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A B S T R A C T   

Large nitrous oxide (N2O) emissions pulses have been observed after rewetting dry soil. However, 
few studies have uncoupled the effects of drought severity from the degree to which the soil is 
saturated. In this study, we conducted three aerobic incubation experiments to investigate the 
effects of soil rewetting on N2O emissions from a dryland soil. The results showed that, at constant 
soil moisture, total N2O emissions in soil with 90% water-holding capacity (WHC) were signifi-
cantly higher than those in 30%, 45%, 60% and 75% WHC treatments. In the dry–wet group, the 
soil moisture content was adjusted from 30%, 45% and 60% WHC to the end content of 75% and 
90% WHC, respectively; the cumulative N2O emissions in the 30–90%, 45–90% and 60–90% 
WHC nitrogen (N) treatments were significantly higher than those in the 30–75%, 45–75% and 
60–75% WHC N treatments. Regarding fertilizer N types, there was no significant difference in 
N2O emissions from soil at 90% WHC when (NH4)2SO4 or urea was applied. Nitrification inhibitor 
significantly reduced N2O emissions in soil applied with NH4

+-N fertilizer, indicating that nitri-
fication played a major role in N2O emissions from soils. The contribution of denitrification was 
negligible, according to the low emission rate of soils with only NO3

− additions. High N2O 
emissions occurred in soil treated with NO2

− , accounting for about 83.6% of those of the NH4
+

treatment. Therefore, in this study we concluded that the end water content of soil was more 
important than the role of drought severity in the dry-wet process and that nitrifier denitrification 
was probably the main pathway of N2O production under the condition of 90% WHC moisture 
after rewetting soil.   

1. Introduction 

Nitrous oxide (N2O) is a potent greenhouse gas, with a 100-year global warming potential 300 times greater than that of carbon 
dioxide (CO2) (Wuebbles, 2009; UNEP, 2013). In addition, N2O is the single most important depleting substance of the stratospheric 
ozone layer (Ravishankara et al., 2009; Kanter et al., 2013). The climate change (including global warming and ozone layer depletion) 
poses threats to ecological system stability and human survival in the coming decades (Tong and Ebi, 2019; Warren et al., 2018) 
Agricultural activities accounted for about 66% of total anthropogenic N2O emissions (UNEP, 2013). N2O from soil is mainly produced 
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by biological processes including nitrification and denitrification, depending on the soil’s various physical, chemical and biological 
factors and their interactions (Butterbach-Bahl et al., 2013), which themselves could be affected by the application of nitrogen (N) 
fertilizer. Since soil moisture content affects the growth and activity of microorganisms, it is another of the most important factors 
regulating N2O emissions, especially regarding the microorganisms’ responses to soil rewetting (Aguilera et al., 2013; Liu et al., 2017; 
Barrat et al., 2020). Extensive studies have recorded large N2O emissions after rewetting dry soil under natural and controlled con-
ditions (Ruser et al., 2006; Cui et al., 2012; Molodovskaya et al., 2012; Harrison-Kirk et al., 2013; Liu et al., 2018). Dryland soil is often 
in the process of alternating between wet and dry states due to irrigation and rainfall. Unfortunately, global climate change is predicted 
to increase frequency and intensity of drying-wetting disturbances in soils in the coming decades (IPCC, 2013; Reichstein et al., 2013), 
which can lead to “hot moments” of N2O emissions. If they coincide with N fertilizer application, these hot moments can last several 
days, forming a sizable fraction of total annual N2O emissions. For example, Cui et al. (2012) showed that N fertilizer application 
followed by irrigation or rainfall resulted in a huge N2O emissions pulse, which accounted for about 73% of annual emissions. 
Molodovskaya et al. (2012) observed that half of the annual N2O emissions were emitted during the hot moments that occurred over 
less than 8% of the monitored duration. The soil rewetting will amplify the role of these agricultural ecosystems as sources of N2O 
emissions. 

Previous studies indicated that the N2O emission was positively related to frequency and intensity of drying-rewetting cycles (Xu 
and Luo, 2012; Gao et al., 2018, 2020) which may be a result of soil priming caused by episodic precipitation (Collins et al., 2008). But 
little is known about the role of drought intensity (soil moisture during drought). According to a recent meta-analysis, the size of N2O 
pulse depended on the soil water content after rewetting (Barrat et al., 2020). Barrat et al. (2020) indicated that there was a positive 
relationship between the change of soil water content and N2O pulse rate, and that the highest N2O emissions occurred at about 70% 
water-holding capacity (WHC) or above. That is, the larger the difference between the dry and wet states of the soil, and the higher the 
end water content of the soil after rewetting, the larger the N2O emissions pulse. However, few studies have uncoupled the role of 
drought severity from the soil saturation level. Therefore, according to this meta-analysis, a large soil moisture change may be just the 
result of high soil end water content. Exploring the influence of drought severity would provide further insights into the priming effect 
of alternation between dry and wet states on N2O emissions in dryland soils. 

Given the huge amounts of N2O emissions during hot moments after soil rewetting, a better understanding of the underlying N2O 
production processes is urgently required to help provide insights into N2O emissions mitigation. For example, the selection of bio-
logical inhibitors or fertilizers could differ based on the sources of N2O. Generally, N2O is mainly produced by the nitrification of soil 
ammonium (NH4

+) and NH4
+-producing fertilizers under aerobic conditions, as well as the denitrification of nitrate (NO3

− ) under 
anaerobic conditions (Bremner, 1997; Butterbach-Bahl et al., 2013). Previous studies have shown that nitrification dominates N2O 
production when the soil moisture content is below 60% water-filled pore space (WFPS), whereas denitrification plays a major role 
when WFPS is above 60% (Linn and Doran, 1984; Bateman and Baggs, 2005). However, the role of denitrification is limited by labile C 
availability (Ju et al., 2009; Qin et al., 2017) and may be confused with nitrifier denitrification (Wrage-Mönnig et al., 2018). Nitrifier 
denitrification is an autotrophic process mainly carried out by ammonia oxidizers and could contribute substantially to N2O emissions 
from soils applied with NH4

+-N fertilizer (Wrage-Mönnig et al., 2018). Notably, this process could be enhanced under fluctuating 
aerobic–anaerobic conditions (Kool et al., 2011), which is a typical trait in rewetted soils. However, there is not currently enough data 
to address the contribution of nitrifier denitrification to N2O emissions during soil “wet–dry” cycles. 

In-depth study of the mechanism and impact of agricultural soil management measures (mainly fertilization and irrigation) on N2O 
emissions is of great significance for reducing dryland soil N2O emissions. The North China Plain, characterized by fluvo-aquic soil, is 
one of the main grain-producing areas in China. There have been few studies exploring the effects of N fertilizers on N2O emissions 
under different water conditions in this type of soil. Here we used a fluvo-aquic soil from the North China Plain to investigate: (1) the 
influence of different water content (constant and changed moisture) on soil N2O emissions; (2) the pathway of N2O production after 
soil rewetting. 

2. Materials and methods 

2.1. Site description and soil sampling 

Soil samples (0–20 cm) were collected in March 2013 from a typical field under winter wheat (T. aestivum L.) and summer maize 
(Z. mays L.) rotation at Fengqiu Agro-ecological Experimental Station of the Chinese Academy of Sciences, Henan Province, China 
(35◦00′N, 114◦24′E). The soil is developed from alluvial sediments of the Yellow River and classified as an aquic inceptisol according to 
U.S. soil taxonomy (Soil Survey Staff, 2010). The soil (8.2% clay, 34.9% silt and 56.9% sand) contained 885 mg N kg− 1 as total N, 0.06 
mg N kg− 1 as NO2

− -N, 21.33 mg N kg− 1 as NO3
− -N, 3.99 mg N kg− 1 as NH4

+-N and 13.07 g C kg− 1 as total C, and had a maximum WHC 
of 42%, with a pH (0.01 M CaCl2) of 7.65. Soil samples were air-dried, sieved to < 2 mm, and stored at room temperature before use. 

2.2. Experiment design 

2.2.1. Experiment 1: effects of constant moisture and fluctuating moisture treatments on N2O emissions 
To explore the effect of constant and fluctuating soil moisture on N2O emissions in dryland soil, 30 g soil samples (on a dry weight 

basis) were added to a series of 250 mL Erlenmeyer flasks and then moistened to 20% WHC with distilled water. All soils were pre- 
incubated in an incubator (BSH GZX-300-III, CIMO, Shanghai) at 25 ◦C for 7 d to stabilize microbial activity and eliminate the dry-
ing effect before application of the fertilizer solution. Then the culture flasks were divided into two groups—constant group and dry- 

S. Ma et al.                                                                                                                                                                                                              



Global Ecology and Conservation 31 (2021) e01824

3

wet group—and each group was further divided into N and no N treatments. 
After pre-incubating the soil with constant moisture treatment (~ 1–10 d after incubation, Fig. 1), we added 2 mL of (NH4)2SO4 

solution to the soil sample in the bottle; the end N content was 250 mg N kg− 1 dry soil. Subsequently, distilled water was used to adjust 
the soil moisture of each treatment to 30%, 45%, 60%, 75% and 90% WHC, respectively, with four replicates for each treatment. The 
flasks were covered with parafilm (PM-996, Parafilm, the USA) with six pin-holes for aeration, and then incubated at 25 ◦C for 10 d. To 
maintain a stable water level during the incubation period, distilled water was added every 3 or 4 d. 

The gas sample collection was set at 2 h, 1 d, 3 d, 5 d, 7 d and 10 d of the incubation as described in previous literature (Ma et al., 
2015). Before each gas sample collection, the sealing film was removed for 30 min. After the N2O concentration balanced with the 
atmospheric concentration, a 10 mL disposable syringe with a three-way valve was used to collect the gas sample from the culture 
flask. This gas sample was used as the initial gas concentration. Then the culture flask was sealed and placed in a constant temperature 
incubator at 25 ◦C for 4 h, and the end gas sample was collected. The soil samples were collected after 10 d of incubation, and the 
extraction method was operated as described in previous literature (Ma et al., 2015). 

The dry-wet group was designed on the basis of the constant group (Fig. 1), on day 10 of the incubation we adjusted the water 
content of the 30%, 45% and 60% WHC treatments to 75% and 90% WHC, respectively, by adding water. The dry-wet group included 
30–75% WHC, 45–75% WHC, 60–75% WHC, and 30–90% WHC, 45–90% WHC, 60–75% WHC. The moisture content of the 75% and 
90% WHC treatments remained constant throughout the incubation period. The gas samples were collected at 2 h, 1 d, 3 d, 8 d, 13 d 
and 20 d after the addition of water. The soil samples were collected after cultivation, and the concentrations of NH4

+-N, NO2
− -N and 

NO3
− -N in the soil were extracted and measured. The extraction method was described in previous studies (Ma et al., 2015). 

2.2.2. Experiment 2: effects of different N fertilizer types on soil N2O emissions 
Soil physicochemical properties can directly influence N2O emissions. In this experiment, the soil dynamics of soil NH4

+-N, NO2
− - 

N, NO3
− -N and pH were investigated in soils treated with different fertilizers. The experiment included six treatment combinations, 

with three N fertilizer treatments: (1) CK (control): no fertilizer; (2) U treatment: urea, 250 mg N kg− 1 dry soil; (3) NS treatment: 
(NH4)2SO4, 250 mg N kg− 1 dry soil; and two moisture treatments: 65% WHC (L) and 90% WHC (H). The soil water content was chosen 
according to the recent meta-analysis of Barrat et al. (2020), which reported the highest N2O emissions occurred at about 70% WHC or 
above and our moisture treatments were chosen to reflect this threshold. There were three replications in each treatment for gas 
sampling and two replications for the soil sampling group. 

The gas samples were collected at 2 h, 1 d, 3 d, 5 d, 7 d, 10 d and 15 d following incubation. After gas collection, two culture bottles 
in each treatment were randomly chosen as two replications for destructive sampling, and the concentrations of NH4

+-N, NO2
− -N and 

Fig. 1. Schematic diagram of the different moisture treatments. Downward solid arrows indicate fertilizer application events; upward dashed ar-
rows indicate irrigation events. 
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NO3
− -N in the soil samples were extracted and measured. The methods of gas extraction and soil extraction were identical to 

Experiment 1. 

2.2.3. Experiment 3: exploration of N2O production pathways in soil 
Dicyandiamide (DCD) and glucose was used to explore the N2O production pathways in soils. DCD is nitrification inhibitor which 

can inhibit NH4
+ oxidation (Ma et al., 2015). Denitrification was heterotrophic process which can be stimulated by liable organic 

carbon (eg. glucose) addition. In this experiment, the soil water content was adjusted with corresponding solution, to achieve 90% 
WHC for each treatment after the soil samples were pre-incubated. The solution was evenly added to the soil samples in each bottle and 
to achieve 100 mg N kg− 1 dry soil and 300 mg C kg− 1 dry soil according to following treatments: (1) CK (control): no fertilizer; (2) 
DCD treatment (dicyandiamide, a commercial nitrification inhibitor): adding (NH4)2SO4 and DCD (4% of N application); (3) NS 
treatment: adding (NH4)2SO4; (4) NO3

− treatment: adding potassium nitrate (KNO3); (5) Glu + NO3
− treatment: adding glucose and 

KNO3; (6) NO2
− treatment: adding sodium nitrite (NaNO2); (7) Glu + NO2

− treatment: adding glucose and NaNO2. There were three 
replications for each treatment. Samples were then incubated at 25 ◦C for 7 d. The gas samples were collected at 2 h, 1 d, 3 d, 5 d and 
7 d after fertilization. 

2.3. Analyses and measurements 

The concentrations of NH4
+-N, NO2

− -N and NO3
− -N of the soil filtrates were determined with a Smartchem analyzer 

(Smartchem200, WESTCO, France). The soil pH was measured in distilled water (CO2-free), at a soil/water ratio of 1:5, using a pH 
meter (Sartorius, USA). The N2O concentrations in the gas samples were simultaneously analyzed using a gas chromatograph (Agilent 
7890A, USA) fitted with an electron capture detector (ECD) at 330 ◦C. The oven was operated at 55 ◦C and the minimum detection 
limits of gas fluxes were 2.1 μg N m− 2 h− 1 for N2O. 

Fig. 2. Dynamics of N2O emissions under different water treatments (a & c: N addition; b: no N addition).  

S. Ma et al.                                                                                                                                                                                                              



Global Ecology and Conservation 31 (2021) e01824

5

2.4. Calculations 

The N2O emission factor (EF) was calculated according to the following equation: 

EF =
(S − S0)/1000

N
× 100% (1)  

where S was the cumulative N2O emissions in N-fertilized treatments, μg N kg− 1; S0 the cumulative N2O emission in treatments without 
N fertilization, μg N kg− 1; and N was the amount of N addition, mg N kg− 1. 

Net nitrification rate (Nt) was the average nitrification rate during the incubation period, expressed as: 

Nt =

[
NO−

3

]

t −
[
NO−

3

]

t0

t − t0
(2)  

where Nt was the net nitrification rate, mg N kg− 1 d− 1; [NO3
− ] was NO3

− -N concentration in soil, mg N kg− 1; t was the d after in-
cubation; and t0 was the initial time of incubation, 0 d. 

2.5. Statistical analyses 

We tested for differences in means of N2O flux and NH4
+-N, NO2

− -N and NO3
− -N contents among treatments using one-way 

analysis of variance (ANOVA) and least significant difference (LSD) tests, with a significance level of 5%. Statistical analyses were 
performed using SPSS (version 16.0, USA), while the graphs were created in Origin 9.0. All results were reported as means (± standard 
deviation) on a dry soil weight basis. 

3. Results 

3.1. N2O emissions from soil under different moisture treatments 

In different water treatments, the N2O fluxes increased significantly at the initial stage of incubation following the application of 
NH4

+-N fertilizer, and then gradually decreased with the incubation time (Fig. 2a). The N2O emission peak for 75% WHC N treatments 
appeared on day 3 after the incubation, and the N2O in the 30%, 45%, 60% and 90% WHC N treatments all peaked on day 1 after 
incubation; the highest N2O emission peak was 6.29 μg N kg− 1 h− 1 in the 90% WHC treatment with N application. In the non-fertilized 
soil, the change in the N2O emission rate under different moisture conditions was almost the same as that in the N-fertilized soil, and 
the largest N2O emission peak also occurred in the 90% WHC treatment, around 0.05 μg N kg− 1 h− 1 (Fig. 2b). 

The cumulative N2O emissions in the N-added soil for each water treatment were significantly higher than those in the non- 
fertilized soil (Table 1). During the whole incubation period, the cumulative N2O emissions and emission factor were both highest 
in the 90% WHC N application treatment, at 644 μg N kg− 1 and 0.26%, respectively. However, as shown in Table 1, the average 
nitrification rate within 10 d under 90% WHC water conditions was the lowest among all water treatments with nitrogen, at 19.71 mg 
N kg− 1 d− 1. 

The fluctuations of N2O flux with incubation time after adding water in different treatments in the dry-wet group on day 10 after 
incubation were shown in Fig. 3. When the soil water content was adjusted to 90% WHC from 30%, 45% or 60% WHC, the N2O fluxes 
increased significantly, and were higher than those within the constant 90% WHC treatment (Fig. 3). A similar pattern was observed in 
30–75%, 45–75% and 60–75% WHC N treatments, denoting that N2O emissions under changing soil moisture were higher than those 
with constant moisture. 

The cumulative N2O emissions in the fertilized soils were significantly higher than those in the unfertilized soils (Table 2). During 
the 20 d incubation period, there was no significant difference between the cumulative N2O emissions of 30–90%, 45–90% and 
60–90% WHC N treatments, but these were, respectively, 1.81, 1.98 and 1.86 times higher than the emissions of the constant 90% 
WHC treatment. The N2O emission factor in each treatment adjusted to 90% WHC moisture content was significantly higher than that 
of the treatment adjusted to 75% WHC (P < 0.05). 

Table 1 
The cumulative N2O emissions, emission factors and net nitrification for each water treatment during the 10 day incubation.  

Treatments Cumulative N2O emissions (mg N kg− 1) N2O emission factor (%) Net nitrification rate (mg N kg− 1 d− 1) 

N0 N N0 N 

30% WHC 3.85 ± 0.15c 27.82 ± 2.06b  0.010 0.57 ± 0.04c 24.14 ± 0.19ab 
45% WHC 4.44 ± 0.89bc 25.30 ± 1.86b  0.008 0.93 ± 0.17ab 23.56 ± 1.35ab 
60% WHC 5.21 ± 0.79b 21.44 ± 1.94b  0.006 0.95 ± 0.15ab 24.87 ± 0.35a 
75% WHC 6.49 ± 0.36a 40.35 ± 17.31b  0.014 1.23 ± 0.17a 22.67 ± 0.14b 
90% WHC 7.14 ± 0.85a 644.01 ± 108.35a  0.255 0.73 ± 0.07bc 19.71 ± 0.33c 

Note: Different lower-case letters within a column denote significant differences at P < 0.05 for each treatment during the incubation; N: N addition; 
N0: no N addition. 
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3.2. Dynamics of N2O emissions in soils treated with different fertilizers 

The application of (NH4)2SO4 and urea significantly increased N2O emissions (P < 0.01). Under the moisture condition of 65% 
WHC, the N2O emissions rate reached its peak on day 5, and the peak of N2O emissions in the U treatment was 2.26 μg N kg− 1 h− 1, 
which was 1.24 times higher than that in the NS treatment (Fig. 4). The peak of N2O emissions in the U treatment appeared on day 5 
during incubation, but the peak in the NS treatment appeared on day 7 after cultivation. These emission peaks were 40.84 and 
33.56 μg N kg− 1 h− 1, respectively. After 15 d of aerobic incubation, the cumulative emissions of N2O in each N-applied soil under 65% 
WHC moisture conditions was U > NS > CK, and the differences were significant. Under 90% WHC moisture conditions, there was no 
significant difference between U and NS treatments for cumulative N2O emissions (Table 3). 

The correlation analysis of N2O emissions rate, NH4
+-N, NO2

− -N, NO3
− -N concentration and pH value in different treatments were 

Fig. 3. Dynamics of N2O emissions under different treatments after water addition (a: N addition; b: no N addition).  

Table 2 
The cumulative N2O emissions and emission factors for each treatment after water addition during the 20 day incubation.  

Treatments Cumulative N2O emissions (mg N kg− 1) N2O emission factor (%) 

N0 N 

30–75% WHC 16.92 ± 1.99cd 30.24 ± 8.70c  0.005 
45–75% WHC 11.97 ± 2.15de 111.58 ± 75.59c  0.040 
60–75% WHC 15.77 ± 0.70de 175.21 ± 53.75c  0.064 
75% WHC 11.27 ± 1.96e 27.28 ± 9.75c  0.006 
30–90% WHC 32.03 ± 5.85a 1367.75 ± 301.36a  0.534 
45–90% WHC 21.29 ± 0.70bc 1449.41 ± 147.56a  0.571 
60–90% WHC 26.56 ± 3.33b 1391.45 ± 95.99a  0.546 
90% WHC 21.60 ± 2.47bc 486.89 ± 120.97b  0.186 

Note: Different lower-case letters within a column denote significant differences at P < 0.05 for each treatment during the incubation; N: N addition; 
N0: no N addition. 
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shown in Table 4. Under 90% WHC moisture conditions, there was significantly positive correlation between the N2O fluxes and the 
NO2

− -N concentration (P < 0.01) in soils applied with urea and (NH4)2SO4; under the condition of 65% WHC, the N2O emissions rate 
and the NO2

− concentration had a significantly positive correlation (P < 0.05) only in the soil applied with urea. However, the N2O 
emissions rate had no significant correlation with NH4

+-N, NO3
− -N concentrations and pH value in different water and fertilizer 

combination treatments. 

Fig. 4. Dynamics of N2O emissions under different N fertilization treatments (L: 65%WHC, H: 90%WHC, CK: control, no N addition; NS: (NH4)2SO4; 
U: urea). 

Table 3 
The cumulative N2O emissions and emission factors for different fertilizer treatments.  

Treatments Cumulative N2O emissions (mg N kg− 1) N2O emission factor (%) 

L-CK 5.09 ± 3.45c   
L-NS 142.93 ± 6.75b  0.06 
L-U 211.54 ± 11.90a  0.08 
H-CK 14.88 ± 3.77B   
H-NS 6847.35 ± 954.89A  2.73 
H-U 6534.47 ± 1253.59A  2.61 

Note: Different lower-case letters within a column denote significant differences at P < 0.05 for each N treatment at 65% WHC 
during the 15 d incubation; different capital letters within a column denote significant differences at P < 0.05 for each N 
treatment at 90% WHC during the incubation; NS: (NH4)2SO4; U: urea. 

Table 4 
Pearson correlation coefficients of the linear correlation between the N2O flux and NH4

+, NO2
− , NO3

− concentrations and pH under different N 
fertilization treatments.  

Soil moisture content N fertilizer type NH4
+ NO2

− NO3
− pH 

65% WHC (NH4)2SO4 − 0.16  0.68 0.12 0.21 
Urea 0.55  0.87* − 0.19 0.76 

90% WHC (NH4)2SO4 0.01  0.97** − 0.10 − 0.24 
Urea 0.47  0.92** − 0.20 − 0.30  

* Significant at the 0.05 level. 
** Significant at the 0.01 level. 
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3.3. Effects of glucose and different N source on the emission of N2O in the soil 

In the first 3 days of culture, the N2O emissions rate difference between different treatments was significant (P < 0.05), but the 
difference was not significant at the later stage of incubation (Fig. 5). During the entire incubation period, the control group (without 
fertilization) had almost no N2O emissions (0.02–0.20 μg N kg− 1 h− 1), whereas N fertilization significantly increased N2O emissions 
(P < 0.05), and all the emission peaks were observed on day 1 of incubation. The application of glucose significantly promoted N2O 
emissions (P < 0.01), and the peak of N2O emissions was largest in the treatment with simultaneous addition of NO2

− and glucose, 
reaching 307.93 μg N kg− 1 h− 1. 

The cumulative N2O emissions in the DCD, NH4
+, NO3

− , Glu+NO3
− , NO2

− and Glu + NO2
− treatments were significantly higher 

than in CK (Table 5). Compared with the NH4
+ treatment, the DCD treatment significantly reduced the cumulative emissions of N2O by 

82.6%. Adding glucose together with NO3
− significantly promoted the emissions of N2O, while cumulative emissions were about 489 

times greater than for the NO3
− treatment alone. The application of NO2

− promoted N2O emissions, and its total emissions were 
equivalent to 83.6% of the NH4

+ treatment. The addition of glucose together with NO2
− also significantly stimulated N2O emissions, 

and cumulative emissions were about 13.26 times greater than for the NO2
− treatment alone; its N2O emission factor (15.79%) was the 

highest among all fertilization treatments. 

4. Discussion 

4.1. The influence of different water content (constant moisture and changed moisture) on soil N2O emissions 

In experiment 1, after adjusting the soil moisture content from 20% WHC to 30%, 45%, 60%, 75% and 90% WHC, the N2O 
emissions flux in each treatment reached a peak at the initial stage of incubation (Fig. 2), indicating that wetting dry soils promoted 
N2O emissions, in accordance with results from previous studies (Ruser et al., 2006; Kim et al., 2012). Soil rewetting has a significant 
simulative effect on N2O emissions. Wetting dry soils may destroy soil aggregates, promote soil carbon and N mineralization, increase 
the content of soluble organic matter, and therefore enhance the substrates’ availability for nitrification and denitrification processes 
(Kim et al., 2012). However, the initial 10 day rewetting treatments produced weaker pulses than the second wetting (Figs. 2 and 3), 
which indicated that reducing the frequency of irrigation maybe a low-cost option to mitigate N2O emission in cropland. 

When the soil moisture was adjusted from 30%, 45% and 60% WHC to the content of 90% WHC, the N2O emissions from N- 
fertilized soil were significantly higher than those of the constant 90% WHC treatment. No matter whether the soil moisture was 
adjusted once or twice, the N2O emissions in the treatment at 90% WHC were significantly higher than those at 75% WHC (Tables 1 
and 2). This result indicated that the amount of N2O emissions depended mostly on the total amount of water addition with adequate N 
supply, as also suggested by the recent meta-analysis (Barrat et al., 2020). Moreover, there was no significant difference in the cu-
mulative N2O emissions of 30–90%, 45–90% and 60–90% WHC N treatments, which indicated that, in the process of changing from 

Fig. 5. Dynamics of N2O emissions under glucose and different N source.  
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dry to wet, the end water content of the soil was more important than the role of drought severity. A different pattern was observed in 
the 30–75%, 45–75% and 60–75% WHC N treatments, and the high variability among these may be due to the complexity of N2O 
microbial production processes under this soil moisture condition (Linn and Doran, 1984; Bateman and Baggs, 2005). 

4.2. Effects of soil characteristics and N fertilizer types on N2O emissions 

In this study, as shown in Table 4, there was stronger relationship between soil N2O emissions and NO2
− concentration than other 

soil characteristics (NH4
+, NO3

− concentrations and pH). Although the correlation became weak under the condition of 65% WHC in 
the treatment of (NH4)2SO4. These results indicated that the underlying N2O pathways may be related to soil NO2

− and would be 
independent of fertilizer type in high water level and the sources of N2O emissions are worth further pursuing. 

Previous studies indicated that urea addition produced higher N2O emissions in cropland soils than those soils with (NH4)2SO4 
addition (Cai et al., 1997; Zhu et al., 2013; Tierling and Kuhlmann, 2018; Castellano-Hinojosa et al., 2020), which was also observed in 
our study. Under the condition of 65% WHC, the N2O emissions in the urea treatment were significantly higher than those in the 
(NH4)2SO4 treatment, which was attributed to the following reasons. Urea hydrolysis increases soil pH, while the nitrification process 
in the soil with (NH4)2SO4 additions releases H+ and results in soil acidification. Notably, NO2

− is unstable under acidic conditions and 
is easily chemically decomposed (Van Cleemput and Samater, 1995). In addition, soil solution-phase ammonia (NH3) could inhibit 
NO2

− oxidization (Venterea et al., 2015), yet the soil solution-phase ammonia (NH3) could convert into ammonium (NH4
+) as a result 

of soil acidification. A previous study also reported that high NH4
+ and high pH benefited soil NO2

− accumulation (Alexander, 1978). 
Consequently, the cumulative peak of NO2

− in the (NH4)2SO4 treatment was significantly lower than that in the urea treatment. 

4.3. Sources of N2O emissions during hot moments 

Regardless of the fertilizer type, N2O emissions in 90% WHC fertilized soil were the highest from the results of experiments 1 and 2. 
It has been reported that denitrification was the dominant way to produce N2O under such anaerobic water conditions (Davidson, 
1992). However, previous studies have also shown that nitrifier denitrification is the main process of N2O production in soil under low 
oxygen conditions, accounting for almost up to 100% of emissions (Kool et al., 2010, 2011). 

In experiments 1 and 2, the concentration of NH4
+ fertilizer applied to the soil was reduced to almost 0 mg N kg− 1 in the later 

period of incubation, while the NO3
− concentration in each treatment reached its maximum value and stabilized at 300 mg N kg− 1. 

This indicated that nitrification significantly occurred in soils not tightly coupled with denitrification. As shown in experiment 3, the 
DCD treatment can significantly reduce the cumulative N2O emissions by 82.6% (Table 5) compared with the NH4

+ treatment, sug-
gesting that the contribution of nitrification to N2O production was far greater than that of denitrification. The negligible contribution 
of denitrification was also verified by the low emissions rate of soils with only NO3

− additions (Fig. 5). Insufficient available carbon 
may be a limiting factor affecting the denitrification process in the soil, which can be verified by the larger N2O emissions in the soil 
after adding glucose to the NO3

− treatment (as well as Glu + NO2
− treatment), a similar result which was also observed in previous 

studies (Ju et al., 2011). 
In the soil applied with NO2

− , total N2O emissions were equivalent to 83.6% of the NH4
+ treatment, indicating that pathways 

derived from NO2
− made a great contribution to N2O emissions. In our previous study, the contribution of chemical denitrification to 

N2O emissions was eliminated by sterilization experiments (Ma et al., 2015). A recent review by Wrage-Mönnig et al. (2018) showed 
that nitrifier denitrification would be facilitated under environments with O2 limitation or variable O2 concentrations, typical char-
acteristics in rewetting soils. Given the limited role of denitrification and chemical denitrification as stated above, the higher N2O 
production after rewetting soils in this study was probably from nitrifier denitrification. Further investigation on magnitude of nitrifier 
denitrification under drying-wetting disturbances in soils is needed against the background of future global climate change. 

5. Conclusion 

In this study, when soil moisture content increased from 30%, 45% and 60% WHC to 75% and 90% WHC, soil N2O emissions 
significantly increased; soil N2O emissions remained the highest under 90% WHC moisture conditions regardless of whether it was a 
constant moisture treatment or a fluctuating moisture treatment. Therefore, final soil water content rather than drought severity 
determined the magnitude of N2O pulse in fluvo-aquic soil from the North China Plain. 

We found that the denitrification process made a negligible contribution to N2O emissions, mainly due to the low soil organic 

Table 5 
The cumulative N2O emissions and emission factors under different N sources.  

Treatments Cumulative N2O emissions (mg N kg− 1) N2O emission factor (%) 

CK 10.22 ± 5.51   
DCD + NH4

+ 248.19 ± 115.52  0.24 
NH4

+ 1424.22 ± 350.37  1.41 
NO3

− 18.43 ± 7.12  0.01 
NO3

− + Glu 9025.18 ± 1577.82  9.01 
NO2

− 1190.27 ± 342.67  1.18 
NO2

− + Glu 15,787.43 ± 2326.05  15.78  
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matter content of the selected soil, whereas nitrifier denitrification may be the primary pathway of N2O emissions after rewetting 
fluvo-aquic soils. 
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Castellano-Hinojosa, A., González-López, J., Bedmar, E.J., 2020. Effect of nitrogen fertilisation on nitrous oxide emission and the abundance of microbial nitrifiers and 

denitrifiers in the bulk and rhizosphere soil of Solanum lycopersicum and Phaseolus vulgaris. Plant Soil 451, 107–120. 
Collins, S.L., Sinsabaugh, R.L., Crenshaw, C., Green, L., Porras-Alfaro, A., Stursova, M., Zeglin, L.H., 2008. Pulse dynamics and microbial processes in aridland 

ecosystems. J. Ecol. 96, 413–420. 
Cui, F., Yan, G., Zhou, Z., Zheng, X., Deng, J., 2012. Annual emissions of nitrous oxide and nitric oxide from a wheat–maize cropping system on a silt loam calcareous 

soil in the North China Plain. Soil Biol. Biochem. 48, 10–19. 
Davidson, E.A., 1992. Pulses of nitric oxide and nitrous oxide flux following wetting of dry soil: an assessment of probable sources and importance relative to annual 

fluxes. Ecol. Bull. 49–155. 
Gao, D., Bai, E., Li, M., Zhao, C., Yu, K., Hagedorn, F., 2020. Responses of soil nitrogen and phosphorus cycling to drying and rewetting cycles: a meta-analysis. Soil 

Biol. Biochem. 148, 107896. 
Gao, J.Q., Duan, M.Y., Zhang, X.Y., Li, Q.W., Yu, F.H., 2018. Effects of frequency and intensity of drying-rewetting cycles on Hydrocotyle vulgaris growth and 

greenhouse gas emissions from wetland microcosms. Catena 164, 44–49. 
Harrison-Kirk, T., Beare, M.H., Meenken, E.D., Condron, L.M., 2013. Soil organic matter and texture affect responses to dry/wet cycles: effects on carbon dioxide and 

nitrous oxide emissions. Soil Biol. Biochem. 57, 43–55. 
IPCC, 2013. Climate Change 2013: The Physical Science Basis. 
Ju, X., Lu, X., Gao, Z., Chen, X., Su, F., Kogge, M., Römheld, V., Christie, P., Zhang, F.S., 2011. Processes and factors controlling N2O production in an intensively 

managed low carbon calcareous soil under sub-humid monsoon conditions. Environ. Pollut. 159, 1007–1016. 
Ju, X.T., Xing, G.X., Chen, X.P., Zhang, S.L., Liu, X.J., Cui, Z.L., Yin, B., Christie, P., Zhu, Z.L., 2009. Reducing environmental risk by improving N management in 

intensive Chinese agricultural systems. Proc. Natl. Acad. Sci 106, 3041–3046. 
Kanter, D., Mauzerall, D.L., Ravishankara, A.R., Daniel, J.S., Portmann, R.W., Grabiel, P.M., Moomaw, W.R., Galloway, J.N., 2013. A post-Kyoto partner: considering 

the stratospheric ozone regime as a tool to manage nitrous oxide. Proc. Natl. Acad. Sci. 110, 4451–4457. 
Kim, D.G., Vargas, R., Bond-Lamberty, B., Turetsky, M.R., 2012. Effects of soil rewetting and thawing on soil gas fluxes: a review of current literature and suggestions 

for future research. Biogeosciences 9, 2459–2483. 
Kool, D.M., Wrage, N., Zechmeister-Boltenstern, S., Pfeffer, M., Brus, D., Oenema, O., Van Groenigen, J.-W., 2010. Nitrifier denitrification can be a source of N2O from 

soil: a revised approach to the dual-isotope labelling method. Eur. J. Soil Sci. 61, 759–772. 
Kool, D.M., Dolfing, J., Wrage, N., Van Groenigen, J.W., 2011. Nitrifier denitrification as a distinct and significant source of nitrous oxide from soil. Soil Biol. Biochem. 

43, 174–178. 
Linn, D.M., Doran, J.W., 1984. Effect of water-filled pore space on carbon dioxide and nitrous oxide production in tilled and nontilled soils. Soil Sci. Soc. Am. J. 48, 

1267–1272. 
Liu, S., Schloter, M., Bruggemann, N., 2018. Accumulation of NO2

- during periods of drying stimulates soil N2O emissions during subsequent rewetting. Eur. J. Soil Sci. 
69, 936–946. 

Liu, S.W., Lin, F., Wu, S., Ji, C., Sun, Y., Jin, Y.G., Li, S.Q., Li, Z.F., Zou, J.W., 2017. A meta-analysis of fertilizer-induced soil NO and combined NO+N2O emissions. 
Glob. Change Biol. 23, 2520–2532. 

Ma, L., Shan, J., Yan, X.Y., 2015. Nitrite behavior accounts for the nitrous oxide peaks following fertilization in a fluvo-aquic soil. Biol. Fertil. Soils 51, 563–572. 
Molodovskaya, M., Singurindy, O., Richards, B.K., Warland, J., Johnson, M.S., Steenhuis, T.S., 2012. Temporal variability of nitrous oxide from fertilized croplands: 

hot moment analysis. Soil Sci. Soc. Am. J. 76, 1728–1740. 
Qin, S., Hu, C., Clough, T.J., Luo, J., Oenema, O., Zhou, S., 2017. Irrigation of DOC-rich liquid promotes potential denitrification rate and decreases N2O/(N2O+N2) 

product ratio in a 0–2 m soil profile. Soil Biol. Biochem. 106, 1–8. 
Ravishankara, A.R., Daniel, J.S., Portmann, R.W., 2009. Nitrous oxide (N2O): the dominant ozone-depleting substance emitted in the 21st century. Science 326, 

123–125. 
Reichstein, M., Bahn, M., Ciais, P., Frank, D., Mahecha, M.D., Seneviratne, S.I., Zscheischler, J., Beer, C., Buchmann, N., Frank, D.C., Papale, D., Rammig, A., Smith, P., 

Thonicke, K., Van Der Velde, M., Vicca, S., Walz, A., Wattenbach, M., 2013. Climate extremes and the carbon cycle. Nature 500, 287–295. 
Ruser, R., Flessa, H., Russow, R., Schmidt, G., Buegger, F., Munch, J.C., 2006. Emission of N2O, N2 and CO2 from soil fertilized with nitrate: effect of compaction, soil 

moisture and rewetting. Soil Biol. Biochem. 38, 263–274. 

S. Ma et al.                                                                                                                                                                                                              

http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref1
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref1
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref2
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref3
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref3
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref4
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref4
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref5
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref6
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref6
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref7
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref7
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref8
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref8
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref9
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref9
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref10
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref10
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref11
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref11
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref12
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref12
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref13
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref13
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref14
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref14
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref15
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref15
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref16
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref16
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref17
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref17
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref18
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref18
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref19
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref19
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref20
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref20
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref21
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref21
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref22
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref22
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref23
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref23
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref24
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref25
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref25
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref26
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref26
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref27
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref27
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref28
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref28
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref29
http://refhub.elsevier.com/S2351-9894(21)00374-7/sbref29


Global Ecology and Conservation 31 (2021) e01824

11

Soil Survey Staff, 2010. Keys to Soil Taxonomy, 11th ed. USDA-Natural Resources Conservation Service. Washington, DC. 
Tierling, J., Kuhlmann, H., 2018. Emissions of nitrous oxide (N2O) affected by pH-related nitrite accumulation during nitrification of N fertilizers. Geoderma 310, 

12–21. 
UNEP, 2013. Drawing Down N2O to Protect Climate and the Ozone Layer. A UNEP Synthesis Report, Nairobi, Kenya. 
Tong, S., Ebi, K., 2019. Preventing and mitigating health risks of climate change. Environmental Research 174, 9–13. 
Van Cleemput, O., Samater, A.H., 1995. Nitrite in soils: accumulation and role in the formation of gaseous N compounds. Fertil. Res. 45, 81–89. 
Venterea, R.T., Clough, T.J., Coulter, J.A., Breuillin-Sessoms, F., 2015. Ammonium sorption and ammonia inhibition of nitrite-oxidizing bacteria explain contrasting 

soil N2O production. Sci. Rep. 5, 12153. 
Warren, R., Price, J., Graham, E., Forstenhaeusler, N., 2018. The projected effect on insects, vertebrates, and plants of limiting global warming to 1.5℃ rather than 2 

℃. Science 360, 791–795. 
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