in an environment with high N
availability may be diluted by additional biomass growth. We found
significant changes in the N content and C/N ratio of B. gymnorrhiza in
the WN group, possibly due to enhancement of the dilution effect
caused by N addition by the increase of air temperature.

The lack of clear responses in the litter decomposition rate to N
addition in A. marina was likely due to the high N content of the litter
(Table 2). A. marina typically has higher contents of leaf nutrient than
does B. gymnorrhiza; accordingly, we observed a much higher N content
and a lower C/N ratio in A. marina than in B. gymnorrhiza under all of
the N addition and warming treatments. These findings can be attrib-
uted to differences in plant physiology and chemical composition be-
tween the two successional species. Compared with the late species B.
gymnorrhiza, the pioneer species A. marina tends to have lower tannin
contents that are poor in N because they grow in lower tidal zones with
longer inundation period (Wang et al., 2013). In addition, litter with a
higher N content not only decomposes faster than that with a lower
content but also exhibits a higher abundance of leaf-colonizing mi-
crobes (Nordhaus et al., 2017). Leaf-colonizing microbes tend to pre-
ferentially decompose A. marina litter because of its higher N content
and lower C/N ratio. Thus, the litter decomposition of A. marina is not
sensitive to N addition. However, compared with that of A. marina, the
litter of B. gymnorrhiza contains less N and has a higher C/N ratio,
leading to a higher responsiveness to N addition.

Previous studies have reported that there was a tight link between
litter decomposition rate and initial litter quality parameters, with
patterns of more rapid decomposition associated with high N content,
low initial lignin content and low initial lignin/initial N ratios (Melillo
et al., 1984; Robertson et al., 1992; Twilley, 1986). However, our study
showed a negative relationship between initial lignin content and the
final remaining dry mass of A. marina, which indicates that a higher
initial lignin content in A. marina litter corresponds to a faster de-
composition rate (Fig. 3). Recent studies have shown that the decom-
position rate of lignin in soil can be equal to or faster than that of other
organic compounds. This pattern is observed because lignin content is
usually determined by the acid-unhydrolyzable residue, also called
Klason lignin, which contains aliphatic structures that are difficult to
decompose (Hilli et al., 2012; Preston et al., 2009). The acetyl bromide
method used in this study can fully exploit the lignin absorption effect
of the spectrum to eliminate acid deficiency, which can decrease the
loss of lignin and the inclusion of aliphatic structures, thereby im-
proving the quality and quantity of lignin used in the following ana-
lysis. In our study, warming enhanced the decomposition of the lignin-
derived compounds of A. marina but not B. gymnorrhiza (Fig. 2i and j).
Notably, lignin can only be degraded by a few fungi groups (Neff et al.,
2002). This positive effect of warming might have been due to the
stimulation of fungal activity by the increased temperature (Feng et al.,
2008). In addition, at high temperatures, fungi groups tend to pre-
ferentially target litters with high N contents. Such a significant asso-
ciation was only observed in A. marina. Another negative relationship
was observed between initial C/N ratio and final remaining dry mass of
B. gymnorrhiza, which indicated that high C/N ratios led to high de-
composition rates. A previous study analyzed a data set of 2800 ob-
servations and found that the C-use efficiency of decomposers tended to
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Fig. 3. Relationships between the initial leaf quality and their remaining dry mass: (1) black filled circles indicate ambient control (CK), (2) green filled circles
indicate N addition (+N), (3) red downward triangles indicate warming (+W), and (4) blue upward triangles indicate N addition and warming (WN). (For
interpretation of the references to colour in this figure legend, the reader is referred to the Web version of this article.)

decrease with increasing substrate C/N ratio. Low efficiency leads to a
high heterotrophic respiration rate per unit mass of litter, which yields
high decomposition rates (Manzoni et al., 2008). The initial C/N ratio
of B. gymnorrhiza was much higher than that of A. marina, suggesting
the potential existence of these relationships in B. gymnorrhiza but not
A. marina. Litter that contains more N (or has a lower C/N ratio), such
as that of A. marina, tends to exhibit net mineralization, whereas litter
that contains less N (or has a higher C/N ratio), such as that of B.
gymnorrhiza, demonstrates net immobilization (Alongi et al., 2013).
Thus, A. marina exhibited a net nitrogen loss, possibly because N was
mineralized and released into the sediment, which resulted in a faster
decrease in the remaining N content, whereas B. gymnorrhiza showed
mineralization and immobilization, leading to slower N loss.

No clear relationship was observed between litter quality and §'3C
or 8'°N value in our study (Table 3). In A. marina, the C content ac-
counted for 43.0% of the 8'3C value in the CK group but only 29.6% of
this value in the +W group. In B. gymnorrhiza, the remaining C ac-
counted for 24.4% of the 8'>C value in the CK group, and the C/N ratio
accounted for 23.4% of the 8'3C value in the +W group. The C content
accounted for 20.1% of the §'°N value in the CK group and 32.7% of the
815N value in the +N group in A. marina. The C/N ratio accounted for
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31.1% and 40.3% of the 8'°N value in the +W and WN groups of A.
marina, respectively. The remaining N content accounted for 20.1% and
23.6% of the 8"°Ny., value in the WN group of B. gymnorrhiza. No
other variables were significant (P > 0.05). Studies have indicated that
changes in §'°N values are determined by the loss or incorporation of
exogenous biomass during N immobilization and mineralization. In-
creases in the remaining N lead to net N accumulation via im-
mobilization, and decreases in the remaining N lead net N losses via N
mineralization (Aber and Melillo, 1980; Benner, 1991).

The magnitude and direction of 8'°N value change during decom-
position are based on a range of factors (Bouillon et al., 2008; Bragazza
and Iacumin, 2009; Fourqurean and Schrlau, 2003). In the present
study, the similar change patterns of C/N and §'°N suggested that the N
in the remaining litter either belonged to the same pool as that at the
beginning of decomposition or was not altered by the mineralization
and immobilization processes. The 8'°N values of the A. marina litter
were higher than those of the B. gymnorrhiza litter, which indicated that
the preferential uptake of >N enriched the NH,*—N of this pioneer
mangrove species in this mesocosm system (unpublished data). More-
over, the relationship between 8'°N value and remaining N was the
opposite between A. marina and B. gymnorrhiza. Species and substrate
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Table 3
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Results of a stepwise regression of the relationships of C and N isotope values of the litter with the remaining C, N and lignin contents; C/N ratios; and C and N

contents. Variables were retained in the regression model at P < 0.05.

Isotope value Species Treatment Litter quality Slope Partial R? P-value
§'3c A. marina CK C content (%) —0.060 0.430 < 0.001
+W C content (%) —0.057 0.296 0.002
WN CN ratio —0.064 0.288 0.024
Lignin (%) 4.889 0.188 0.004
B. gymnorrhiza CK C remaining (%) 0.923 0.244 0.008
Lignin (%) 4.955 0.182 0.026
+W N content (%) -1.326 0.165 0.036
CN ratio —0.051 0.234 0.011
85N A. marina CK C content (%) 0.040 0.201 0.017
+N C content (%) -0.109 0.327 0.002
CN ratio 0.268 0.319 0.002
+W CN ratio 0.090 0.311 0.001
WN N remaining (%) 2.423 0.230 0.010
CN ratio 0.258 0.403 < 0.001
B. gymnorrhiza WN N remaining (%) —2.832 0.201 0.019
N content (%) -1.293 0.236 0.010

diversity also result in complicated isotope change patterns during
decomposition (Bragazza and lacumin, 2009).

The clear decrease in the 8'3C values of the litter in the early phase
occurred because of the preferential retention of the recalcitrant lignin
that is depleted in *C. However, in the later phase of decomposition
(from the 7th to the 24th week), the 8'3C values of the remaining litter
increased by ~1%o in most treatments for both species (Table 2); this
increase can be attributed to fungal '°C enrichment during the late
decomposition period (Potapov et al., 2013). We also observed that
microbial respiration released '*C-depleted CO, because of C isotope
fractionation during the late phase of litter decomposition (unpublished
data), resulting in significant increases in 8'°C values. However, further
studies are needed to reveal the associated mechanisms. The lack of
regular 8'3C and 8'°N changes in the decomposition process reflects the
complexity of C isotope fractionations during mangrove litter decom-
position process and the feedback process between the decomposer
activity and the litter quality.

One limitation of our study was the small number of different test
conditions and the small number of replicates. Due to the conditions of
our greenhouse, there were only 3 mesocosms per test condition and
only two levels of each treatment for both temperature and nitrogen
conditions. In addition, we did not include elevated CO, treatment,
another important aspect of global change, due to our space limitation.
The interpretations of our results and the implications of our new
findings should be cautious, and future studies with more replications,
CO, treatment and treatment levels are needed to verify the key find-
ings from this study.

5. Conclusions

In conclusion, our results imply that regional excessive N input and
global warming will accelerate the C and N cycles of mangroves in
subtropical China through faster litter decomposition. The observed
8'3C enrichment in the late stage of decomposition is more likely re-
lated to the isotope fractionation during the respiration process of the
fungal community, which indicates the feedback processes between
decomposer activity and litter substrate quality and makes it possible to
describe and predict the decomposition process by the C stable isotopes.
However, more studies are needed to confirm whether these patterns
exist in other mangrove species and to determine how the differences
between mangrove species relate to C and N cycling processes under
changing N and temperature regimes at regional and global scales.
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