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Abstract: Robinia pseudoacacia is widely planted on the Loess Plateau as a strong drought-tolerant
and salt-tolerant species for vegetation restoration. However, this mode of pure plantation has
triggered great concern over the soil ecosystem. The aim of this study was to explore the effects of
the plantation on soil physiochemical properties, soil microorganisms, and the relationship between
them in Robinia pseudoacacia plantations of different ages. Four different ages of Robinia pseudoacacia
stands, including 10-year-old, 15-year-old, 25-year-old, and 40-year-old (abbreviated as Y10, Y15,
Y25, and Y40, respectively) were selected, and 20 soil physicochemical and biological indicators were
determined. The variation in soil microbial biomass was influenced by sampling depth, and consistent
with the variations in TN (soil total nitrogen) and SOC (soil organic carbon) during 25 years’ artificial
forestation. Soil moisture increased significantly at Y15 and then decreased at Y40 but other soil
properties remained relatively stable. The contents of phosphor lipid fatty acid (PLFA) of different
microbial groups followed the order of B (Bacteria) > G~ (Gram-negative) > G* (Gram-positive)
> A (Actinomycetes) > F (Fungi). The ratios of F/B (Fungi to Bacteria) and Sat/Mono (Saturated
PLFAs to Monosaturated PLFAs) of different ages of plantations showed a similar trend, i.e., declined
first, then rose, and declined again. The ratios of Cy/Pre (Cyclopropyl PLFAs to Precursor PLFAs) and
G*/G™ (Gram-positive to Gram-negative) of the soil of all ages of plantations showed a trend of slow
growth and a trend of rapid growth, respectively. Redundancy analysis showed that the contents
of individual PLFAs and total PLFA were positively correlated with SOC and TN, but variations of
soil PLFA ratios mostly depended on other soil properties. After artificial forestation, the ratios of
F/B and Sat/Mono were lower than before forestation, while the ratio of Cy/Pre varied with different
soil layers. The ratio of G*/G™ increased with the increase in afforestation time, peaking at the 25th
year. The contents of individual PLFAs and total PLFA may be sensitive indicators of SOC and TN
within 25 years’ plantation. Lower ratio of F/B and higher G*/G™ suggest that the sustainability of the
ecosystem is weaker and the fertility of the soil is lower after plantation of Robinia pseudoacacia.
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1. Introduction

Robinia pseudoacacia has a good growth performance under a wide variety of soil conditions,
and it has strong drought tolerance and salt tolerance [1]. Thus, R. pseudoacacia has been considered
a promising tree species for restoring vegetation, especially in arid and semi-arid area [2]. In the
1950s, R. pseudoacacia was first planted for ecological restoration on the Chinese Loess Plateau [3].
During the last few decades, R. pseudoacacia has been widely planted in this region. R. pseudoacacia
plantations have also been extensively constructed in Yan’an, where they have significantly improved
the ecosystem health and functions, and alleviated soil deterioration, while the primary function of
R. pseudoacacia plantations is reducing soil erosion in this region. In recent years, numerous studies
have been carried out to investigate the effects of R. pseudoacacia plantations on the vegetation structure,
soil properties and microbial biomass and activity [4—6]. It has been reported that R. pseudoacacia
plantations significantly increased the availability of soil nutrients and reduced soil bacteria richness,
and the diversity and richness of understory vegetation community decreased with restoration stage [7].
However, it remains unclear how soil microbial communities respond to changes in vegetation structure
and soil environments after R. pseudoacacia afforestation along a chronosequence.

Reforestation affects soil microbial community (SMC) structure [8], and microorganisms drive
biogeochemical cycles and regulate the function of ecosystems [9,10]. Unlike agricultural systems,
forests have to depend on microbial-mediated processes rather than external available nutrient
inputs to sustain the primary productivity [11]. Soil microbes are the most active components of
the soil ecosystem, they provide vital ecosystem services (e.g., food provision), actively participate
in transformation of soil organic matter, affect soil quality and alter ecosystem productivity [12].
The influencing factors of soil microorganisms are complex and changeable, but the composition of soil
microbial community is mainly influenced by plants and soil properties [13]. Vegetation constitutes
a key impact factor, mainly because of the differences in the environment brought about by plants
for soil microbes. Plants provide root exudates and litters that can be nutrient substrate for soil
microbes [14,15]. Afforestation can impact both fungal and bacterial community in soil, either directly
or indirectly [16]. Artificial plantation exerted greater influence on soil fungal community than natural
restoration [17]. Generally speaking, fungi are K-strategists (oligotrophic categories), while bacteria
are r-strategists (copiotrophic categories) [18-20]. Meanwhile, soil microbial communities in forests
respond to changes in environments (e.g., it causes synergistic or antagonistic effects on plants), but the
types of microorganisms and their specific responses differ among forest ecosystems of different stand
ages [16,21]. The effects of plant-soil interactions can shift the nutrient cycling and energy flow of
forest soils of different stand ages. With the increase of forest age, litter and root exudates will impact
the physicochemical properties of the soil, in which the microorganisms are located, thus affecting
the SMC [22,23]. Hence, soil microorganisms are regarded as sensitive indicators of soil ecosystem
assessments [24].

In this research, soil samples were collected from areas with a chronosequence of 10, 15, 25 and
40 years’ Robinia pseudoacacia stands. It was hypothesized that the changes in chronosequence would
affect soil properties and SMC, including soil microbial biomass and community. Therefore, we aimed
to (i) illustrate the evolution of SMC along the chronosequence, and (ii) study the relationships among
SMC, soil properties, and soil microorganisms.

2. Materials and Methods

2.1. Research Area and Soil Sampling

The experiment was conducted in Yan’an City, which has a continental monsoon climate with an
annual temperature of 7.7-10.6 °C, an average annual rainfall of 550 mm, and 170 annual frost-free days.
There is serious soil and water losses in this area. The stands selected for this study have an average
elevation of 1327 m above sea level (Table 1). The soil of the selected stands is a typical loess soil,
which contains 63-73% silt and 17-20% clay. R. pseudoacacia, Pinus tabuliformis Carriére, and Platycladus
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orientalis (L.) Franco plantations are widespread in this area, and have contributed to a notable increase
in the vegetation coverage since the “Grain for Green” project which was launched in March 2000.
R. pseudoacacia is the predominant species for alleviating the soil deterioration in this region.

Sampling sites were set in the 10-year-old, 15-year-old, 25-year-old, and 40-year-old R. pseudoacacia
plantations (Y10, Y15, Y25, and Y40), and the farmland (FL) was treated as the control in the study.
Maize (Zea mays) was grown in the farmland, and organic manure (cattle slurry) was applied at
120 t/hm? according to the local farming regime. Details of the sites are presented in Table 1. At each
site, four 50 m X 50 m sampling plots were established in June 2016. Six 1 m X 1 m (grass community)
and 5 m X 5 m (shrub community) quadrats were randomly set up in each plot to measure the
vegetation characteristics. Vegetation coverage, aboveground biomass, and maximum/mean height
were measured for each species separately. Soil samples of the 0-100 cm depth were collected at 10-cm
intervals. Since soil microbial abundance tends to be stable in the range of 40-100 cm, we only discuss
the physical and chemical properties of soil in the range of 0—40 cm. There were four repeating plots
for each site. The litter layer was removed before sampling. Seven cores of the same depth from each
plot were mixed as one composite sample. Visible roots in the soil samples were removed immediately
after the soil was sampled. A small part of each soil sample was stored at 4 °C for no longer than two
weeks before PLFA analysis, and the subsamples left were air dried and kept at room temperature
for physicochemical analysis. Meanwhile, soil samples used for determination of bulk density were
collected using the cutting ring method.

2.2. Measurements of Soil Physiochemical Properties

A handheld time-domain reflectometer (TDR, TRIME-PICO-IPH, Germany) was used to collect
soil moisture data from the quadrat. An automatic titrator (PHS-3C, INESA, Shanghai, China)
was employed to detect the pH of soil (soil: water (w:v) = 1:2.5). Soil organic carbon (SOC) was
determined with the wet digestion method. The semi-micro Kjeldahl method, in which a Kjeltec
8400 (FOSS, Denmark) is utilized, was used for total nitrogen (TNN) measurement. In detail, about
0.700 g air-dried soil and 1.85 g mixed catalyst (K;SO4:CuSO4:Se = 100:10:1) were digested in and 5 mL
H,S0, at 385 °C for 45 min, and then titrated with 0.02 M HCL. Ammonium nitrogen (NH;*-N) and
nitrate nitrogen (NO3™-N) were tested by a Seal Auto Analyser. Total phosphorus (TP) was detected
using melt-molybdenum, antimony, and scandium colorimetry, and available phosphorus (AP) was
measured by the Olsen method. For measurement of TP, 0.25 g air-dried soil was digested in 2 mL
HCLO4 and 3 mL H,SO4 at 120-130 °C for 60 min, and then diluted with deionized water to a final
volume of 50 mL. After overnight stratification of the digestion liquid, 5 mL of the supernatant was
taken, then 5 mL molybdenum antimony reagent was added, and deionized water was added to make
a final volume of 50 mL. Phosphorus concentration in the solution was determined at 700 nm on an
ultraviolet spectrophotometer (Hitachi UV2300). For determination of AP, 2.500 g air-dried soil with
50 mL 0.5 M NaHCOj3; and one spoon of non-phosphorus active carbon was shaken for 30 min at 25 °C
and filtered, then 10 mL of the filtrate was taken and 5 mL molybdenum antimony reagent was added,
and diluted with deionized water to 25 mL. Phosphorus concentration in the solution was measured at
700 nm on an ultraviolet spectrophotometer.
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Table 1. Location and aboveground characteristics of the Robinia pseudoacacia plantations.
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Forest Age (a)

Slope

Altitude (m)

Density (pl hm=2)

Height (m)

Diameter at Breast
Height (cm)

Undergrowth Vegetation

Vegetation
Coverage (%)

0 (FL?)

10

15

25

40

N bPE74°

E20°

Wi18°

SW16°

W18°

1205

1276

1338

1352

1342

NAc€

1600

2800

1500

1300

NA

69 +04

73+0.2

9.8 +£0.9

10.7 £ 0.3

NA

6.4 +0.5

69+0.3

153+ 1.6

173 £ 0.2

NA
Thalictrum aquilegiifolium,
Clematis ochotensis, Lespedeza
davurica, Periploca sepium
Stipa bungeana, Clematis
ochotensis, Melica scabrosa,
Artemisia sacrorum, Artemisia
capillaris, Periploca sepium
Melica scabrosa, Stipa bungeana,
Potentilla bifurca, Artemisia
indica, Rosa xanthina,
Ostryopsis davidiana, Syringa
oblate, Cotinus coggygria
Heteropappus altaicus, Stipa
bungeana, Artemisia indica,
Buxus sinica, Cotoneaster
acuminatus, Rosa hugonis,
Lonicera hispida

NA

55

65

85

80

: FL represents farmland. b: S: south, E: east, W: west, N: north. ¢: NA: not applicable. The scientific names of plant species need present in italics.
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2.3. PLFA Analysis

The modified Bligh-Dyer method was employed to extract soil microbial PLFAs [25,26]. Esterified
C19:0 was used as the internal standard. The total lipids were extracted from 5g soil oscillated with
a mixture of chloroform, methanol and citric acid buffer (1:2:0.8, v:v:v). An SPE silica gel column
(500 mg, 3 mL) was used to separate the lipids. An Agilent 7890N gas chromatographer was used to
analyze the PLFA composition after alkaline esterification. The PLFA profile was used for statistical
analysis of the types and quantities of soil microbes. The chromatographic conditions were as follows:
HP-5 capillary column (25 m x 200 um X 0.33 pm); sample volume, 2 uL; split ratio, 30:1; carrier
gas, Hy (30 mL-min~1); makeup gas (30 mL-min~1). MIDI Sherlock Microbial Identification System
(MID], Inc., Newark, NJ, USA) was used to analyze the PLFA contents of the fractions.

In this study, we used the formula (i/a/cyc)X: YwZ(c/t), with “X” standing for carbon atoms in the
main chain, “Y” standing for the number of unsaturated olefinic bonds, “w” standing for the distance
between the olefinic bond and the carboxyl group, “Z” standing for the position of the olefinic bond or
cyclopropane chain, “i” standing for the isomeric methyl branch, “a” standing for the former isomeric
methyl branch, “cy” standing for the cyclopropyl group, and suffixes “c” and “t” standing for cis and
trans isomers, respectively [27]. “Me” denotes methyl branches. The sum of PLFA characteristics
of bacteria (B), Gram-negative bacteria (G~), Gram-positive bacteria (G*), fungi (F), actinomycetes
(A), the saturated PLFAs (sat), the monosaturated PLFAs (mono), the cyclopropyl PLFAs (cy) and the
precursor PLFAs (pre) were explored as broad taxonomic microbial groupings (Table 2). The ratio of
saturated (sat) to monounsaturated (mono) PLFAs were utilized in combination with the ratios of the
sum of cyclopropyl PLFAs to the sum of their monoenoic precursors (cy17:0 + cy19:0)/(16:1w7 + 18:1w?7;
abbreviated as cy/pre) to indicate physiological or nutritional stress in bacterial communities (Table 2).

u
1

Table 2. PLFA biomarkers for calculating soil microbial biomass.

Microbe Type PLFA Biomarker Reference

Bacteria al4:0,i14:0,115:0, a15:0, al6:0, i16:0, 16:1w7c, 16:1w9c¢, i17:0, al17:0, 28]
cy17:0, 17:1w9c, i18:0, a18:0, 18:1w5c, 18:1w7c, 18:1w9c, cy19:0, i22:0

Actinomycetes 10Mel6:0, 10Mel7:1w7c, 10Mel8:1w7c, 10Me18:0, 10Me20:0 [29]

Gram-positive i14:0, i15:0, a15:0, 116:0, a16:0, i17:0, a17:0, 118:0, i22:0 [30]

Gram-negative 16:1w7c, 16:1w9¢, 17:1w9c, 18:1wbc, 18:1w7c, 18:1w9c, cy17:0, cy19:0 [30]

Fungi 18:2w6c, 18:2w9c [28,31]

Saturated PLFAs 12:0, 13:0, 14:0, 15:0, 16:0, 17:0, 18:0, 20:0 [32]
il6:1, 16:1wllc, 16:1w7c, 16:1wbc, 17:1w9c¢, al7:1, 17:1w8c, 18:1w9c,

Monosaturated PLFAs 18:1w7c, 18:1w5c, 11Mel8:1w7e [32]

Cyclopropyl PLFAs cy17:0, cy19:0 [33]

Precursor PLFAs 16:1w7c, 18:1w7c [33]

The contents of total and individual PLFAs were figured out according to the molar amount of the
internal standard C19:0. The absolute content of PLFAs (C/nmol‘g‘l) was calculated as: C = A;mg/(As-m),
with A; standing for the peak area of the i-th PLFA fraction, A standing for the peak area of the internal
standard, m; standing for the mass of the internal standard, and m standing for the mass of the soil
sample. The relative percentage of PLFAs was calculated as the percentage of the peak area of the i-th
PLFA to the total peak area.

2.4. Statistical Analysis

Excel 2007 and SPSS 20 for Windows (SPSS Inc, Chicago, IL, USA) were used to process, statistically
analyze and plot the data. A one-way analysis of variation (ANOVA) and a least significant difference
(LSD) multiple comparison (p < 0.05) were employed to assess how successional age affected soil
properties, microbial composition and diversity. To identify the most notable factors shaping PLFAs
and SMC, redundancy analysis (RDA) was utilized following Hellinger transformation of the PLFAs
data and standardization of environmental factor data using the Vegan package in R.
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3. Results

3.1. Soil Chemical Properties

SOC, TN, and AP increased substantially with increasing vegetation restoration years, especially
in Y40, and such positive effect of vegetation restoration gradually decreased with increasing soil depth
(Table 3). However, NH;"-N, NO3™-N, and C/N in soils of FL (farmland) were significantly higher
than those in soils of forests at all depths (p < 0.05), except for C/N in 20-30 cm. SOC, TN, and AP
contents were significantly higher in soils of 40-year-old R. pseudoacacia plantations than in soils of
other forests at all depths (p < 0.05), but NH;*-N, NO3~-N, and TP were not different among different
forest plantations (p < 0.05). SOC, TN, NH;*-N, NO3~-N, and TP contents were also abundant in soils
of the 25-year-old R. pseudoacacia plantations. SOC, TN, NH;*-N and NO3;™-N contents decreased
with increasing soil depth. The pH of the soil at five different sites varied slightly around alkalinity
(8.52—8.84). In all soil layers, soil moisture exhibited the highest value in the 15-year-old R. pseudoacacia
plantations at all depths except for at 30-40 cm. However, no apparent differences were observed for
soil bulk density (1.09-1.31 g.cm™2) and TP (0.50-0.66 g.kg™?).

3.2. Soil PLFAs Contents

Differences in microbial PLFAs contents have been found between the surface and subsurface
soils due to their various environments, that is, microbial diversity changed with vegetation restoration
years (Figure 1). Higher microbial diversity at the top layer could be due to better aeration and greater
nutrients availability, while the subsoil is depleted of oxygen and low substrate availability. Individual
PLFAs decreased markedly in the superficial layers (0—40 cm), whereas individual PLFAs tended to
be stable in deeper layers (40-100 cm). However, the microbial PLFAs contents of 16:0 and 18:1w9c
maintained a relatively high level with increasing soil depth in the FL. In general, the contents of
microbial PLFAs mainly concentrated at 0—40 cm. Therefore, we focused on analyzing changes in the
contents of PLFAs within the 040 cm soil layers.

PLFA content/(nmol.g ')

Depth/em

——i15:0

- ®-a15:0

—a—16:1W7¢
-n=16:0
——10Me 16:0

——i17:0

-+ -10Me 17:1 w7c
—a—18:0
———18:1W9c

-+ =18:1w7c

Figure 1. Soil PLFA content profiles of Robinia pseudoacacia plantations of different ages. Ten individual
PLFAs with relatively high levels in the 1-m soil profile were selected, and all of them were abundant at
all sites.
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Table 3. Physiochemical properties in soils of Robinia pseudoacacia plantations of different ages and at different depths (means + standard error).

7 of 18

Depth  Forest . o Bulk Densit socd _ NO3~-N NHy*-N _ AP
(cf:l) Stad pH Moisture (%) (@em-3) Y (kg1 TN (gkg™)  (nolg) (mgj(g_l) TP (g-kg1) (mg kg1 C/N
0-10 FL 8.63 + 0.05ns 11.8 +0.85P 131+ 0.05ns  7.81+031¢ 0.61+0.02¢ 6.83+0042 375+0442 077 +0.0lns 597+0523 10.53+0472
Y10® 875+0.05°ns 1079 +0.60P¢  1.16+0.09ns  594+048¢ 0.75+0.15¢ 221+040° 052+0.09°  053+0.1lns 227+072b¢ 918 +£0.65°¢
Y15 8.60 + 0.06ns 14.15+1.402 1.09 £0.09ns  6.89+024° 0.67+0.13¢ 147+051P 052+0.18°  0.66+020ns 204+0.78° 9.02+0.10¢
Y25 8.52 + 0.06ns 10.05 £ 1.12P 129 +0.10ns  13.86+035P 127+032> 192+128° 0.72+0.18P  0.61+0.02ns 3.88+0.85% 930+025¢
Y40 8.49 + 0.14ns 9.57 + 0.53P 121 +0.11lns 1914 +0.172 196+0432 299+141P 091+0.11°  0.65+0.03ns 507+0.892 958+0.15P
10-20 FL 8.76 + 0.06ns 12.13 £ 0.63 P 1.25 + 0.03ns 452 £0.17°  041+0.03P 3.64+0022 281+0.332 0.68 + 0.01ns 592 +0.042  9.64+0.402
Y10 8.74 + 0.01ns 11.72 +1.07b 119 £0.06ns  3.93+027Y 050+0.09° 1.18+046P 0.39+0.15P 050+ 0.11ns  2.32+0382b  7.12+048¢
Y15 8.73 + 0.02ns 14.23 +0.80 2 121 +0.09ns  424+023Y  062+013> 124+042P 035+0.03P 0.57 + 0.02ns 147 £0.15% 559 +0.534
Y25 871 +0.03ns  10.03 + 0.90 bc 123 +0.04ns  6.16+0.132 067+0.10* 1.17+066°  0.60+0.13P 0.57 + 0.01ns 1.68 £026°  826+0.28P
Y40 8.67 + 0.04ns 9.75+0.17°¢ 111 +0.1lns  6.85+1.192 095+0282 137+0.75P 0.60+0.09°> 059 +0.0Ins  484+0922 893 +(0.24P
20-30 FL 8.79 + 0.04ns 12.85+ 0912 1.27 £0.012 292+071° 034+0032> 250+0012 1.02+0122  057+0.0lns 2.60+0.012 7.67+2.08P
Y10 8.72 + 0.01ns 1195 £0.79 2 1.28 £ 0.042 380+0622 042+006° 0.81+042P 041+0.16P  053+006ns 1.00+0.06> 8.96+0352
Y15 8.73 + 0.02ns 1230 £0.942  125+0.042P  268+044P 0342006% 050+0.14> 037+010° 055+0.02ns  057+020° 7.97+0.09P
Y25 8.84 + 0.03ns 9.58 £ 0.95P 1.15+0.05b¢  365+0.802 044+0.05% 030+002° 042+002° 055+0.02ns  094+0.08°> 772+080P
Y40 8.69 + 0.11ns 9.08 £0.35P 1.13 +£0.02 € 3770612 059+0212 0.72+053° 0.45+0.04° 0.56 + 0.03ns 212 +£0.132 847 +0.13%b
30-40 FL 8.68 + 0.11ns 13.10 + 0452 1.25+0.05ns  1.62+076° 029+0.01b¢ 1.17+0012 062+0.072 056+00Ins 0.70+0.012 10.07 +2.632
Y10 8.68 + 0.01ns 12.47 +0.58 2 130 +0.15ns  3.35+0.182 036+0.032 038+0.09P 035+015° 053+0.05ns 040+0232 934+0.18"
Y15 876 +0.04ns  11.33+0.853° 128 +0.05ns  232+0.19® 028+0.02°¢ 032+0.06° 032+0.12¢  054+00lns 062+0152 872+021°¢
Y25 8.84 + 0.09ns 9.94 +1.28b¢ 124+ 0.0lns  2.85+037P 031+005% 0.17+075° 036+0.08°¢ 055+003ns 056+0.062 858+0.46¢
Y40 8.79 + 0.03ns 9.24 +0.18¢ 123 +0.06ns  324+0422 0390062 057+048P 047+0.11° 056+0.03ns 057+0.182 832+0.07¢
0-40 FL 8.72 + 0.10ns 1247 £0.712 1.27 +0.05ns 422 +£2.68¢ 041+0.14¢ 354+2422 205+148% 0.64 £0.012 380+£2.602 9.48+126%
Y10 8.72 + 0.02ns 11.73 £ 0.66 2 114+ 0.22ns  4.12+0.04¢ 045+0.01¢ 133+012> 050+005P 0.52 £0.06° 1.50 + 0.68° 857 + 0.44 2P
Y15 8.71 + 0.04ns 13.03 £0.992 121 +0.05ns  3.94+012°¢ 048+0.03° 0.88+0.10° 045+002° 0580052 122+021P 7.88+055P
Y25 8.73 + 0.06ns 9.44 + 057" 123 +£0.04ns  659+0.14%  067+0.02° 1.09+018P 053+0.02° 057+0012> 1.77+055P 865+0202P
Y40 8.66 + 0.08ns 9.41+0.11P 117 +0.0lns  7.37+0.672 097+0262 0.88+024P  0.61+0.08" 0.59 +0.022 376 +0.772  9.13+0.122

a: Y10, Y15, Y25, and Y40 represent 10-year-old, 15-year-old, 25-year-old and 40-year-old R. pseudoacacia plantations, respectively. FL represents farmland. b: Values are means + standard
errors for each sampling plot (n = 4). c: Different letters in the same column suggest a notable difference at p < 0.05; ns indicates no noticeable difference among treatments according
to one-way ANOVA. d: SOC, total soil organic carbon; TN, total soil nitrogen; ammonia nitrogen (NH,*-N); nitrate nitrogen (NO3;™-N); TP, total soil phosphorus; AP, available soil

phosphorus; C/N, the ratio of soil organic carbon to soil total nitrogen.
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Altogether, 97 PLFAs were spotted in the soils of R. pseudoacacia plantations of different ages
and at different depths. Specifically, 77, 72, 83, 85, and 57 PLFAs were discovered in soils of the
10-year-old, 15-year-old, 25-year-old, and 40-year-old plantations and FL, respectively, including
saturated straight fatty acids, saturated branched fatty acids, cyclopropyl fatty acids, monounsaturated
fatty acids, and polyunsaturated fatty acids. The content of 16:0 was the greatest, together with 18:1w7c,
10Mel6:0, 16:1w7c, 18:1w9c, cy19:0 and i15:0, and the content of 16:0 constituted 12.76-14.01% of the
total PLFA contents (Figure 2). The contents of individual PLFAs varied dynamically and presented
certain regularity. In the 0-20 cm soil layers, the contents of different PLFAs stayed the highest for
the 25-year-old plantation, while no significant differences were found in the individual contents of
PLFAs among the remaining plots of other ages and FL. However, the contents of different PLFAs were
relatively low for FL. In the 2040 cm soil layers, the contents of different PLFAs were relatively high for
the 25-year-old and 40-year-old plantations, but the content of 18:1w9c was significantly higher in FL
than in forest sites. Furthermore, it seemed that the amounts of different PLFAs consistently decreased
with increasing soil depth, and the contents of individual PLFAs of different ages of plantations were
various at the same depth (Figure 2).
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Figure 2. Distribution of different PLFAs at different soil depths in Robinia pseudoacacia plantations of
different ages. Error bars show standard errors (n = 4).

3.3. Soil Microbial Community Structure

The biomass of various microbial groups and the total microbial biomass in soils of R. pseudoacacia
plantations varied significantly among different stand ages, but the degree of variations tended to
decrease with increasing soil depth (Figure 3). As indicated in Figure 3a, in the 0-10 cm and 10-20 cm
soil layers, the contents of total PLFAs in the R. pseudoacacia plantations increased initially and then
decreased, with the highest values in 25-year-old plantation and the lowest values in FL. In the soil
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layers of 20-30 cm and 30-40 cm, the content of total PLFA showed the same trend, and there was
no insignificant difference among different stand ages and FL (p > 0.05). The content of total PLFAs
shifted with depth and followed the order of 0-10 cm > 10-20 cm > 20-30 cm > 30—40 cm, and the
changes were consistent with the changes in individual PLFA contents with soil depth. A comparison
of Figure 3b—f with Figure 3a revealed that the PLFA contents of various microbial groups, including F,
B, A, G*, and G, general exhibited the same trends as the content of total PLFAs in the soils. In the
soil layers of 0-10 cm and 10-20 cm, the PLFA contents of Y25 were significantly different from other
artificial afforestation years (p < 0.05). This significant difference decreases as the soil layer deepens.
Moreover, the contents of B and G* PLFAs of all soil layers also differed significantly among stand
ages (p < 0.05). The PLFA contents of microbial groups varied in the same soil layer and generally
followed the order of B> G~ >G* > A>F.

300 300
@) g mv10 mvis my2s ovao (b)
a N - ®
0 240 240 &
L &
€ 180 } { 180 &
= b=}
g ? 3
= o
E 120 a a 4 120 6:
g b a _'—‘
Ll a a
60 aa 60
a T
0 7R _ 0
(d) >
40 | {40 2
3
—_ []
|-l| 3
2 30 130 3
o a o+
£ 20 8
= - 20 3
[T
10 | 10 U::
a
bPbeb ppab?b saa?a pabpaa
(] m (]
(e)

100 | 4 100
80 } {8 o
= +
%0 a 5
3 60 {60 3
E 3
£ a da
& 40 a a 14 =

20 20
0 L - L 5 - rarsl 0
10-20 20-30 30-40 0-10 10-20 20-30 30-40
Depth(cm)

Figure 3. Microbial PLFA contents at different soil depths in Robinia pseudoacacia plantations of different
ages and FL. (a) The variation of total PLFA contents with soil depth; (b) The variation of bacterial PLFA
contents with soil depth; (c) The variation of fungi PLFA contents with soil depth; (d) The variation of
actinomycete PLFA contents with soil depth; (e) The variation of Gram-negative bacteria PLFA contents
with soil depth; (f) The variation of Gram-positive bacteria PLFA contents with soil depth. Error bars
show standard errors (n = 4). Significant differences (p < 0.05) among stand ages, when present,
are indicated by different letters, the effects of soil depth were significant for all forest stands.



Sustainability 2020, 12, 9161 10 of 18

We compared the F/B, sat/mono, cy/pre, and G*/G~ (Figure 4) for the belowground soil microbial
community to provide greater insight into the physiological characteristics of the soil microbes. At the
same depth, there was a similar trend of microbial PLFA compositions among the stands of different
ages, except for cy/pre at 3040 cm. The F/B varied markedly among stands of various ages (p < 0.05)
and displayed a “decrease-increase—decrease” trend with stand age, this ratio was relatively high in
the FL and 25-year-old plantations. The sat/mono ratio initially decreased before levelling off with the
change in stand age; this ratio was the highest in the FL, and showed significant differences among
sites (p < 0.05). The cy/pre ratio exhibited a trend contrary to that of the sat/mono ratio, with the highest
value appearing in the 40-year-old plantation; a striking difference was detected in the cy/pre ratio
between the FL and restoration stages (p < 0.05). G*/G™ ratio increased in the first 25 years and then
decreased drastically, peaking at 25-year-old plantations (Figure 4a).
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Figure 4. Ratios among different microbial PLFAs in the soil of Robinia pseudoacacia plantations of
different ages. (a) The variation of F/B with plantation age; (b) The variation of G*/G~ with plantation
age; (c) The variation of cy/pre with plantation age; (d) The variation of sat/mono with plantation age;
Noticeable differences (p < 0.05) among treatments are shown by different letters. Error bars show
standard errors (n = 4).

3.4. Redundancy Analysis

The RDA biplot (Figure 5) indicated the connection between the soil PLFA contents and the
environmental variables. The first ordination RDA Axis (horizontal) was mainly linked with pH,
TN, and SOC contents, and contributed to 33.7% of the total variability of the PLFA. SOC and TN
showed a positive correlation with Axis 1, while pH was negatively linked with Axis 1. The second
ordination Axis (vertical), which was strongly associated with TP, BD (bulk density), SM (soil moisture),
AP, NH,*-N, NO3™-N, and C/N, explained 5.5% of the total variability. Simple term effects suggested
that all soil nutrient parameters demonstrated the changes in soil PLFA contents (Table 4). Forward
selection of soil nutrient variables revealed that SOC statistically contributed to 30.6% of the changes,
and the inclusion of TP and NO3™-N could explain 4.1% and 3.4% of the changes, respectively. Therefore,
the TN content was responsible for almost half of the variations in soil PLFA contents. The ratio of
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cy/pre was positively correlated with pH and negatively correlated with other environmental variables.
The ratio of sat/mono and F/B was positively associated with TP, BD, SM, NO3;™-N, NH;*-N, and C/N
but negatively correlated with TN and SOC. The ratio of G*/G~ was positively associated with pH
and negatively correlated with SM, BD, and all soil nutrient variables. The contents of Gram-positive
bacteria PLFA biomarkers, Gram-negative bacteria PLFA biomarkers, bacterial PLFA biomarkers,
fungal PLFA biomarkers, actinomycetes PLFA biomarkers, and total PLFA biomarkers were positively
correlated with SOC, AP, and TN.

o |
—
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C/N
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-~ sat/mono SOC
- J Totl PLFA TN
) — & ___——3§°
\l,l- ................................................... k = e s TTTTTTTTTTEE T s eccccccancnaasl
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Figure 5. Redundancy analysis (RDA) results of PLFA profiles in the soil samples and environmental
variables. PLFA profiles and environmental variables are indicated by dashed arrows: bacterial
PLFAs (B); Gram-positive bacterial PLFAs (G*); Gram-negative bacterial PLFAs (G™); fungal PLFAs (F);
actinomycetes PLFAs (A); saturated PLFAs (sat); monosaturated PLFAs (mono); cyclopropyl PLFAs
(cy); precursor PLFAs (pre), environmental variables by solid arrows: total soil organic carbon (SOC);
total soil nitrogen (TN); ammonia nitrogen (NH4 *-N); nitrate nitrogen (NO3™-N); total soil phosphorus
(TP); available soil phosphorus (AP); soil moisture (SM); bulk density (BD); C/N, the ratio of soil organic
carbon to soil total nitrogen.
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Table 4. Simple term effects and forward selection of environmental variables based on Monte Carlo
permutation tests from the redundancy analysis (RDA).

Variable Simple Term Effects Forward Selection Results

Explains (%) P Explains (%) P

TN 30.6 0.002 30.6 0.002
S0C 26.6 0.002 / /
pH 16.6 0.002 / /

TP 5.1 0.02 41 0.006
AP 4.8 0.006 / /
NH4*-N 3.1 0.062 / /

NOs;™-N 2.8 0.074 3.4 0.01
SM 2.7 0.094 / /
C/N 1.9 0.18 / /
BD 1.3 0.336 / /

SOC: soil organic carbon; TN: total nitrogen; TP: total phosphorous; NO3;™-N: nitrate nitrogen, NH,*-N: ammonium
nitrogen, AP: available phosphorous, SM: soil moisture, BD: bulk density.

4. Discussion

4.1. The Effects of Afforestation on Soil Physicochemical Properties

Our results showed that vegetation restoration deeply affected soil physical and chemical
properties, except for pH, BD, and TP, which exhibited no notable difference in the soil layers of
0-10 and 10-20 cm. Forty years’ restoration resulted in lower NO3;™-N, NH4*-N, and C/N but higher
SOC, TN, and AP. For higher SM in Y15, R. pseudoacacia had developed root systems which could
decrease BD and improve soil aeration, thus resulting in increased SM. The high canopy density in Y15
might reduce the net solar radiation on the soil surface, thus reducing evaporation and maintaining
SM [34]. SOC and TN accumulated with longer restoration years, consistent with the findings of other
studies [35,36]. The SOC and TN increased with the chronosequence of R. pseudoacacia plantations,
most like due to the following reasons. Firstly, more litter and root biomass were accumulated after
the establishment of R. pseudoacacia plantations, in which soil clay content increased and soil erosion
occurs easily [37]. Improved anti-erodibility of soils would in turn increase the potential for soil
organic carbon accumulation. Secondly, nitrogen accumulation due to fixation of atmospheric N
by R. pseudoacacia, which could be even more than N deposition from the atmosphere [38]. Thirdly,
the C/N value shows the rate of organic C decomposition and N mineralization, and these are strongly
interrelated or even promote each other [39]. In this study, the ratios of C/N in the R. pseudoacacia
plantations were significantly lower than those of the farmland sites, so 40 years after the restoration
of the R. pseudoacacia plantations on the farmland sites, the new ecosystems of R.pseudoacacia might
restore N-cycle involved ecological equilibrium [40]. The NO3™-N and NH,4*-N concentrations had a
sharp drop from the FL to Y10 site, due to the termination of fertilizer input and the consumption of
nutrients by plants and soil microorganisms. However, the NO;~-N and NH,*-N concentrations at the
Y40 sites reached similar levels to that of Y10, likely due to the fact that initially TN in soil was low [41]
and the rate of litter decomposition was accelerated at a later stage of the restoration [42]. It may also
be affected by higher root density as a result of high tree density. Phosphorus has a slow diffusion
rate and can be easily fixed in soils. The coordination of plant adaptations in root morphology and
root physiology can increase soil phosphorus bioavailability [43], and explain why TP, rather than AP,
in soils were stable with different restoration years. The contents of NH4*-N and NO3™-N in soil of
Y40 increased to the value of Y10, the content of AP was significantly higher at Y40 site than at Y10 site,
probably because of the fact that, with the extension of the recovery time, plant growth slowed down
and the demand for nutrients decreased.
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4.2. Positive Effects of Afforestation on Soil Microbial Communities and Their Influencing Factors

The total PLFAs of different ages of R. pseudoacacia plantations followed the order of Y40 > Y25
> Y10 > Y15 > FL. The individual PLFA signatures did not change appreciably as species of soil
microorganisms in 40-year-old R. pseudoacacia plantation, indicating that the diversity of soil microbial
communities might be species-saturated. After analyzing the changes of ten PLFA biomarkers with soil
depth, we founded that the contents of different PLFAs mainly concentrated in the soil depth of 040 cm,
then a sharp decrease occurred at the depth of 40-100 cm (Figure 1), similar to the results of Fierer’s
study [44]. The PLFA contents of different microbial groups followed the order of B> G~ >G* > A>F.
It has been reported that high soil fertility could be conducive to microbial growth in forest soils [45].
Nevertheless, afforestation years is clearly a problem that cannot be ignored. The R. pseudoacacia
plantation matures around 30 years old, and then the density and canopy cover declined [4]. Vegetation
degradation was an important factor for the reduction in microbial biomass in alpine grasslands,
due to a decrease in vegetation cover and biomass [46]. The reduction in understory vegetation types
and coverage indicates a slight degradation of vegetation, which might result in a reduction in soil
microbial biomass at Y40. The negative effects of vegetation degradation decreased with increasing
soil depth. We considered 25 years as the best time of artificial afforestation, because the contents of
individual PLFAs and total PLFAs in surface soil were the highest in the 25-year-old plantation.

Soil resource quality and quantity, soil pH, and soil moisture can influence the microbial
composition [18,47,48]. It is reported that fungi are more responsive to adding soil C into biomass
than bacteria, and the C turnover gets slower in fungal-dominated ecosystems, so that fungal PLFA
18:2w6c might explain high SOC in the forest stands we studied [49,50]. Soil fungi community was
the result of long-term co-regulation by plant and soil traits [51,52]. In previous studies, the fungal
community composition has been shown to be highly correlated with soil pH in forests [53,54]. Besides,
soil fungi are more strongly associated with soil nutrient content than pH in southeastern U.S. [55].
Soil pH may be regarded as one of the main drivers for soil fungal community [17]. Fungi play an
important role in breaking down the insoluble organic matter and supplying available nutrients to
roots in terrestrial ecosystems following vegetation restoration [56]. In the present study, the fungal
PLFA was not connected with C/N ratio, but was negative correlated with pH, and the contents were
nearly constant in the forests of different ages. The fungal PLFA 18:2w6c has the highest concentration
at pH 6, and the concentration declined with increasing pH [57].

In our study, the fungal PLFA was closely associated with SOC, which was also affected by TN. Our
results also showed that total PLFA and bacterial PLFA were significantly different among sampling
sites. Total PLFA and bacterial PLFA were significantly higher in the 25-year-old R. pseudoacacia
plantation, and lower in other plantations. However, the significant difference in fungal PLFA was
found in the 0-10 cm and 10-20 cm soil layers among treatments. There are studies showing that
pH, nitrogen availability, and soil organic carbon are important environmental factors affecting soil
bacterial community [58-60]. In the present study, total PLFA, fungi PLFA and bacterial PLFA did
not significantly correlate with NO3;~-N or NH,*-N. Higher biomass of Gram-positive bacteria and
actinomyecetes in the 25-year-old R. pseudoacacia plantation was related to higher SOC and TN, while
lower biomass Gram-positive bacteria and actinomycetes in the 10-year-old R. pseudoacacia plantation
was related to lower SOC and TN, indicating that variation of Gram-positive bacteria and actinomycetes
might be explained by SOC and TN. The two higher PLFA ratios, i.e., cy/pre and sat/mono, represented
more environmental stress and greater nutrients demand for soil microbial growth, respectively [44,61].
The ratios of sat/mono remained relatively stable at different planting ages and soil depths (Figure 4),
indicating that the nutrients requirement of microbes might be impacted by land use more greatly
than by the soil depth and plantation age. Similarly, the ratios of cy/pre increased with increasing
restoration stages, especially in the 3040 cm soil layer, suggesting that the environmental stress of
microorganisms could be affected by soil available nutrients, and the redundancy analysis results
could also support the speculation. Artificial afforestation improved the nutrient limitation of soil
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microorganisms in the 0-30 cm soil layer, and the environmental stress of soil microbial community
was weakened after afforestation.

4.3. Possible Negative Effects of Afforestation on Soil Ecosystem

Earlier studies have shown that R. pseudoacacia can cause adverse effects on the soil ecosystem [62],
native plant community [63], and soil microbial community [64], because N-enrichment can cause soil
degradation through strong nitrification, leaching, and acidification [65], and the negative effect will
get worse with increasing plantation ages. The ratio of F/B depends on the relative abundance of fungi
and bacteria in soil [54]. Low ratios of F/B showed higher C mineralization than high ratios of F/B
in agricultural soils, because this SMC can be efficiently used in glucose-C [66]. Our study showed
more SOC with decreasing ratio of F/B in soil microbial communities. In addition, the low ratios of F/B
showed that the litter recalcitrance of R. pseudoacacia was low in the initial stage, because the ability of
fungi to degrade lignin is far better than bacteria in soil [67,68]. The ratio of F/B may be a sensitive
indicator for a more sustainable agricultural system (de Vries et al., 2006). However, the sustainability
might be weaker after the establishment of R. pseudoacacia plantations. The ratios of F/B in the soil after
artificial forestation were lower than FL, indicating that the negative effects of artificial afforestation
on soil microbial community would continue until the 25th year after artificial afforestation. G* and
G~ are prevalent in poor and rich readily available substrate soils, respectively [20,69]. The ratio of
G*/G™ bacteria PLFA indicates carbon availability in organic soils, and G~ are more dependent on
simple C compounds derived from plants than G, so increasing G™:G™ ratio may indicate decreasing
ecosystem productivity [70]. A low ratio of G*/G~ may be due to G~ dominate soils with more easily
decomposable substrates [71], while high the ratios of G*/G~ bacteria PLFA are often reported in soils
with low-fertility. High ratios of G*/G™ in the 25-year-old R. pseudoacacia plantations indicated the
negative effects of artificial plantation on soil ecosystem continued until the 25th year. Meanwhile,
the effects gradually decreased with the increase in soil depth.

5. Conclusions

On the time scale, we found that the contents of different PLFAs increased, with restoration going
on until the 25th year. On the depth scale, it was demonstrated that the contents of different PLFAs
mainly concentrated at the soil depth of 0—40 cm, then a sharp decrease occurred at the soil depth of
40-100 cm. Following 25 years’ vegetation restoration, the contents of different PLFAs reached the
peak. At the same time, the changes of F/B and G*/G~ might show the decrease in soil ecosystem
productivity/sustainability. The contents of different individual PLFAs and total PLFAs were positively
correlated with SOC and TN. However, variations of soil PLFA ratios mostly depended on other soil
properties. Soil nutrient status and other soil eco-environmental stress factors should be taken into
consideration in 10-year-old to 25-year-old (particularly ~15-year-old) and more than 25-year-old plots
for the management of R. pseudoacacia plantations, in order to prevent forest soil degradation and
improve forest stand quality, and guarantee better soil and water conservation and environmental
improvement in R. pseudoacacia plantations. In conclusion, we propose forest management in the 25th
year of R. pseudoacacia plantations when soil microbial biomass is the highest, thus maximizing the
ecological effect of afforestation on the Loess Plateau. These findings may serve as a reference for
future studies on the restoration of vegetation on the Chinese Loess Plateau.
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