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Abstract: Pomegranate (Punica granatum L.) is one of the most important fruit trees in semi-arid land.
Previous studies were primarily focused on soil microbial community composition under different
pomegranate plantation managements. However, soil microbial community composition under long-
term pomegranate plantation has rarely been studied. We investigated pomegranate plantation along
with an age sequence (i.e., 1, 3, 5, and 10 years after pomegranate plantation; abbreviated by P1, P3, P5,
P10, respectively) in the Middle Yellow River floodplain. Our objectives were to address (1) variations
of soil physicochemical properties and (2) changes in soil microbial community composition and the
influential factors. The results demonstrated that the soil water content of pomegranate plantation
decreased with the increase of pomegranate plantation stand age. Specifically, dissolved organic carbon,
ammonium, and available phosphorus increased significantly with stand age both at 0–10- and 10–20-
cm soil depths. The P10 had the highest microbial phospholipid fatty acid (PLFA) profiles, including
fungi, bacteria, Gram-positive bacteria, Gram-negative bacteria, and arbuscular mycorrhizal fungi. The
ratio of fungal PLFAs to bacterial PLFAs increased and the ratio of Gram-positive to Gram-negative
bacterial PLFAs decreased along the pomegranate plantation stand age. Dissolved organic carbon was
the most important influential factor among the studied variables, which explained 42.2% variation of
soil microbial community. In summary, the long-term plantation of pomegranate elevated soil microbial
biomass and altered microbial community composition.

Keywords: available phosphorus; bacteria; dissolved organic carbon; fungi; pomegranate plantation;
plant stand age; Yellow River

1. Introduction

As an important edible fruit species, pomegranate (Punica granatum L.) has been
emerged as an important cash crop in the arid and semi-arid regions in recent years [1,2].
For example, Chinese pomegranate industry production reached 1.70 million tons in 2017.
The pomegranate tree, a cultural crop, is considered tolerant to soil water deficits [3].
It has been widely planted in the semi-arid regions of China, more broadly in the Middle
Yellow River floodplain during recent years. Pomegranate plantation has profound impacts

Diversity 2021, 13, 408. https://doi.org/10.3390/d13090408 https://www.mdpi.com/journal/diversity

https://www.mdpi.com/journal/diversity
https://www.mdpi.com
https://orcid.org/0000-0003-4533-1615
https://doi.org/10.3390/d13090408
https://doi.org/10.3390/d13090408
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://doi.org/10.3390/d13090408
https://www.mdpi.com/journal/diversity
https://www.mdpi.com/article/10.3390/d13090408?type=check_update&version=2


Diversity 2021, 13, 408 2 of 14

on soil physicochemical properties, especially soil microorganisms that are sensitive to
pomegranate plantation [4,5].

Soil microorganisms are integral parts of ecosystems, which play vital roles in nu-
trient availability in plant production systems. Availability of limiting nutrients such as
nitrogen (N) and phosphorus (P) are attributed to symbiotic relationships between plants
and microbes [6]. Numerous microbes present in rhizosphere interact either positively or
negatively with plants. These interactions influence the nutrient dynamics on plant growth
and development [7,8]. Besides, specific plant–microbe interactions including recruitment
into rhizosphere, persistence, function, and turnover could enhance agricultural crop
productivity [9]. Microbial diversity can support ecosystem functions such as plant produc-
tivity [10,11]. Soil microbial communities have key roles in supporting services like organic
matter transformation [11], aggregate stability [12], and enzyme activity [13,14] to support
and sustain the plant growth. For instance, symbiotic relationships between arbuscular
mycorrhizal fungi (AMF) and plant roots enable phosphate accessibility away from the root
surface to overcome the phosphorus deficiency problems. Introduction of pomegranate
plantation can alter the soil microbial community [15], whereas the effects of pomegranate
plantation stand age on the soil microbial community need to be more explored.

Many factors, including soil type [9], ecosystem type [16], land-use type [17], and
human activity [18] can influence microbial community composition and activity. For in-
stance, soil temperature and moisture influence the soil microbial community composition
by altering substrate availability [11]. Similarly, soil organic carbon (SOC), available N, and
soil pH have substantial influence on microbial structure [19,20]. Long-term plantation
may influence soil physicochemical properties, directly leading to changes in soil microbial
community composition. For example, long-term crop mulching in persimmon orchards
changes both soil properties and bacterial relative abundance and composition [21]. Al-
though the initial soil conditions are similar, the microbial community may shift over
time under long-term plantation. A 35-year long-term restoration study showed that
afforestation significantly increased SOC and total N, while bacterial species richness
and phylogenetic diversity declined [22]. The changes of soil physicochemical properties
under long-term plantation resulted in the shifts of microbial community composition.
For example, long-term hybrid poplar plantation resulted in lower SOC mineralization that
favored fungal community growth rather than bacterial community growth [23]. There-
fore, long-term plantation has the potential to shift the abundance of the soil microbial
community.

The analysis of phospholipid fatty acid profiles can depict the actual microbial com-
munity status, and it is a rapid and inexpensive technique to determine biomass and
community structure [24]. Lipids in microbe can be extracted from the soils by homoge-
nization and centrifugation. Samples were then redissolved in hexane solvent containing
nonadecanoic acid methyl ester as an internal standard and analyzed with a gas chro-
matograph [25]. In recent years, methods based on nucleic acid extraction and analyses
have often been preferred to PLFA analysis for studying microbial communities in environ-
mental samples. However, the PLFA method still holds several advantages above other
methods and may be even more sensitive in detecting shifts in the microbial community
structure when compared to nucleic acid base methods [26]. Based on these reasons, we
analyzed soil microbial communities using the PLFA method.

Stand age affects the cycling and supply of soil nutrients, directly leading to changes
in soil physicochemical properties and soil microbial communities. Significant research
has primarily focused on the soil properties under different managements in the planta-
tion [27–29], but the dynamics of microbial community under the same management along
plantation stand age is still not clear, especially in pomegranate plantation. To close these
knowledge gaps, we investigated the effects of pomegranate plantation of different stand
ages on soil physicochemical properties and soil microbial community composition in the
Middle Yellow River floodplain. We tried to address two specific questions: (1) Did micro-
bial community composition respond to the stand age of pomegranate plantation? (2) What
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were the underlying mechanisms influencing the responses of microbial community to the
stand age of pomegranate plantation in the Middle Yellow River floodplain?

2. Materials and Methods
2.1. Research Site

This study was conducted in the Yellow River Floodplain Ecosystems Research Station
(34◦59′65′ ′ N, 113◦25′05′ ′ E, 100 m a.s.l), Henan Province, China. It is located on the point of
demarcation of the middle and lower reaches of the Yellow River (Figure 1a). The climate
is the monsoon dry climate of medium latitudes. According to data recorded for the years
from 2010 to 2020 from the National Meteorological Information Center of China, the mean
annual average air temperate was 14.3 ◦C, ranging from −9.6 ◦C in January to 42.5 ◦C
in July. The mean annual precipitation was 631.4 mm, with 65% occurring from July to
September. The average annual frost-free period was 222 days, and the average annual
sunshine was 2322 h. The main soil type was classified as sandy soil. Mean soil bulk
density was 1.18 g/cm3, and the soil pH was around 8.0.
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Figure 1. The experimental sitemap illustrating the location of Henan Province, China. (a) Gray area
is the Yellow River basin and red line is the main channel of Yellow River. (b) The map demonstrates
the sample sites in the floodplain of the Middle Yellow River; yellow points represent sample sites;
pomegranate plantation for one year (P1), other names (P3; P5; P10) are in the same manner.

The experimental site for sampling had not been flooded by the Yellow River from the
completion of Xiaolangdi Project in 1997. Pomegranates were the staple economy plantation
in the floodplain. In the present study, four sites were selected, including P1 (pomegranates
stand age of 1 year), P3 (pomegranates stand age of 3 years), P5 (pomegranates stand age of
5 years), and P10 (pomegranates stand age of 10 years). As the entire studied site belonged
to one farmer, they received the same management including irrigation frequency and
irrigation rate, 1.5 t ha−1 inorganic fertilizer, and 3.0 t ha−1 organic fertilizer inputs every
year, and no-tillage and weed control. Pomegranate tree growth conditions and particle
size distribution of soil is shown in Table 1.

Table 1. Tree growth condition and particle size analysis in pomegranate plantations with an age
sequence of pomegranate plantation.

Stand
Age

Tree Growth Condition (cm) Particle Size Analysis (%)

Basal
Diameter Height Crown

Height
Crown
Width Clay Silt Sand

P1 1.43 128.90 93.62 33.02 0.44 70.10 29.46
P3 2.74 234.85 175.84 76.04 0.02 67.39 32.58
P5 7.57 215.87 154.04 101.01 0.05 71.91 28.04

P10 10.13 303.89 243.52 186.87 0.12 63.34 36.54



Diversity 2021, 13, 408 4 of 14

2.2. Sample Collection and Processing

Different pomegranate plantations of 1, 3, 5, and 10 years were chosen for sampling in
September 2020 (Figure 1b). For each plant stand age, we evenly divided each selected site
into five blocks. Three soil samples were taken and mixed in each block by a 4-cm diameter
soil drilling sampler at depths of 0–10, 10–20, and 20–30 cm. There were in total 60 mixed
soil samples. Visible roots and other debris were firstly removed from the soil samples.
Then the soil samples were passed through a 2-mm sieve. Each sample was divided into
two subsamples. One subsample was transported to the laboratory and stored at −20 ◦C in
a refrigerator for microbial analysis. Another subsample was used to measure soil physical
and chemical properties. Additionally, undisturbed soil samples were collected using a soil
corer (stainless steel cylinder of 100 cm3 in volume) to determine soil bulk density (BD).

Subsamples for soil BD analyses were oven-dried at 105 ◦C to a constant weight and
weighed. Soil particle size was measured by a particle size analyzer (Mastersizer 3000,
Malvern, UK). Soil water content (SWC, g of water per 100 g dry soil) was determined by
oven-drying (ZXRD_A7230, Zhicheng, Shanghai, China) at 105 ◦C to a constant weight,
and weighed. Soil pH was determined on two subsamples from each depth, using a 2.5:1
ratio of deionized water/air-dried soil and measured by a pH meter (PB-10, Sartorius,
Germany). Dissolved organic carbon that extracted with 0.5 M K2SO4 of fresh soil sample
was measured with a TOC analyzer (vario TOC cube, Elementar, Germany). Ammonium
(NH4-N) and nitrate (NO3-N) (2 M of KCl as an extractant) of fresh soil sample were
measured with a flow injection autoanalyzer (Westco Model 200, Smart Chem, France).
The available phosphorus (AP) of dry soil sample was extracted with 0.5 M of NaHCO3
following the measurement by Bell and Doisy method [30] with a UV Spectrophotometer
(UV-1900, Daojin, Japan).

2.3. Phospholipid Fatty Acid Analysis

The soil microbial community was characterized using phospholipid fatty acids
(PLFAs) analysis. The separation and purification of PLFAs were performed as described
by Bossio and Scow [31]. The fatty acid fractions of PLFAs were analyzed separately on a
gas chromatograph with a flame ionization detector (FID) (GC6890, Agilent Technologies,
Bracknell, UK) by automatic injection of aliquots. For each sample, different PLFAs were
considered be the representative of different groups of soil microorganisms [32]. The fatty
acid concentration was taken as an indicative of total biomass and calculated based on
Abaye’s research [33]. The abundance of individual fatty acids was determined as relative
nmol per g of dry soil and standard nomenclature was used [34].

Characteristic fatty acids were grouped into biomarkers for the following microbial
groups: Gram-positive bacteria (GP) (15:0, i15:0, a15:0, i16:0, a16:0, a17:0, i17:0, a18:0) [35,36];
Gram-negative bacteria (GN):(16:1 ω7c, cy17:0, cy19:0, 18:1 ω6c, 18:1 ω7c, 17:1 ω8c);
bacteria (B) (i15:0, a15:0, 15:0, i16:0, 16:1 ω7c, i17:0, a17:0, cy17:0, cy19:0, 17:1 ω8c, 18:1 ω7c);
and fungi (F) (16:1 ω5c, 18:1 ω9c, 18:2 ω6,9c) [25,35,37]; AMF (6:1 ω5c, 18:1 ω9c, 18:2
ω6,9c) [24,36].

2.4. Statistical Analysis

The data were examined for normality and log- or cubed- or root-converted to satisfy
the assumptions for statistical analysis. We used one-way analysis of variance (ANOVA)
with an LSD test to analyze the differences of soil physical (BD, SWC) and chemical
characteristics (pH, DOC, NH4-N, NO3-N, AP) in pomegranate plantation with different
standing ages and soil depths. Two-way ANOVA was used to test the statistical significance
of plantation standing age, soil depths, and their interactions on soil microbial community
changes (total PLFAs, bacterial PLFAs, fungal PLFAs, F/B ratios, GP bacterial PLFAs,
GN bacterial PLFAs, GP/GN ratios, and AMF PLFAs). Pearson correlations analysis was
performed among microbial communities and soil physicochemical properties. Difference
was significant at the 0.05 level. These statistical analyses were carried out with SPSS 20
(SPSS, Inc., Chicago, IL, USA). Redundancy analysis (RDA) was performed to quantify the
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correlations between soil microbial community and soil property variables using Canoco
5.0 (Microcomputer Power, American, www.microcomputerpower.com).

3. Results
3.1. PLFAs for Microbial Community

There were significant effects of pomegranate plantation stand age on total microbial
PLFAs (16.82, 24.22, 30.78, 39.51 nmol g−1 for P1, P3, P5, and P10 at 0–10 cm, 10.02, 13.61, 16.32,
18.70 nmol g−1 at 10–20 cm, respectively; p < 0.05; Figure 2a; Table S1). Total PLFAs, bacterial
PLFAs (GP bacterial PLFAs and GN bacterial PLFAs), fungal PLFAs, and AMF PLFAs were
significantly higher in P10 than either P1 or P3 at 0–10 cm soil depth (p < 0.05), with increases of
134.89%, 128.87% (115.10% and 131.62%), 177.13%, and 166.61%, respectively in P10 compared
to P1. No significant difference was found between P3 and P5 for total PLFAs, bacterial PLFAs
(GP bacterial PLFAs and GN bacterial PLFAs), fungal PLFAs, and AMF PLFAs. Total PLFAs,
bacterial PLFAs, fungal PLFAs, GP bacterial PLFAs, GN bacterial PLFAs, and AMF PLFAs at
0–10 cm were significantly greater than at 10–20- or 20–30-cm soil depths, but no significant
difference was found between 10–20- and 20–30-cm soil depths (p < 0.05) (Figures 2a–c and
3a,b,d; Table S1).
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Figure 2. Soil total PLFAs (a), bacterial PLFAs (b), fungal PLFAs (c), and F/B ratios (d) in different
soil depths (0–10, 10–20, and 20–30 cm) under pomegranate plantation of different years. Values
followed by a different uppercase letter are significant difference (p < 0.05) between different years in
the same soil depth; values followed by a different lowercase letter are significant difference between
three soil depths in the same year. (P1, pomegranate plantation for 1 year; other names (P3; P5; P10)
are in the same manner; error values are mean ± standard error; n = 5).
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Figure 3. GP bacterial PLFAs (a), GN bacterial PLFAs (b), GP/GN: the ratio of GP bacterial PLFAs
to GN bacterial PLFAs (c), AMF PLFAs: arbuscular mycorrhizal fungal PLFAs (d) in pomegranate
plantation of different years at different soil depths (0–10, 10–20, and 20–30 cm). (Values followed by
a different uppercase letter are significant difference (p < 0.05) of different years in same soil depth;
values followed by a different lowercase letter are significant difference of three soil depths in same
year. P1, pomegranate plantation for 1 year; other names (P3; P5; P10) are in the same manner; error
values are mean ± standard error; n = 5).

The ratio of fungal PLFAs to bacterial PLFAs increased significantly along plantation
stand age both at 0–10 and 10–20 cm, but not at 20–30 cm (Figure 2d; Table S1). GP/GN ratios
(the ratio of GP bacterial PLFAs to GN bacterial PLFAs) at 0–10 cm in P1 and P3 were higher
than P5 and P10 (p < 0.05), but P5 and P10 were significantly higher than P1 and P3 at 20–30
cm (Figure 3c). Two-way ANOVA showed that total PLFAs, fungal PLFAs, bacterial PLFAs,
GP bacterial PLFAs, GN bacterial PLFAs, AMF PLFAs, and the F/B ratio (the ratio of fungal
PLFAs to bacterial PLFAs) increased significantly along plantation stand age (p < 0.01), and
GP/ GN ratio increased at 0–10-cm soil depth (p < 0.05, Table 2; Figure 4).

All PLFAs and the F/B ratio increased significantly along the stand age of pomegranate
plantations and had a significant difference at 0–10-cm soil depth (Table S1). Besides, the
GP/GN ratio decreased at 0–10 cm (p < 0.05), but increased at 20–30-cm soil depth (p < 0.05)
(Figures 2 and 3; Table 2). The interaction between pomegranate plant ages and soil depths
was significant (p < 0.01) except GP bacterial PLFAs (Table 2).
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Table 2. Statistical significance of the effects of stand ages, soil depths and their interactions on soil
properties and soil microbial communities (two-way ANOVA).

Stand Age (S) Depth (D) S × D

BD NS - -
SWC 10.179 *** NS NS
pH 17.218 *** 10.360 *** 8.956 ***

DOC 7.835 *** 15.172 *** 3.872 **
NH4-N 62.039 *** NS NS
NO3-N 8.572 *** NS NS

AP 124.783 *** 101.777 *** 41.197 ***
Total PLFAs 10.008 *** 38.887 *** 3.214 **

Bacterial PLFAs 9.579 *** 36.743 *** 3.045 *
Fungal PLFAs 12.489 *** 34.215 *** 4.403 **

F/B ratio 5.199 ** 28.114 *** 5.532 ***
GP bacterial PLFAs 12.073 *** 23.820 *** NS
GN bacterial PLFAs 7.952 *** 56.704 *** 4.403 **

GP/GN ratio 4.701 ** 40.835 *** 6.798 ***
AMF PLFAs 10.029 *** 51.315 *** 4.875 **

Note: S = stand age; D = depth; NS = not significant; * p < 0.05; ** p < 0.01; *** p < 0.001; number = F values, n = 5.
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Figure 4. Pearson correlation coefficients (r) between soil microbial PLFAs and soil physicochemical
properties at 0–10 cm soil in pomegranate plantation of different years. (Total: total PLFAs; GN:
Gram-negative bacterial PLFAs; GP: Gram-positive bacterial PLFAs; B: bacterial PLFAs; F: fungal
PLFAs; AMF: arbuscular mycorrhizal fungal PLFAs; GP/GN: the ratio of Gram-positive bacterial
PLFAs to Gram-negative bacterial PLFAs; F/B: the ratio of fungal PLFAs to bacterial PLFAs; BD: bulk
density; SWC: soil water content; DOC: dissolved organic carbon; AP: available phosphorus; Blue
color represents positive correlation; red color represents negative correlation; bubble sizes represent
the values of r).

3.2. Soil Physicochemical Properties and Relationships with Soil Microbial PLFAs

Plant stand age did not affect BD at 0–10-cm soil depth (Table 3). SWC, soil pH, DOC,
NH4-N, NO3-N, and AP differed significantly with different pomegranate plantation stand
ages. Soil pH, DOC, and AP differed significantly between different soil depths (Table 3). Soil
pH and DOC in P5 and P10 were significantly lower than P1 and P3 at the same soil depth
(p < 0.05). Soil pH was the highest at 20–30 cm and the lowest at 0–10 cm across the various
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plant ages. The P1 had the highest pH in all pomegranate plantations, with a downward trend
on soil pH along the increasing of pomegranate plantation stand age at 0–10 cm (p < 0.001).
DOC content at 0–10 cm in P10 significantly increased to 100.40 ± 6.65 mg kg−1 (p < 0.05)
compared to P1 (62.09± 6.64 mg kg−1), P3 (54.78± 4.27 mg kg−1) and P5 (72.69± 4.69 mg k −1,
Table 3). NH4-N in P5 and P10 were significantly higher than either P1 or P3 in all soil depths
(p < 0.05). Remarkably, P5 had the lowest NO3-N content compared to other treatments in
all soil depths. Mean AP increased along the plantation stand age from 7.25 to 123.53, 5.55 to
46.46, 4.74, to 12.21 mg kg−1 at 0–10, 10–20, and 20–30-cm soil, respectively.

The Pearson correlation analysis showed that total PLFAs, bacterial PLFAs, fungal
PLFAs, GP bacterial PLFAs, GN bacterial PLFAs, and AMF PLFAs were positively corre-
lated to DOC, NH4-N, AP, and negatively correlated to soil pH (p < 0.05). The ratio of
GP bacterial PLFAs to GN bacterial PLFAs was positively related to SWC (p < 0.05), soil
pH (p < 0.01), NO3-N (p < 0.05), and negatively related to NH4-N and AP (p < 0.05). The
ratio of fungal PLFAs to bacterial PLFAs was positively related to DOC, NH4-N, and AP
(p < 0.01), negatively related to SWC, pH (p < 0.01, p < 0.05, Figure 4).

There were significant relationships between soil microbial PLFAs and environment
variables (BD, SWC, pH, DOC, NH4-N, NH3-N, and AP) at 0–10-cm soil depth (Figure 5).
All seven environmental variables explained 56.6% of the total variability in the microbial
PLFAs. The RDA analysis showed that axis 1 was mainly related to DOC which explained
55.86% of the variance, and the RDA axis 2 was mainly related to NO3-N which explained
0.58%. The composition of soil microbial community at 0–10-cm soil depth was significantly
related to DOC, which explained 42.20% variations of soil microbial community. DOC
contributed 74.60% in all environmental variables (F = 10.09, p = 0.004; Figure 5).
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Figure 5. Redundancy analysis (RDA) results of PLFA profiles for the soil samples used seven
microbial PLFAs and seven environmental variables in 0–10-cm soil. (P1, P3, P5, P10 represent soil
microbial PLFAs in pomegranate plantation of 1, 3, 5, 10 years, respectively; DOC: dissolved organic
carbon; AP: available phosphorus; BD: bulk density; SWC: soil water content; Total: total PLFAs;
B: bacterial PLFAs; F: fungal PLFAs; F/B: the ratio of fungal PLFAs to bacterial PLFAs; GP: Gram-
positive bacterial PLFAs; GN: Gram-negative bacterial PLFAs; GP/GN: the ratio of Gram-positive
bacterial PLFAs to Gram-negative bacterial PLFAs; AMF: arbuscular mycorrhizal fungal PLFAs).
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Table 3. Changes of soil BD, SWC, pH, DOC, NH4-N, NO3-N, and AP in different soil depths along an age sequence of pomegranate plantation (ANOVA).

Depth (cm) Stand Age BD (kg/m3) SWC (%) pH DOC (mg kg−1) NH4-N (mg kg−1) NO3-N (mg kg−1) AP (mg kg−1)

0–10

P1 1.21 ± 0.04A 14.73 ± 2.06Aa 8.10 ± 0.05Aa 62.09 ± 6.64BCa 3.76 ± 0.03Ba 19.16 ± 4.62ABa 7.25 ± 0.92Ca
P3 1.15 ± 0.03A 13.31 ± 2.14Aa 7.97 ± 0.03Bb 54.78 ± 4.27Ca 3.76 ± 0.03Ba 22.23 ± 1.94Aa 5.77 ± 0.65Ca
P5 1.21 ± 0.03A 8.97 ± 0.72Ba 7.88 ± 0.04Bc 72.69 ± 4.69Ba 3.91 ± 0.05Aa 8.85 ± 2.18Ba 64.85 ± 5.37Ba

P10 1.17 ± 0.04A 9.06 ± 0.77Ba 7.87 ± 0.03Bb 100.40 ± 6.65Aa 3.99 ± 0.02Aa 13.61 ± 3.07ABa 123.53 ± 7.14Aa

10–20

P1 - 15.11 ± 2.01Aa 8.20 ± 0.05Aa 56.05 ± 3.38ABa 3.72 ± 0.02Ba 17.40 ± 2.31Aa 5.55 ± 1.02Ca
P3 - 14.21 ± 1.35ABa 8.11 ± 0.04ABab 49.90 ± 2.50Ba 3.67 ± 0.01Bb 20.73 ± 1.60Aab 6.16 ± 1.02Ca
P5 - 10.96 ± 0.74BCa 8.03 ± 0.03Bb 67.59 ± 2.81Aa 3.91 ± 0.03Aa 9.19 ± 1.64Bab 31.59 ± 5.66Bb
P10 - 9.43 ± 0.73Ca 8.04 ± 0.04Bab 66.43 ± 4.92Ab 3.88 ± 0.06Aa 13.87 ± 0.48ABa 46.46 ± 5.35Ab

20–30

P1 - 17.17 ± 2.18Aa 8.24 ± 0.04Aa 47.86 ± 4.55Aa 3.70 ± 0.03Ba 17.78 ± 0.92Aa 4.74 ± 0.46Ba
P3 - 16.04 ± 0.88Aa 8.16 ± 0.03Aa 54.52 ± 1.29Aa 3.68 ± 0.02Bb 13.02 ± 2.74ABb 5.82 ± 0.55Ba
P5 - 10.70 ± 1.11Ba 8.21 ± 0.01Aa 54.21 ± 1.82Ab 3.89 ± 0.02Aa 7.90 ± 1.44Bb 15.15 ± 1.57Ab
P10 - 8.47 ± 0.83Ba 8.09 ± 0.08Ba 51.84 ± 2.76Ac 3.97 ± 0.06Aa 11.30 ± 0.83ABa 12.21 ± 1.83Ac

Note: All data are presented as mean ± standard error. Different uppercase letters indicate the significant differences (p < 0.05) among the different years in same soil depth, lower-case letters indicate the
significant differences (p < 0.05) among the different soil depths in same year. (P1: pomegranate plantation of one year, other names (P3; P5; P10) are in the same manner; n = 5).
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4. Discussion
4.1. Soil Properties in Pomegranate Plantation

Our study revealed that DOC, NH4-N, and AP enhanced significantly (p < 0.05) at 0–10-
and 10–20-cm soil depths along the pomegranate plantation stand age (p < 0.05). At 20–30-cm
soil depth, NH4-N and AP were significantly larger in P5 and P10 compared to P1 or P3
(p < 0.001; Table 3). Pomegranate plantation stand age had positive effects on soil nutrient
availability in the Yellow River floodplain. Long-term plantation influenced soil properties by
litter decomposition, rhizosphere secretions, and accumulation of fertilization [23]. For example,
a study from a long-term apple orchard showed that organic carbon and available N and P
content increased along the plant stand age [38]. The increase of soil organic carbon also was
found in a long-term tea plantation [39]. Fertilization inputs can also improve soil nutrient
availabilities [40]. Moreover, the long-term (21 years) experiment revealed that fertilization in
plantation improved organic carbon, soil available nitrogen, and available phosphorus [21].
Under same fertilization management, soil physicochemical properties were influenced widely
by litter decomposition, rhizosphere secretions along enhancement of aboveground ground
biomass (Table 1).

The SWC significantly decreased with increasing pomegranate stand age (Table 3).
An investigation in apricot orchards had a similar result [41], where the soil water deficit
increased with orchard stand age. Moreover, mature jujube trees primarily utilized subsurface
water compared to young jujube trees [42]. Plantation canopy volume and yield increased
with stand age, which required the storage of a large amount of soil water throughout
the profile to meet increasing evapotranspiration demand [43]. Despite the same annual
irrigation scheme, the soil water content of pomegranate plantation decreased with the
increase of plantation stand age. Our results implied that the 10-year-old pomegranate trees
required more water and more efficient irrigation style, especially under the dry conditions
in the Yellow River floodplain.

4.2. Soil Microbial Communities and Influential Factors

Microbial activities have been shown as key indicators of soil quality. Therefore,
how the soil microbial communities change with stand age is a critical scientific aspect in
this man-made, long-term pure plantation. In our study, total microbial PLFAs, bacterial
PLFAs, and fungal PLFAs significantly increased along pomegranate plantation stand
ages (p < 0.01, Table 2). Some studies have documented that environmental factors have
important influences on microbial community biomass and structure [10,44,45]. Among all
factors, soil C availability may be a prime determinant of the diversification of soil microbial
community [5,46]. The significant difference of soil microbial PLFAs in pomegranate plant
stand age (p < 0.01) in our study mostly due to DOC. Furthermore, an experiment in
subtropical China showed that SOC, NH4-N and NO3-N were key factors affecting the
soil microbial community regardless of plantation types [47]. In a site with rich organic
carbon, microbial communities consistently exhibited the uniform distribution pattern
regardless of soil water content and soil depths [10]. We also observed the increase of
total PLFAs but NH4-N and NO3-N had no significant difference in different soil depths.
Altogether, DOC was the most important influential factor to soil microbial community.
We suggested that the higher microbial biomass in upper soil than deeper soil might also
related to DOC content.

Phosphorus availability was expected to affect soil microbial community. However,
redundancy analysis showed that P was not key factor to influence microbial biomass. In a
long-term experiment in grassland, microbial phosphorus content was positively related
to organic carbon but negatively related to organic phosphorus, suggesting that C and N
were the limiting factors affecting microbial growth and activity, whereas P was not [48].
In addition, soil microbes were insensitive to the elevated P availability in the spruce
plantation and P addition might increase soil microbial biomass mainly through improving
carbon availability [49]. In the other hand, phosphorus fertilization management reduced
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the biodiversity of AMF and showed a negative effect on AMF [50,51]. In our study, it was
not certain about the impact of available phosphorus on soil microbial community.

Fungal bacterial dominance is a widely used metric that has provided the means to
assess both the environmental impacts and the functional implications of soil microbial
communities. Physical disturbance (tillage effect), soil nutrient, soil pH, soil microclimate
and other factors influenced the fungal: bacterial dominance [35,52,53]. As fungal and
bacterial PLFAs significantly increased 177.13% and 128.68% with pomegranate plantation
stand age (Figure 2b,c), the ratio of fungal PLFAs to bacterial PLFAs enhanced significantly
(Figure 2d). Fungi typically exhibited a hyphal growth form, but most bacteria are present
as individual cells. Less tillage and no-tillage management could result in less tissue
damage for fungi [54]. Fungal community might have much more biomass along the
plantation stand ages under no-tillage management. The extent of increased fungal PLFAs
was more related the arbuscular mycorrhizal fungal PLFAs (166.61%). These points indicted
that the increase of fungal PLFAs was mainly due to the increase of arbuscular mycorrhizal
fungal community. The ratio of fungi to bacteria was positively related to DOC and NH4-N
(p < 0.01), and negatively related to SWC (p < 0.01) and pH (p < 0.05) in the person analysis.
Bossuyt et al. had reported the bacterial activity was more sensitive to low availability
of C and N than fungi, while fungi preferred low quality substrates (high C: N) [12].
We observed the ratio of available C to available N had been increased, and the fungal
community might have had higher activity than the bacterial community. In general, it was
proposed that fungi would exhibit fewer of responses to changes in moisture than bacteria
because their chitinous cell walls make fungi more resistant and resilient to changes in
moisture [55]. In addition, the relative higher fungal activities were found under warmer
and drier environments and bacterial activities under colder and moister environments [56].
The lower SWC values in P5 and P10 were more beneficial to fungal community activities.
Variation of soil pH in a wide range could influence fungal community and bacterial
community biomass [57,58]. Soil pH decreased from 8.20 to 7.87 in our study which might
conduct a weak influence on F/B ratio. Thus, we believed that the increased ratio of fungi
to bacteria was due to more labile carbon and more AMF community biomass. Higher
AMF community activities can not only improve the adaptation of pomegranate to drought
environment, but also promote nutrient absorption and increase crop yield.

GP bacterial PLFAs and GN bacterial PLFAs increased along the pomegranate stand
age at 0–10 cm, but GP/GN ratio increased at 20–30 cm soil depth (Figure 3a–c). Kramer
and Gleiner [59] proposed that GN bacteria used more organic plant-derived C sources that
were generally labile, while GP bacteria used more soil organic matter-derived C sources
which were more recalcitrant. This point was verified by other similar studies [60,61]. The
increase of DOC and AMF PLFAs might demonstrate more soil organic plant-derived C,
which contributed to the decrease of the ratio of GP bacterial PLFAs to GN bacterial PLFAs
at 0–10 cm soil depth. Besides, a previous study suggested that GP bacteria might be more
drought tolerant than GN bacteria [62]. With the reduction of available water at 20–30-cm
soil depth under similar contents of DOC, the activity of GN bacteria was more sensitive
than GP bacteria. Less water sources might lead to the enhancement of the ratio of GP
bacteria to GN bacteria. In general, the effects of plantation stand ages on the ratios of GP
bacteria to GN bacteria varied among the three soil depths.

Our findings highlight that arbuscular mycorrhizal fungal PLFAs acted on the turnover
of soil nutrients in agricultural plantation, which was consistent with a previous study
that found the arbuscular mycorrhizal fungi were proved as major factor to the ecosystem
functioning [63]. Higher soil nutrient and arbuscular mycorrhizal fungal biomass based
on PLFAs profiles along the age sequence supported that pomegranate plantation was
beneficial to soil properties and soil microbes. PLFA analysis could reveal some but not
all information about microbial changes despite the rapid and extensive features. In the
case of changes in soil microbial communities, more advanced approaches, such as nucleic
acid base methods, can reveal specific population changes more accurately in the Yellow
River floodplain.
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5. Conclusions

In this study, we represented a comprehensive understanding of the effects of pomegranate
plantation stand age on the soil physicochemical properties and soil microbial community. The
results revealed that long-term pomegranate plantation elevated soil nutrient availability and
soil microbial PLFA contents. Long-term pomegranate plantation enhanced soil DOC, NH4-N,
AP, but caused soil water deficit. The ratios of fungi to bacteria and Gram-positive bacteria to
Gram-negative bacteria were significantly influenced by soil nutrient availability. Our work
not only provided evidence that microbial community PLFAs was affected by pomegranate
plantation stand age, but also indicated that DOC was the key factor in labile substrates affecting
microbial communities in pomegranate plantation in Yellow River floodplain. These results
would further advance our understanding regarding about long-term plantation affected soil
physicochemical properties and altered soil microbial communities in semi-arid region.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/d13090408/s1, Table S1: ANOVA of soil total PLFAs, bacterial PLFAs, fungal PLFAs, F/B ratios,
GP bacterial PLFAs, GN bacterial PLFAs, the ratio of GP bacterial PLFAs to GN bacterial PLFAs and
arbuscular mycorrhizal fungi (AMF) PLFAs in different soil depths (0–10 cm, 10–20 cm and 20–30
cm) under pomegranate plantation of same year (a) and in same depth under different years (b). (P1,
pomegranate plantation for 1 year; other names (P3; P5; P10) are in the same manner)
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