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Long-term fertilization alters soil 
properties and fungal community 
composition in fluvo-aquic soil of 
the north china plain
Yan-chen Wen1,3, Hai-Yan Li1,3, Zhi-An Lin1, Bing-Qiang Zhao1 ✉, Zhan-Bin Sun  1,2 ✉, 
Liang Yuan1, Jiu-Kai Xu1 & Yan-Qing Li1

Different fertilization regimes can substantially influence soil fungal community composition, yet fewer 
studies try to control for the effects of nitrogen input. Here, we investigated the impact of fertilization 
with equal nitrogen upon soil properties and soil fungal diversity and community composition in the 
North China Plain in a long-term field experiment. Long-term (32 years) fertilization regimes were 
applied with equal amounts of nitrogen: no chemical fertilizer or organic manure; chemical fertilization 
only; organic manure fertilization only, and; combination of 1/2 chemical fertilizer and 1/2 organic 
manure. Then we investigated the influence of these four fertilization regimes to soil properties, fungal 
diversity and community composition. The results showed that applying organic manure significantly 
influenced soil properties. Illumina MiSeq sequencing and its analysis revealed that organic manure 
fertilization significantly changed soil fungal alpha diversity, but chemical fertilization did not. Although 
soil fungal community composition did not differ significantly among all the fertilization regimes at the 
phylum and class levels, they did show differences in the abundance of dominant fungi. Yet at the genus 
level, soil fungal community composition, abundance, and beta diversity was affected by all fertilization 
regimes. Application of organic manure also reduced the abundance of soil-born fungal pathogens such 
as Fusarium. Our results suggest that long-term application of organic manure could markedly improve 
soil properties, altering soil fungal community composition and its diversity. Moreover, organic manure 
fertilization could limit soil-born fungal diseases, to further contribute to soil ecosystem sustainability.

The North China Plain is the most important crop production area in China, being a typical region where winter 
wheat and summer maize are planted within the same year. Their respective yields there account for more than 
50% and 30% China’s national totals1,2. The Plain has many soil types, including brown soil3, cinnamon soil4, 
seashore saline soil5, and fluvo-aquic soil6, but the last is the most wildly distributed and most used for winter 
wheat–summer maize rotations in the Plain.

Fertilization is an effective way to increase crop yield and improve soil fertility. The use of fertilization regimes 
may be divided into three types according to fertilizer category: chemical fertilizer, organic manure, and their 
combination7–9. Applying chemical fertilizer can ensure a relatively high crop yield; however, this fertilization 
regime is no longer suitable because of its low resource utilization rate, weak sustainability, and the severe adverse 
impact it has on the environment10,11. By contrast, using organic manure has environment-friendly effects, but the 
associated crop yield generally remains too low few to sustainably meet the food demands of an increasing human 
population12,13. Therefore, using neither chemical fertilizer nor organic manure fertilization seem viable options 
for ensuring crop production. However, the combination of organic manure with chemical fertilizer may produce 
a higher crop yield, resource utilization rate, and environmental benefits compared with single fertilization of 
chemical fertilizer or organic manure14,15. To date, most reports testing these three fertilization regimes were con-
ducted as short-term experiments, which could, to some extent, be influenced by stochastic environmental factors 
that lead to weakly representative findings. Long-term field experimentation is more robust scientifically for 
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inferring the effect of any fertilization regime, since this offers the advantage of strong climate continuity, a longer 
duration of soil dynamics, and accurate and abundant data. This approach thus deserves more attention16,17.

Fertilization could influence the edaphic factors and fungal diversity in soil, consequently adjusting soil fertil-
ity, and different fertilization regimes can bring about huge disparities in fungal community diversity. For exam-
ple, long-term chemical fertilization and organic fertilization of a reclaimed sandy agricultural ecosystem was 
able to considerably influence its soil physicochemical properties, as well as the abundance and community diver-
sity of soil fungi18. In other work, different fertilization regimes (chemical and organic in form) could remark-
ably change soil properties, such as the soil pH, as well as its fungal community composition19–22. Chemical 
fertilization could increase the abundance of certain phyla, namely Basidiomycota and Chytridiomycota, while 
organic fertilization may promote the abundance of Ascomycota. Further, adding and mixing organic matter 
into chemical fertilizer could markedly increased soil fungal community richness23. Such phenomena have also 
been reported to occur in yellow clayey soil and paddy soil from China24. Organic-inorganic combined fertiliza-
tion dramatically increased fungal community diversity and decrease the prevalence of pathogenic fungi in yel-
low clayey soil compared with the application of inorganic fertilizer. Combining chemical fertilizer with organic 
manure reportedly increased some soil properties, and remarkably altered the fungal community structure in 
paddy soil compared with a single application of chemical fertilizer25. However, far fewer studies report on the 
use of long-term fertilizer experiments to analyze the effects of the three main fertilization regimes on soil fungal 
community diversity of the North China Plain.

In this paper, we sampled fluvo-aquic soil from the Dezhou experimental station (experiment begun in 1986), 
the most representative soil in North China Plain. Our aim was to investigate the impact of three fertilization 
regimes—chemical fertilizer, organic manure, and their combination—under equal nitrogen input on soil fungal 
diversity and community composition. Compared with previous reports, this study it the first to use an equal 
nitrogen input among all imposed treatments in testing for their effects upon fungal community composition 
under long-term fertilization in the North China Plain. This research will help to further establish a scientifically 
based fertilization regime.

Materials and Methods
Field site. The field experiment is managed by the Dezhou experimental station, Chinese Academy of 
Agricultural Sciences, and located at Yucheng city, in Shandong Province, China (116°34′E; 36°50′N). The envi-
ronment here is highly suitable for crop growth, having a warm temperate semi-humid monsoon climate; the 
local water surface evaporation, frost-free season, annual sunshine duration, and mean annual temperature and 
precipitation values are 2095 mm, 206 days, 2640 h, 13.4 °C and 569.6 mm, respectively (Fig. 1). The long-term 
field experiment has been running since 1986, using the fluvo-aquic type soil. The baseline soil (0–20 cm layer) 
had the following characteristics: total organic carbon, 3.93 g kg−1; total nitrogen, 0.51 g kg−1; alkali-hydrolyzale 
nitrogen, 37.5 mg kg−1; available phosphorus, 17.2 mg kg−1; available potassium, 88 mg kg−1; and soluble salt, 
0.96 g kg−1.

Experimental design and soil sampling. The experiment was conducted on double-cropping system 
farmland using the rotation of winter wheat and summer maize, four treatments are arranged with four replica-
tions (total 16 plots): (1) no chemical fertilizer or organic manure, set as control (CK); (2) conventional chemical 
fertilization (CF); (3) conventional organic manure fertilization (CM); (4) combined fertilization with chemical 
fertilizer and organic manure (MF: 1/2 CF + 1/2 CM). The nutrient fertilizer application rates in the chemi-
cal fertilization group depended on local farmers’ practice, consisting of nitrogen at 187.5–225 kg ha−1, P2O5 at 

Figure 1. Annual total precipitation (mm) and annual air mean temperature (°C) collected from January 1986 
through December 2019, in Yucheng city, China.
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112.5–150 kg ha−1, and K2O 75 kg ha−1 per year. Fertilizer used in the organic manure treatment was matured 
cattle manure; its input was based on total nitrogen content compared with the chemical fertilizer treatment. Each 
plot was 28 m2 in size (4 m × 7 m), with a 0.8-m concrete slab separating the plots.

All the soil was collected in October 2018, by taking 10 random soil cores (6-cm diameter) of 0–20 cm depth 
layer from each plot (total of 40 samples per treatment); these were mixed to form a composite soil sample per 
plot. Hence a total of 16 composite soil samples were obtained and stored at –80 °C for the soil properties and 
fungal community analysis.

Soil properties analysis. All soil samples were air-dried at room temperature and filtered through a 2-mm 
mesh sieve for this analysis. Soil pH was measured using a glass combination electrode with a soil-to-water ratio 
of 1:2.526. Soil organic carbon (SOC) was measured by dichromate oxidization27 and total nitrogen (TN) deter-
mined by the Kjeldahl digestion method, as previously described28. Available potassium (AK) and phosphorus 
(AP) were detected by a modified resin extraction and the ammonium acetate method, respectively29,30. Soil 
nitrate N (NO3

−) and ammonium N (NH4
+) were extracted by 2 M KCL solution (1:5, w/v) for 30 min, and the 

concentrations of NO3
− and NH4

+ were measured using a flow injection auto-analyzer (AA III, Seal Analytical, 
Norderstedt, Germany)31.

Soil DNA extraction and PCR amplification. Total DNA in each soil sample was extracted by using 
a FastDNA Spin Kit for soil (MP, Santa Ana, USA), according to the manufacturer’s protocol. The quality and 
concentration of extracted DNA extracted was checked and detected using a NanoDrop 2000 (Thermo Scientific, 
Wilmington, USA), and DNA integrity verified by 1% agarose gel electrophoresis.

The primer pairs ITS1F (5′-CTTGGTCATTTAGAGGAAGTAA-3′) and ITS2R (5′-GCTGCGTTCTTCATCGA 
TGC-3′) were used to amplified the ITS regions of the extracted DNAs. The PCR reaction system consisted of 
2 μl of 2.5 mM dNTPs, 0.8 μl of ITS1F and ITS2R primers (5 μM), 0.2 μl of rTaq Polymerase, 0.2 μl of BSA, 10 ng 
of DNA template, 2 μl of buffer, with ddH2O added to a final volume of 20 μl. The PCR program was run on a 
thermocycler PCR system (ABI GeneAmp 9700, Foster, United States) as follows: denaturation at 95 °C for 3 min; 
35 cycles at 95 °C for 30 s, annealing at 55 °C for 30 s, and extension at 72 °C for 45 s; ending with an extension at 
72 °C for 10 min. All PCR products were detected by 2% agarose gel electrophoresis and recovered by the AxyPrep 
DNA Gel Extraction Kit (Axygen, Union City, USA).

Illumina MiSeq sequencing and data processing. The barcoded PCR products were used to construct 
MiSeq libraries with the TruSeqTM DNA Sample Prep Kit (Illumina, San Diego, USA) according to the manu-
facturer’s instructions. These libraries were then paired-end (2×300) sequenced on an Illumina MiSeq platform 
(Illumina, San Diego, USA) by the Majorbio Co. Ltd., Shanghai. All obtained sequences were deposited into the 
NCBI Sequence Read Archive (SRA) to receive accession numbers.

Raw sequence data were then assembled by the FLASH program and filtered using Trimmomatic soft-
ware32,33. Raw data that contained an N base, or had an average quality score <20 and sequence length <50 bp 
were discarded.

Bioinformatic and statistical analysis. Operational taxonomic units (OTUs) with 97% similarity cutoff 
were clustered using UPARSE software, and their taxonomy analyzed with the RDP classifier using the Unite 
database, with a 70%-confidence threshold applied.

Several alpha diversity indices—Sobs, Shannon-Weaver, Simpson’s 1-D, ACE, Chao 1, and coverage—were 
calculated and used to evaluate the richness and diversity of the soil fungal community. The Wilcoxon rank-sum 
test was used to analyze alpha diversity. Principal coordinate analysis (PCoA) was used to capture and convey 
significance differences in fungal community compositions among all fertilization regimes. Unweighted unifrac 
was used to calculate the distance metric and PERMANOVA was used for the statistical analysis. To identify 
differences and quantify how much fungal abundance changed among the different treatments, the linear discri-
minant analysis Effect Size (LEfSe) was used with a linear discriminant analysis (LDA) score > 2. The assump-
tions of a normal distribution and homogeneity of variance of the data were checked, then significant differences 
among treatments in their effects on soil and fungi response variables were investigated with one-way ANOVAs 
and Duncan’s multiple range test for post hoc comparisons in SAS v9.1.3 (SAS Institute Inc., Cary, NC, USA), for 
which a P value <0.05 was considered significant.

Results
Soil properties after long-term fertilization. Long-term (32 years) fertilization led to stark differences 
in soil properties under the different fertilization regimes (Table 1). Compared with the control, all three fertili-
zation regimes significantly improved soil AP and NO3

−, but the combination of 1/2 chemical fertilizer and 1/2 
organic manure and organic manure treatments significantly reduced soil pH and increased soil TN, SOC, AP, 
AK, and NO3

−. By contrast, chemical fertilizer treatment was similar to the control in its effects, except upon 
AP and NO3

−. Among the three fertilization regimes, the combination of 1/2 chemical fertilizer and 1/2 organic 
manure, as well as organic manure treatments, significantly increased soil TN, SOC, AP and NO3

− compared 
with chemical fertilizer treatment; however, soil C:N ratio was negligibly affected by manure inputs. Applying 
only organic manure significantly improved SOC, AP, AK, and NO3

−, but reduced NH4
+ content in soil when 

compared with the combined application of chemical and manure fertilizer.

fungal α-diversity analysis. Illumina MiSeq sequencing and data processing generated 1, 832, 804 
sequences in total from the 16 soil samples, averaging 262 bp in length. All obtained sequences were depos-
ited into SRA under the accession number SRR8942689. All the sequences were clustered into 1, 344 OTUs 

https://doi.org/10.1038/s41598-020-64227-6


4Scientific RepoRtS |         (2020) 10:7198  | https://doi.org/10.1038/s41598-020-64227-6

www.nature.com/scientificreportswww.nature.com/scientificreports/

based on 97% similarities, of which 743, 706, 702, and 731 OTUs were obtained from the control, chemical 
fertilizer, organic manure, and combination of 1/2 chemical fertilizer and 1/2 organic manure treatment groups, 
respectively.

Treatment pH value TN SOC NH4
+ NO3

− AP AK C:N

CK 8.71 ± 0.06a 0.78 ± 0.13a 6.57 ± 1.21a 6.64 ± 2.20a 1.20 ± 0.39a 4.38 ± 0.77a 65.65 ± 6.93a 8.43 ± 0.38a

MF 8.48 ± 0.08b 1.25 ± 0.12b 10.97 ± 1.10b 11.80 ± 2.42b 10.02 ± 1.98b 103.58 ± 21.79b 78.12 ± 4.10b 9.28 ± 2.01ab

CM 8.42 ± 0.04b 1.59 ± 0.28b 16.07 ± 1.52c 7.07 ± 1.55a 20.84 ± 3.78c 186.10 ± 14.34c 148.41 ± 24.02c 10.25 ± 1.35b

CF 8.58 ± 0.08ab 0.88 ± 0.12a 7.72 ± 0.63a 6.29 ± 2.65a 4.64 ± 1.87d 31.38 ± 2.45d 82.85 ± 12.42ab 8.88 ± 0.54ab

Table 1. Soil properties after long-term (32 years) fertilization. TN: total N (g kg−1); SOC: soil organic carbon 
(g kg−1); AP: available P (mg kg−1); AK: available K (mg kg−1). Different letters in the column represent 
significant differences (P < 0.05) according to Duncan’s multiple range test.

Figure 2. Soil fungal alpha diversity analysis of different fertilization regimes using six indexes. (A) Sobs, (B) 
Shannon-Weaver, (C) Simpson’s 1-D, (D) ACE, (E) Chao, and (F) Coverage. Statistical differences were analyzed 
by the Wilcoxon’s rank-sum test. The x-axis represents different fertilization treatments; y-axis indicates the 
index at the genus level. CK, no chemical fertilizer or organic manure; CF, chemical fertilization; CM, organic 
manure fertilization; MF, combination of 1/2 CF and 1/2 CM. *P < 0.05.
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Six indices were used for evaluating fungal community richness and diversity in soil (Fig. 2). They revealed 
that fungal diversity differentially changed after long-term fertilization, in that the organic manure treatment 
group had higher Simpson’s 1-D and Shannon-Weaver indices than the control, indicating that organic manure 
inputs promoted soil fungal diversity. Yet no significant differences in fungal species richness were detected 
according to the Sobs, Chao, and ACE indices, indicating similar effects from the fertilization regimes on fungal 
communities in this soil.

fungal β-diversity analysis. PCoA was used to analyze the fungal community structure of each treatment. 
The PERMANOVA had a P-value of 0.001, which demonstrated that a significance difference existed among dif-
ferent treatments. The principal coordinates 1 (PCo1 axis) and 2 (PCo2 axis) respectively explained 19.97% and 
9.96% of the variance in soil fungal community structures (Fig. 3). According to this PCoA ordination, control 
plots located to the left, clearly separated from the chemical fertilizer, organic manure, and combination of 1/2 
chemical fertilizer and 1/2 organic manure plots which clustered to the right; this indicated fungal community 
structure had changed significantly after fertilization. Nonetheless, organic manure and the combination of 1/2 
chemical fertilizer and 1/2 organic manure plots clustered together to the right bottom part of the ordination 
space, which suggested their soils harbored more similar fungal community structures. Conversely, chemical fer-
tilizer plots were located in the right upper part, well separated from organic manure and the combination of 1/2 
chemical fertilizer and 1/2 organic manure treatment groups, thus indicating the adding of manure to soil could 
change its fungal community structure.

Fungal community composition. The phylum taxa (>1%) were similar across the four treatments, in 
being dominated by Ascomycota (64.0–70.8%), followed by unclassified_k_fungi (12.6–20.5%), Zygomycota 
(7.6–18.5%), and Basidiomycota (1.6–6.0%). Apparently, none of the fertilization regimes affected the fungal 
community composition at the phylum level, but the abundance of Zygomycota in the organic manure treatment 
was higher than the other three groups (Fig. 4A). A similar situation was evident at the taxon level of class, in that 
the same seven dominant classes appeared: Sordariomycetes (35.4–48.4%), unclassified_k_fungi (12.6–20.1%), 
unclassified_p_Ascomycota (5.7–25.1%), norank_p_Zygomycota (7.6–18.4%), Dothideomycetes (5.1–7.9%), 
Agaricomycetes (1.3–5.9%), and Eurotiomycetes (0.9–3.1%). However, the abundance of Sordariomycetes was 
higher in the three fertilization regimes compared with the control (Fig. 4B).

Fungal community composition showed conspicuous significant differences among treatments when exam-
ined at the genus level. In addition, the dominant fungal genera also differed (Fig. 4C) among them as fol-
lows: in the control soil, Ascomycota (25.1%) was most dominant, followed by unclassified_k_fungi (20.1%), 
Sordariomycetes (8.77%), Mortierella (7.5%), and Fusarium (6.1%). In chemical fertilizer treatment soil, the 
dominant genus was instead unclassified_k_fungi (18%), followed by Ascomycota (12.7%), Mortierella (9.4%), 
Sordariomycetes (6.5%), and Humicola (6.2%). Under the organic manure treatment, however, the dominant 
genus was Mortierella (18.4%), then unclassified_k_fungi (15.6%), Chaetomiaceae (8.7%), Sordariomycetes 
(6.1%), and Pseudallescheria (5.9%). For the combination of 1/2 chemical fertilizer and 1/2 organic manure treat-
ment soil, its dominant genus was unclassified_k_fungi (12.6%), not unlike under the chemical fertilizer treat-
ment, followed by Ascomycota (10.7%), Mortierella (10.1%), Pseudallescheria (8.6%), and Chaetomiaceae (7.7%). 
Hence, fertilization dramatically influenced both fungal community composition and abundance compared with 
the control, but this effect depended on the fertilization regime applied. Moreover, adding organic manure to soil 
was found to increase the abundance of Penicillium, Pseudallescheria, Microascales, and Scedosporium.

The LEfSe analysis (based on an LDA score > 2) detected 1 phylum, 4 classes, 12 orders, 17 families, and 32 
genera in all treatments (Fig. 5). Fungal composition at the genus level differed among the four treatments, in 

Figure 3. Principal coordinates analysis (PCoA) of soil fungal communities at the OTU level among different 
fertilization regimes. The x- and y-axis each represent variance in soil fungal community structures. CK, 
no chemical fertilizer or organic manure; CF, chemical fertilization; CM, organic manure fertilization; MF, 
combination of 1/2 CF and 1/2 CM.
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that the control contained 9 genera (unclassified_p_Ascomycota had the highest LDA score); chemical fertilizer 
treatment contained just 3 genera, with Pyrenochaeta receiving the highest LDA score; organic manure treat-
ment contained the most genera, with 12, of which Mortierella had the highest LDA score, and: combination of 
1/2 chemical fertilizer and 1/2 organic manure treatments had 8 genera with the highest LDA score assigned to 
Pseudallescheria.

Figure 4. Soil fungal community composite analysis under three taxon levels among different fertilization 
regimes. (A) Phylum level, (B) Class level, (C) Genus level. X-axis represents the abundance of fungal 
community composite; Y-axis means different fertilization treatments. CK, no chemical fertilizer or organic 
manure; CF, chemical fertilization; CM, organic manure fertilization; MF, combined 1/2 CF and 1/2 CM.
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Discussion
Soil fungal alpha and beta diversity was significantly altered by the three main fertilization regimes. Compared 
with the control, the application of organic manure strongly shaped soil fungal diversity, a result consistent with 
previously reported findings34–37. In our study, the Shannon-Weaver and Simpson’s 1-D indexes of fungal alpha 
diversity were significantly affected by applying organic manure and the combination of 1/2 chemical fertilizer 
and 1/2 organic manure treatments to soil (Fig. 2). This effect could be due to the organic manure, since it can 
improve the quantity of SOC, which is necessary for local fungal growth. Additionally, organic manure contains 
abundant nutrients, which could promote fungi growth, leading to the marked improvements in soil fungal diver-
sity found after organic manure fertilization.

However, not all long-term fertilization regimes were able to significantly alter soil fungal diversity. The chem-
ical fertilizer alone also influenced on soil fungal diversity when compared with the control, but the difference 
between them in this effect was not significant (Fig. 2). This result agrees with Yao38, who found that fertilization 
with chemical fertilizer had a negligible influence on fungal diversity in soils of a degraded arid steppe, and this 

Figure 5. Linear discriminant analysis Effect Size (LEfSe) analysis of a taxonomic cladogram at five taxon 
levels among different fertilization regimes. Circles from the inside to outside of the cladogram represent fungal 
community at phylum, class, order, family and genus levels. Red, blue, green, and purple coloring represent the 
four fertilization treatments; yellow circles at each taxon level denotes a fungal community not significantly 
different among the four fertilization regimes. CK, no chemical fertilizer or organic manure; CF, chemical 
fertilization; CM, organic manure fertilization; MF, combination of 1/2 CF and 1/2 CM.
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phenomenon was reported for acid tea-garden soil39. The most plausible explanation for this trivial effect from 
chemical fertilization is that only slightly changes soil basic properties, especially its pH value and SOC that are 
known to be essential for higher fungal diversity40. We found neither markedly changed by the chemical fertilizer 
treatment, further suggesting fungal diversity in fluvo-aquic soil was not affected by chemical fertilization. Beta 
diversity analysis showed that fertilization could remarkably influence the fungal community composition com-
pared with control, which could be explained by the extra carbon and nitrogen sources supplemented by chemical 
fertilizer and organic manure. Compared with single chemical fertilization, single organic manure fertilization 
and the combination of 1/2 chemical fertilizer and 1/2 organic manure fertilization induced a more similar fungal 
community composition, perhaps because of the higher SOC content in the organic manure treatment. The SOC 
content has been reported as the dominant factor in determining the fungal community composition41,42.

Different fertilization regimes played vital roles in shaping soil fungal community composition. At the phylum 
level, this composition was similar among the three fertilization regimes, with fungal communities dominated by 
Ascomycota, unclassified_k_Fungi, Zygomycota and Basidiomycota. That Ascomycota was most dominant in all 
fertilization regimes is consistent with other reports, which indicated that fluvo-aquic soil of North China Plain 
is favorable for Ascomycota growth. However, the abundance of unclassified_k_Fungi was lower in the organic 
manure and combination of 1/2 chemical fertilizer and 1/2 organic manure treatments compared with the con-
trol and chemical fertilizer treatment, probably because organic manure fostered the population growth of other 
phyla capable of using it a substrate for propagation.

At the class level, fungal community composition among all the fertilization regimes was mostly uniform. 
Although the most dominant class in each was Sordariomycetes, the abundance of Sordariomycetes in the 
chemical fertilizer, organic manure, and combination of 1/2 chemical fertilizer and 1/2 organic manure treat-
ments exceeded the control, perhaps because of sufficient nutrition from fertilizer beneficial for Sordariomycetes 
growth43. In addition, Eurotiomycetes were more abundant in the organic manure and combination of 1/2 chem-
ical fertilizer and 1/2 organic manure treatments than in either the control or chemical fertilizer treatment, and 
its abundance was correlated with N concentration, suggesting that higher N in soil may favor Eurotiomycetes44. 
This interpretation is supported by the fact total N content in manure-fertilized soil was higher than in chemical 
fertilization, as well as no fertilization.

At the genus level, dominance was not similar among the fertilization regimes. Fusarium is the fungal patho-
gen most responsible for causing major damage to wheat and maize production45–48. Its abundance in the control 
and chemical fertilizer treatment was higher than in organic manure and combination of 1/2 chemical fertilizer 
and 1/2 organic manure treatments, suggesting that manure applications could reduce the risk of crop disease 
caused by Fusarium. Compared with the control and chemical fertilizer treatment, Penicillium was more abun-
dant in both organic manure and chemical fertilizer treatments; this genus can promote the growth of wheat 
and maize plants, and improve the environmental stress tolerance of both crops49–51. Our results imply organic 
manure fertilization possesses the potential to enhance the growth and stress tolerance of these two staple crops.

Soil fungal community composition and diversity was found to be closely related to soil properties, which 
in turn are altered by different fertilization regimes52–54. Among these properties, the soil pH value is a crucial 
factor5,24. Commonly, nitrogen fertilizer retains hydrogen (H+) into the soil, which could lead to a decreased pH 
value in soil55–57. However, in our long-term experiment, the chemical fertilization N, P, and K elements were 
balanced inputs, so no excess hydrogen was stored in the experimental plots’ soil14,58,59. Evidence for the lower 
soil pH value phenomenon was found under the organic manure fertilization regimes, as chemical fertilizer and 
combination of 1/2 chemical fertilizer and 1/2 organic manure treatments had lower pH values than control. This 
could be explained if organic manure promoted the abundance of fungi that can produce organic acids. The genus 
Mortierella, which is capable of acid production, was found more abundant under organic manure fertilization 
than in the control, and so it might have driven the pH value lower in plots with organic manure added60,61.

SOC is another crucial property of soil that could influence its fungal community composition and diver-
sity54,62,63. Higher SOC content in soil could provide enough carbon sources for soil microbial’ growth, thereby 
influencing microbial community composition and diversity under higher SOC inputs64. The SOC content under 
chemical fertilization was unchanged relative control soil, but it was considerably enhanced by manure fertili-
zation (organic manure and combination of 1/2 chemical fertilizer and 1/2 organic manure treatments); their 
improved SOC contents over the other treatments arose from the manure component added. Due to higher 
SOC in organic manure fertilization, its fungal community composition and diversity was significantly altered 
compared with that of the chemical fertilizer or control. Moreover, fungi such as Penicillium could increase the 
biomass of crops. If so, their crop residues would have been greater than those under control and chemical ferti-
lizer treatments, which is another argument for the enhanced SOC content65,66.

Excessive application of phosphorus risks environmental pollution. Reportedly, the threshold concentration 
for phosphorus application is 30 mg kg−1; when this is exceeded in soil, there is an augmented risk of phospho-
rus entering groundwater via soil runoff and drainage, resulting in phosphorus pollution67. In our study, all the 
fertilization regimes led to significantly increased available phosphorus contents, but the single application of 
organic manure generated the highest value, of 186.1 mg kg−1, more than 6 times the threshold concentration 
above. Hence, single organic manure fertilization greatly elevates the risk of phosphorus pollution in fluvo-aquic 
soil. Both organic manure and combination of 1/2 chemical fertilizer and 1/2 organic manure treatments exhib-
ited similar fungal community composite and diversity, but the available phosphorus content in the combination 
of 1/2 chemical fertilizer and 1/2 organic manure treatment was significantly lower than in the organic manure 
treatment. For this reason, we recommend the combined 1/2 chemical fertilizer and 1/2 organic manure fertiliza-
tion, coupled to reductions in phosphorus content in chemical fertilizers, as an ideal regime in future agricultural 
applications.

In conclusion, on the North China Plain, long-term (32-years) fertilization significantly altered key soil 
properties, as well as soil fungal diversity and community composition, under different fertilization regimes. In 
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particular, the use of organic manure treatments (i.e., the organic manure and combination of 1/2 chemical fer-
tilizer and 1/2 organic manure treatments) was able to dramatically influence soil properties, namely by increas-
ing TN, SOC, AP and NO3

− (compared with the control). Furthermore, applying organic manure remarkably 
enhanced soil fungal diversity and community composition compared with the control, an effect that chemical 
fertilization could not achieve. Finally, compared with the control and chemical fertilizer treatment, applying 
organic manure reduced the abundance of soil-born fungal pathogens such as Fusarium, suggesting its use (as 
organic manure alone or in the treatment combination of 1/2 chemical fertilizer and 1/2 organic manure) could 
impair soil-born fungal diseases.

Data availability
All obtained sequences data were deposited into SRA under the accession number SRR8942689.

Received: 11 December 2019; Accepted: 9 April 2020;
Published: xx xx xxxx

References
 1. Cui, Z. et al. On-farm evaluation of winter wheat yield response to residual soil nitrate-N in North China Plain. Agron. J. 100, 

1527–1534 (2008).
 2. Wang, J., Wang, E., Yang, X., Zhang, F. & Yin, H. Increased yield potential of wheat-maize cropping system in the North China Plain 

by climate change adaptation. Climatic Change 113, 825–840 (2012).
 3. Yin, C. et al. Different denitrification potential of aquic brown soil in Northeast China under inorganic and organic fertilization 

accompanied by distinct changes of nirS- and nirK-denitrifying bacterial community. Eur. J. Soil. Biol. 65, 47–56 (2014).
 4. Yang, Y., Zhang, H., Qian, X., Duan, J. & Wang, G. Excessive application of pig manure increases the risk of P loss in calcic cinnamon 

soil in China. Sci. Total. Env. 609, 102–108 (2017).
 5. Xie, W. et al. Long-term effects of manure and chemical fertilizers on soil antibiotic resistome. Soil. Biol. Biochem. 122, 111–119 

(2018).
 6. Chen, L. et al. Effects of straw amendment and moisture on microbial communities in Chinese fluvo-aquic soil. J. Soil. Sediment. 14, 

1829–1840 (2014).
 7. Berry, P. M. et al. Is the productivity of organic farms restricted by the supply ofavailable nitrogen? Soil. Use Manage 18, 248–255 

(2002).
 8. Miao, Y., Stewart, B. & Zhang, F. Long-term experiments for sustainable nutrient management in China. A review. Agron. Sustain. 

Dev. 31, 397–414 (2011).
 9. Xin, X., Zhang, J., Zhu, A. & Zhang, C. Effects of long-term (23 years) mineral fertilizer and compost application on physical 

properties of fluvo-aquic soil in the North China Plain. Soil. Res. 156, 166–172 (2016).
 10. Ellis, E. C. & Wang, S. M. Sustainable traditional agriculture in the tai lake region of China. Agr. Ecosyst. Env. 61, 177–193 (1997).
 11. Guo, S. et al. Effects of Long-term Application of Chemical Fertilizer on Food Production and Soil Quality Attributes. Res. Soil. 

Water Conserv. 10, 16–22 (2003).
 12. Diacono, M. & Montemurro, F. Long-term effects of organic amendments on soil fertility. A review. Agron. Sustain. Dev. 30, 401–422 

(2010).
 13. Gao, C., Sun, B. & Zhang, T. Sustainable nutrient management in Chinese agriculture: challenges and perspective. Pedosphere 16, 

253–263 (2006).
 14. Hati, K. M., Swarup, A., Dwivedi, A. K., Misra, A. K. & Bandyopadhyay, K. K. Changes in soil physical properties and organic carbon 

status at the topsoil horizon of a vertisol of central India after 28 years of continuous cropping, fertilization and manuring. Agr. 
Ecosyst. Env. 119(1), 127–134 (2007).

 15. Yadav, R., Dwivedi, B., Prasd, K., Tomar, O. & Shurpali, P. Yield trends, and changes in soil organic-C and available NPK in a long-
term rice–wheat system under integrated use of manures and fertilisers. Field Crop. Res. 68, 219–246 (2000).

 16. Lin, Z., Zhao, B., Liang, Y. & Bing-So, H. Effects of organic manure and fertilizers long-term located application on soil fertility and 
crop yield. Sci. Agricultura Sin. 42, 2809–2819 (2009).

 17. Zhao, F. Long-term experiments at Rothamsted experimental station: introduction and experience. J. Nanjing Agric. Univ. 35, 
147–153 (2012).

 18. Wang, Z., Liu, Y., Zhao, L., Zhang, W. & Liu, L. Change of soil microbial community under long-term fertilization in a reclaimed 
sandy agricultural ecosystem. PeerJ. 7, e6497, https://doi.org/10.7717/peerj.6497 (2019).

 19. Bittman, S., Forge, T. A. & Kowalenko, C. Responses of the bacterial and fungal biomass in a grassland soil to multi-year applications 
of dairy manure slurry and fertilizer. Soil. Biol. Biochem. 37, 613–623 (2005).

 20. Bowles, T. M., Acosta-Martínez, V., Calderón, F. & Jackson, L. E. Soil enzyme activities, microbial communities, and carbon and 
nitrogen availability in organic agroecosystems across an intensively-managed agricultural landscape. Soil. Biol. Biochem. 68, 
252–262 (2014).

 21. Liu, J. et al. Long-term nitrogen fertilization impacts soil fungal and bacterial community structures in a dryland soil of loess plateau 
in China. J. SoilSedimen 18, 1632–1640 (2018).

 22. Ma, M. et al. Responses of fungal community composition to long-term chemical and organic fertilization strategies in Chinese 
Mollisols. Microbiologyopen. 7, e00597, https://doi.org/10.1002/mbo3.597 (2018a).

 23. Sun, R. et al. Fungal community composition in soils subjected to long-term chemical fertilization is most influenced by the type of 
organic matter. Env. Microbiol. 18, 5137–5150 (2016).

 24. Nie, S. et al. Fungal communities and functions response to long-term fertilization in paddy soils. Appl. Soil. Ecol. 130, 251–258 
(2018).

 25. Zhang, Q. et al. Effects of different organic manures on the biochemical and microbial characteristics of albic paddy soil in a short-
term experiment. PLoS One 10, e0124096, https://doi.org/10.1371/journal.pone.0124096 (2015).

 26. Ai, C. et al. Different roles of rhizosphere effect and long-term fertilization in the activity and community structure of ammonia 
oxidizers in a calcareous fluvo-aquic soil. Soil. Biol. Biochem. 57, 30–42 (2013).

 27. Walkley, A. & Black, I. A. An examination of the Degtjareff method for determining soil organic matter, and a proposed modification 
of the chromic acid titration method. Soil. Sci. 37, 29–38 (1934).

 28. Bremner, J. M. & Mulvaney, C.S. Nitrogen-total. In: Page, A. L., Miller, R. H., Keeney, D. R. (Eds.), Methods of Soil Analysis. Part 2. 
Chemical and Microbiological Properties. ASA, Soil Science Society of America, pp. 595–624 (1982).

 29. Hedley, M. J. & Stewart, J. W. B. Method to measure microbial phosphate in soils. Soil. Biol. Biochem. 14, 377–385 (1982).
 30. Helmke, P. A. & Sparks, D. L. Lithium, sodium, potassium, rubidium and cesium. In: Sparks, D.L. (Ed.), Methods of Soil Analysis 

Part 3: Chemical Methods. Soil Science Society of America, pp. 551–574 (1996).
 31. Gu, L. M. et al. Nitrate leaching of winter wheat grown in lysimeters as affected by fertilizers and irrigation on the north china plain. 

J. Integr. Agr. 14, 374–388 (2015).
 32. Edgar, R. C. UPARSE: highly accurate OTU sequences from microbial amplicon reads. Nat. Methods. 10, 996–998 (2013).

https://doi.org/10.1038/s41598-020-64227-6
https://doi.org/10.7717/peerj.6497
https://doi.org/10.1002/mbo3.597
https://doi.org/10.1371/journal.pone.0124096


1 0Scientific RepoRtS |         (2020) 10:7198  | https://doi.org/10.1038/s41598-020-64227-6

www.nature.com/scientificreportswww.nature.com/scientificreports/

 33. Magoc, T. & Salzberg, S. L. FLASH: fast length adjustment of short reads to improve genome assemblies. Bioinformatics. 27, 
2957–2963 (2011).

 34. Kang, Y. et al. Impacts of supplementing chemical fertilizers with organic fertilizers manufactured using pig manure as a substrate 
on the spread of tetracycline resistance genes in soil. Ecotox Env. Safe 30, 279–288 (2016).

 35. Li, L. et al. Microbial composition and diversity are associated with plant performance: a case study on long-term fertilization effect 
on wheat growth in an Ultisol. Appl. Microbiol. Biot. 101, 4669–4681 (2017).

 36. Ma, M. et al. Chronic fertilization of 37 years alters the phylogenetic structure of soil arbuscular mycorrhizal fungi in Chinese 
Mollisols. AMB. Express 8, 57 (2018b).

 37. Zhu, C. et al. Impacts of fertilization regimes on arbuscular mycorrhizal fungal (AMF) community composition were correlated 
with organic matter composition in maize rhizosphere soil. Front. Microbiol. 7, 010840, https://doi.org/10.3389/fmicb.2016.01840 
(2016).

 38. Yao, L. et al. Effects of fertilizations on soil bacteria and fungi communities in a degraded arid steppe revealed by high through-put 
sequencing. PeerJ 6, e4623, https://doi.org/10.7287/peerj.4623v0.1/reviews/2 (2018).

 39. Ji, L. et al. Effect of different fertilizer regimes on the fungal community of acidic tea-garden soil. Acta Ecologica Sin. 38, 8158–8166 
(2018).

 40. Geisseler, D. & Scow, K. M. Long-term effects of mineral fertilizers on soil microorganisms- A review. Soil. Biol. Biochem. 75, 54–63, 
https://doi.org/10.1016/j.soilbio.2014.03.023 (2014).

 41. Liu, D., Wang, H. L., An, S. S., Bhople, P. & Davlatbekov, F. Geographic distance and soil microbial biomass carbon drive 
biogeographical distribution of fungal communities in Chinese Loess Plateau soils. Sci. Total. Environ. 660, 1058–1069 (2019).

 42. Liu, J. J. et al. Soil carbon content drives the biogeographical distribution of fungal communities in the black soil zone of northeast 
China. Soil. Biol. Biochem. 83, 29–39 (2015).

 43. Ding, J. et al. Structure of soil fungal communities under long-term inorganic and organic fertilization in black soil of Northeast 
China. J. Plant. Nutr. Fertilizer 23, 914–923 (2017).

 44. Zhou, J. et al. Thirty four years of nitrogen fertilization decreases fungal diversity and alters fungal community composition in black 
soil in northeast China. Soil. Biol. Biochem. 95, 135–143 (2016).

 45. Hao,G. et al. Fusarium graminearum arabinanase (Arb93B) enhances wheat head blight susceptibility by suppressing plant 
immunity. MolPlant Microbe. In, https://doi.org/10.1094/MPMI-06-18-0170-R (2019).

 46. Rosa Junior, O. F. et al. Fumonisin production by Fusarium verticillioides in maize genotypes cultivated in different environments. 
Toxins 11, E215, https://doi.org/10.3390/toxins11040215 (2019).

 47. Serajazari, M., Hudson, K., Kaviani, M. & Navabi, A. Fusarium graminearum chemotype-spring wheat genotype interaction effects 
in type I and II resistance response assays. Phytopathology 109, 643–649 (2019).

 48. Tagele, S. B., Kim, S. W., Lee, H. G. & Lee, Y. S. Potential of novel sequence type of Burkholderia cenocepacia for biological control of 
root rot of maize (Zea mays L.) caused by Fusarium temperatum. Int. J. Mol. Sci. 20, E1005, https://doi.org/10.3390/ijms20051005 
(2019).

 49. Anisimov, M. M., Chaikina, E. L., Smetanina, O. F. & Yurchenko, A. N. Influence of the metabolites of the marine algicolous fungus 
Penicillium sp. on seedling root growth of agricultural plants. Nat. Prod. Commu 11, 1261–1262 (2016).

 50. Ikram, M. et al. IAA producing fungal endophyte Penicillium roqueforti Thom., enhances stress tolerance and nutrients uptake in 
wheat plants grown on heavy metal contaminated soils. PLoS One. 13, e0208150, https://doi.org/10.1371/journal.pone.0208150 
(2018).

 51. Yin, Z. et al. Phosphate solubilization and promotion of maize growth by Penicillium oxalicum P4 and Aspergillus niger P85 in a 
calcareous soil. Can. J. Microbiol. 61, 913–923 (2015).

 52. Beauregard, M. S. & Hamel, C. Atul-Nayyar & St-Arnaud, M. Long-term phosphorus fertilization impacts soil fungal and bacterial 
diversity but not AM fungal community in alfalfa. MicrobEcol 59, 379–389 (2010).

 53. Qin, H. et al. Long-term fertilizer application effects on the soil, root arbuscular mycorrhizal fungi and community composition in 
rotation agriculture. Appl. Soil. Ecol. 89, 35–43 (2015).

 54. Sul, W. J. et al. Tropical agricultural land management influences on soil microbial communities through its effect on soil organic 
carbon. Soil. Biol. Biochem. 65, 33–38 (2013).

 55. Guo, J. H. et al. Significant acidification in major Chinese croplands. Science. 327, 1008–1010 (2010).
 56. Malhi, S., Nyborg, M. & Harapiak, J. T. Effects of long-term fertilizer-induced acidification and liming on micronutrients in soil and 

in bromegrass hay. Soil. Res. 48, 91–101 (1998).
 57. Schroder, J. L. et al. Soil acidification from long-term use of nitrogen fertilizers on winter wheat. Soil. Sci. Soc. Am. J. 75, 957–964 

(2011).
 58. Pan, Y. et al. Impact of long-term N, P, K, and NPK fertilization on the composition and potential functions of the bacterial 

community in grassland soil. FEMS Microbiol. Ecol. 90, 195–205 (2014).
 59. Radulov, I., Berbecea, A., Sala, F., Crista, F. & Lato, A. Mineral fertilization influence on soil pH, cationic exchange capacity and 

nutrient content. Res. J. Agric. Sci. 43, 160–165 (2011).
 60. Han, X., Wang, F., Wang, F. & Zhou, W. Effect of long-term organic manure application on crop yield and fertility of black soil. Agric. 

Res. Arid. Areas 28, 66–71 (2010).
 61. Li, J. et al. Soil microbial community structure and function are significantly affected by long-term organic and mineral fertilization 

regimes in the north China plain. Appl. Soil. Ecol. 96, 75–87 (2015).
 62. Birkhofer, K. et al. Long-term organic farming fosters below and aboveground biota: implications for soil quality, biological control 

and productivity. Soil. Biol. Biochem. 40, 2297–2308 (2008).
 63. Liu, J. et al. Soil carbon content drives the biogeographical distribution of fungal communities in the black soil zone of northeast 

China. Soil. Biol. Biochem. 83, 29–39 (2015).
 64. Liebel, H. T., Bidartondo, M. I. & Gebauer, G. Are carbon and nitrogen exchange between fungi and the orchid Goodyera repens 

affected by irradiance? Ann. Bot. 115, 251–261., https://doi.org/10.1093/aob/mcu240 (2015).
 65. Blair, N., Faulkner, R. D., Till, A. R., Korschens, M. & Schulz, E. Long-term management impacts on soil C, N and physical fertility: 

Part I: Broadbalk experiment. Soil. Res. 91, 30–38 (2006).
 66. Glendining, M. J. et al. The effects of long-term applications of inorganic nitrogen fertilizer on soil nitrogen in the Broadbalk Wheat 

Experiment. J. Agr. Sci. 127, 347–363 (1996).
 67. Xi, B. et al. Long-term phosphorus accumulation and agronomic and environmtal critical phosphorus levels in Haplic Luvisol soil, 

northern China. J. Integr. Agr. 15, 200–208 (2016).

Acknowledgements
This work was supported by the National Key Research and Development Program of China (2016YFD0200400), the 
National Science and Technology Support Program of China (2015BAD23B02), the earmarked fund for Modern 
Agro-industry Technology Research System (No.CARS-3-2-18), and Youth Funding of Beijing Technology and 
Business University (PXM2019_014213_000007).

https://doi.org/10.1038/s41598-020-64227-6
https://doi.org/10.3389/fmicb.2016.01840
https://doi.org/10.7287/peerj.4623v0.1/reviews/2
https://doi.org/10.1016/j.soilbio.2014.03.023
https://doi.org/10.1094/MPMI-06-18-0170-R
https://doi.org/10.3390/toxins11040215
https://doi.org/10.3390/ijms20051005
https://doi.org/10.1371/journal.pone.0208150
https://doi.org/10.1093/aob/mcu240


1 1Scientific RepoRtS |         (2020) 10:7198  | https://doi.org/10.1038/s41598-020-64227-6

www.nature.com/scientificreportswww.nature.com/scientificreports/

Author contributions
Y.C.W., H.Y.L. and Z.A.L. conducted the experiment. L.Y., J.K.X. and Y.Q.L. analyzed the results. Y.C.W. and Z.B.S. 
wrote the manuscript. B.Q.Z., Z.A.L. and Z.B.S. conceived the experiment, analyzed the results and reviewed the 
manuscript.

competing interests
The authors declare no competing interests.

Additional information
Correspondence and requests for materials should be addressed to B.-Q.Z. or Z.-B.S.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2020

https://doi.org/10.1038/s41598-020-64227-6
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Long-term fertilization alters soil properties and fungal community composition in fluvo-aquic soil of the North China Plai ...
	Materials and Methods
	Field site. 
	Experimental design and soil sampling. 
	Soil properties analysis. 
	Soil DNA extraction and PCR amplification. 
	Illumina MiSeq sequencing and data processing. 
	Bioinformatic and statistical analysis. 

	Results
	Soil properties after long-term fertilization. 
	Fungal α-diversity analysis. 
	Fungal β-diversity analysis. 
	Fungal community composition. 

	Discussion
	Acknowledgements
	Figure 1 Annual total precipitation (mm) and annual air mean temperature (°C) collected from January 1986 through December 2019, in Yucheng city, China.
	Figure 2 Soil fungal alpha diversity analysis of different fertilization regimes using six indexes.
	Figure 3 Principal coordinates analysis (PCoA) of soil fungal communities at the OTU level among different fertilization regimes.
	Figure 4 Soil fungal community composite analysis under three taxon levels among different fertilization regimes.
	Figure 5 Linear discriminant analysis Effect Size (LEfSe) analysis of a taxonomic cladogram at five taxon levels among different fertilization regimes.
	Table 1 Soil properties after long-term (32 years) fertilization.




