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Abstract: Phosphorus (P) build-up in agricultural soils as a consequence of excessive P fertilizer
application necessitates the exploration of soil P pool for crop supply. We conducted a soil incubation
experiment, pot experiments, and field experiments to study the effects of different P activators (Pas)
(humic acid, lignosulfonate sodium, and biochemical humic acid) on soil phosphate fraction, rice
yield, and P loss. Through chemical analyses and microbial community structure measurement, we
found that Pas significantly increased paddy soil water-soluble P (WSP), available P, Fe-P, and relative
abundances of P-mineralizing and P-solubilizing microorganisms, whereas they decreased Al-P and
microbial alpha diversity. Our pot experiment results showed that the application of Pas significantly
reduced soil P loss and resulted in grain yield comparable to those obtained by fertilization with P
fertilizers, and significantly higher than those in the control plants. The results of the field experiment
suggested that Pas are able to increase rice yield more significantly than P fertilizers and improve
the P utilization efficiency of rice plants. We conclude that application of Pas was more effective in
reducing P leaching, soil total P, WSP, and Olsen P than P fertilizers during rice harvest.
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1. Introduction

Phosphorus (P) is an essential nutrient for plant growth, and is often applied to most agricultural
soils to increase crop production [1]. For a long time, P fertilizers have played an important role in
replenishing soil available P and promoting crop growth. However, when applied to soil, P fertilizers
are rapidly fixed by ions such as calcium (Ca), aluminum (Al), and iron (Fe), thereby becoming
sparingly bioavailable [2]. Since the 1980s, the application of P fertilizer in China has been rapidly
increasing. Consequently, the excessive P has been building up in agricultural soils. Until 2010, 5.9 Mt
of P had accumulated in the soils of the cultivated lands in China, with an average of 240 kg ha−1,
which is approximately ten times higher than the average in 1980 [3,4]. In the agricultural soils of
South China, P accumulates at an annual rate of approximately 68 kg ha−1 [4,5].

Studies showed that in the conditions when Olsen P accumulation exceeds 60 mg kg−1, P is more
likely to be lost by runoff [6]. It was estimated that annual P loss from agriculture in China is 2.2 kg ha−1.
Phosphates are lost from the soils, mainly together with colloids and/or particulates by runoff to surface
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water bodies [7,8], causing substantial environmental problems, such as eutrophication, biodiversity
losses in aquatic ecosystems, algal blooms, and so on [9,10]. According to the statistics of the first
national survey of pollution sources in China, the contribution of crop cultivation to P loss from the
environment was 26% [4]. In 2015, the State Council of China issued the Opinions on Ways to Speed
up the Transformation of Agricultural Development Modes, stating that P fertilizer usage must be
limited in order to minimize the impact of agricultural development on the environment [10].

Some researchers believe that rational utilization of P fixed in soils can not only mitigate agricultural
nonpoint source pollution and protect phosphorus resources, but also sustain maximum crop yield
for 100 years [11]. As the application of chemical P fertilizers is becoming a great concern, finding
ways for achieving efficient utilization of soil P has caught researchers’ attention. Studies showed
that P-solubilizing microorganisms are effective P-mobilisers. They produce an array of metabolites,
such as organic acids, which drive the solubilization of moderately soluble inorganic P in soils, and
they excrete enzymes that stimulate root growth, such as phosphatase [12–14]. However, as microbial
enrichment and acclimatization are complex processes and microbial growth is greatly affected by
environmental conditions, the production of biofertilizers and their agronomic effectiveness need to
be improved [11]. In recent years, organic fertilizers have captured the interest of many researchers
because of their strong P-mobilizing effects [15,16]. On one hand, soil inorganic P is solubilized by
organic acids in organic fertilizers [17]; on the other hand, P fixation in soil is reduced when the
P-binding sites are occupied by organic functional groups from organic fertilizers [18]. In addition,
the inorganic P from organic fertilizers can be rapidly absorbed and utilized by crops. However,
organic fertilizers are usually applied in large amounts with uncontrollable P loss risks [19,20]. Studies
showed that total P (TP) concentration in leachates from soil fertilizer treated with organic fertilizers
was 1.8–123 times higher than that of the control, while TP mass loss was 42.1–155 times higher than
that of the control [17]. Because of the large volume, slow effectiveness, and inconvenient application
of organic fertilizers, farmers in China still mainly use chemical P fertilizers, and the accumulative
environmental risk of P in arable lands has been continuously increasing.

Our previous studies showed that organic molecules bearing certain functional groups can convert
low-grade phosphate rock powder (PRP) into highly efficient fertilizers, which slowly release P via its
complexation with metallic ions (e.g., Al3+ and Fe2+). After binding with organic molecules, the physical,
chemical, and biological activities of PRP are enhanced, ensuring the continuous dynamic release of
P [21,22]. Therefore, we hypothesized that applying such P-activators (Pas) in cultivated land will
activate the soil P pool and reduce the application of P fertilizer, thus reducing the environmental risk.
This study aimed to investigate the effects of Pas in activating the soil P pool and reveal the mechanisms.

In this study, we analyzed the dynamic changes in P fractions in a soil incubation experiment with
the application of Pas, and we discussed the effects of Pas on soil P mobility. Afterwards, a pot culture
experiment was carried out to investigate the effects of the application of Pas on P loss from paddy soil
and rice growth. Finally, a field experiment was conducted to study the effects of Pas on rice growth
and P utilization. Our hypothesis was that the application of Pas would promote the transformation of
inorganic P in soil, improve the bioavailability of soil, and promote the growth of crops.

2. Materials and Methods

2.1. Phosphate-Activators and Soils

The three Pas used in this research were humic acid (HA), lignosulfonate sodium (LS), and
biochemical humic acid (BCHA). HA contained 90% of fulvic acid (FA), and it had 79.61% of organic
matter content, 0.1% of P2O5 content, and a pH of 5.15. LS had a purity of 98%, P2O5 content of 0.12%,
and a pH of 7.60. BCHA was made of food waste mixture which contained 5% nitrogen, 1% K2O,
0.11% P2O5, and 77.97% organic matter, with a pH of 5.89.

In order to study the activation effects of activators on different soils, two kinds of soils were used:
Pot and incubation experiments soil with rich available P, and field experiment soil with low available P.
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The soil used in the pot and incubation experiments was collected from the 0–20 cm surface layer of a
paddy field in South China Agricultural University Farm in Guangzhou (N23◦09′28.87′′, E113◦21′27.91′′).
Soil samples were air-dried, ground, and passed through a 2 mm sieve before further analyses, and their
basic properties were: pH 5.96, total N 0.05%, total P 0.06%, total K 1.30%, water-soluble P 26.70 mg kg−1,
Olsen P 107.07 mg kg−1, organic P 17.27 mg kg−1, and organic matter 3.56%. The basic properties of the
soil in the field experiment were: pH 5.04, EC 0.10 mS·cm−1, organic matter 31.87 g kg−1, hydrolysable N
190.1 mg·kg−1, available P 15.98 mg kg−1, and available K 65.21 mg kg−1.

2.2. Soil Incubation Experiment

Four treatments were set up as follows: (1) Control (CK1) with no added PA; (2) treatment
HA with HA added; (3) treatment LS with LS added; and (4) treatment BCHA with BCHA added.
The activators were added in concentrations of 10 g·kg−1 of air-dried soil. For HA, LS, and BCHA
treatments, a total amount of 100 g of paddy soil and the corresponding PA were mixed thoroughly
and placed into a 180 mL rigid plastic cup (with upper and lower diameters of 7 and 5 cm, respectively).
For each treatment, 18 cups were prepared as described above, whereas the cups for CK1 contained
only 100 g of soil. All cups were transferred in an incubator set at 25 ◦C. During incubation, the
water layer over the soil surface was maintained at 1 cm in each cup. Soil samples were taken at days
5, 10, 20, 30, 45, and 60, air-dried, and analyzed for WSP and Olsen P using the molybdenum blue
method [23]. Three cups of soil (0.50g soil per cup) were taken from each treatment, and 3 repetitions
were determined. In addition, P fractionation was performed according to Chang and Jackson [24]
with some modifications. Briefly, 1.00g soil was first extracted with 1 mol·L−1NH4Cl. The suspension
was centrifuged, and the supernatant solution discarded. This was followed by 0.5 mol·L−1 NH4F
for Al-P extraction. The residues were then treated with 0.1 mol·L−1 NaOH for Fe-P determination,
followed by 0.3 mol·L−1 Na3C6H5O7 and Na2O4S2 for measuring O-P. The remaining sample remnant
was extracted with 0.5 mol·L−1 H2SO4 for Ca-P. All extraction solutions were tested for P concentrations
using the molybdenum blue method [23].

At day 50, soil samples were taken for 16S rDNA high-throughput sequencing. Operational
taxonomic units (OTUs) of the V4–V5 region were analyzed on an Illumina HiSeq 2500 platform.
Based on the measured OUT, alpha diversity was estimated using QIIME [25]. See URL for specific
calculation method and program code [26].

2.3. Pot Culture Experiment

Five treatments were set up with four replicates: RCK0 with no application of P fertilizers; RCK1
with application of superphosphate (SP) (100 mg P2O5·kg−1); and HA, LS, and BCHA treatments
with applications of 2 g·kg−1 of HA, LS, and BCHA, respectively. Plastic buckets were used for this
experiment. A hole was made in the middle of each bucket bottom and nylon net was placed over the
hole before adding 5 kg of soil. The bucket was then placed inside another bucket (with no holes) for
leachate collection.

The Pas and superphosphate were mixed thoroughly with the soil. In all five treatments, urea and
potassium chloride were used as N and K fertilizers, respectively. Additionally, the amounts of N and
K provided by the Pas were taken into account. Three days after the application of base fertilizers
(50 mg N·kg−1 and 80 mg K2O·kg−1), rice seedlings (Oryza sativa L. var. Huahang31, BBCH code:
13–15) from Guangdong Academy of Agricultural Sciences were transplanted into the buckets. N
fertilizer was applied again at 30, 30, and 40 mg N·kg−1, respectively, on 5, 15, and 30 days after rice
transplanting, and 30 days after rice transplanting, K fertilizer was applied again at 70 mg K2O·kg−1.

The experiment was conducted in a net house of the College of Natural Resources and Environment
of South China Agricultural University, from 2 April to 5 July 2019. Rice was transplanted on 2 April with
three holes per bucket and three seedlings per hole. Starting from the second day after transplanting,
the rice was watered every day in order to maintain a 3–5 cm water layer over the soil surface until the
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late tillering stage, and then the soil was left to dry over 2–3 days after small cracks appeared at the
soil surface.

Leachates were collected 3, 6, 10, 20, 30, and 40 days after rice transplanting. We mixed 5 mL
of leachates with 20 mL of 5% potassium persulfate and digested the mix in an autoclave (Shanghai
Shen’an Medical Instrument Factory, Shanghai, China) at 120 ◦C and 1.1 kg/cm2 for 30 min. TP was
quantified spectrophotometrically using the molybdenum blue method [23], and the cumulative P loss
(CPL) was calculated according to the following Equation (1):

CPLn =
∑n

1
C×V, (1)

where n is the number of times to collect the solution; C is the P concentration of the leaching solution;
and V is the volume of the leaching solution.

Rice was harvested on 5 July 2019. Rice biomass and grain yield were recorded. After 3 days of
harvest, the soil samples were air-dried and ground to pass a 100-mesh sieve. Soil Olsen P and WSP
were extracted with 0.5 mol·L−1 NaHCO3 and deionized-water, respectively, soil was digested with
concentrated H2SO4-HclO4 for TP determination, and P concentrations in all extraction and digestion
solutions were determined using the molybdenum blue method [23].

2.4. Field Experiment

Three treatments were set up as follows: T0 with no application of P fertilizers; T1 with application
of superphosphate (2.5 kg SP/100 m2); and T2 with applications of 1.25 kg SP/100 m2 and 1.25 kg PA/

100 m2 (PA refers to BCHA). Each treatment was set up with three plots, each plot with an area of 100 m2.
The experiment was conducted in Yongbiao village, Sulong Town, Yunfu City, Guangdong Province

(N22◦54′54.90′′, E112◦02′40.31′′) from July to October 2019. Rice (Oryza sativa L. var. Meixiangzhan,
BBCH code: 13–15) from Guangdong Academy of Agricultural Sciences was transplanted on 30 July
2019 and harvested on 22 October 2019. After harvest, soil samples were air-dried, ground to pass a
100-mesh sieve, and rice biomass and grain yield were recorded. TP of straw and rice was determined
to calculate P utilization (PU) according to the following, Equations (2) and (3):

PP = PCrice × Yrice + PCstraw × Ystraw, (2)

where PP is the total amount of P absorbed by the plants (g/100 m2); PC is the P concentration (g·kg−1);
and Y is the yield (kg/100 m2).

PU = (PPPF − PPnPF)/PF, (3)

where PPPF is the PP in treatment with P application; PPnPF is the PP in treatment without P application;
and PF is the total amount of P in the fertilizers applied.

2.5. Statistical Analysis

Each treatment in this study was applied in a randomized design. The main effects of the test were
the application and types of Pas, the response variables were soil P fraction, soil P loss, rice growth
effect, and rice P use efficiency. Data were analyzed by one-way analysis of variance (ANOVA), and
treatment means were separated by Duncan’s multiple-range test using the SPSS software (Version
24.0, IBM, New York, USA). Variance heterogeneity test was carried out on the data of the experiments,
and a P < 0.05 was considered to be statistically significant. Graphs were plotted using Microsoft Excel
2010 and Origin Pro 2018.
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3. Results

3.1. Soil P Activation During Incubation

3.1.1. Changes in Olsen P and WSP

Olsen P is an important indicator of soil P availability. During soil incubation, Olsen P in the
treatments with added activators was generally higher than that in CK1 (Figure 1a). For the first ten
days, Olsen P increased in all treatments, with small differences among treatments. This increase was
related to P transformations under flooding conditions. From the 10th until the 30th day, Olsen P in
CK1 decreased rapidly, while that in the HA, LS, and BCHA treatments decreased much more slowly.
This indicated that the organic activators slowed down P fixation and improved soil P availability.
At the end of incubation, Olsen P concentrations in the HA, LS, and BCHA treatments were 28.4%,
38.6%, and 42.2%, respectively, larger than that in CK1. During incubation, HA and BCHA addition
significantly increased soil WSP by 90.9–166.8% and 1.6–62.6%, respectively, compared to that of CK1
(P < 0.05) (Figure 1b). For the first 30 days, WSP in LS treatment was lower than that in CK1, which
might be attributed to the relatively high pH of LS, as high pH is not favorable for P solubilization.
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Figure 1. Changes in Olsen Phosphorous (P) (Figure a) and water-soluble P (Figure b) concentrations
across the 60 days of soil incubation. Data points represent (n = 3) treatments within P activators (Pas)
(humic acid, HA; lignosulfonate sodium, LS; biochemical humic acid, BCHA; and CK1, without the
addition of the above mentioned agents). Each bar is the standard error of three replicates.

3.1.2. Changes in Phosphate Fraction

In the HA, LS, and BCHA treatments, Al-P decreased significantly (P < 0.05) by 5.4–29%,
14.5–27.2%, and 5.4–18.5%, respectively, compared with that in CK1 (Figure 2a). In contrast, Fe-P
increased significantly (P < 0.05) by 8.6%, 20.6%, and 15.9%, respectively, on day 60 compared with
that in CK1 (Figure 2b). These results indicated that HA, LS, and BCHA significantly increased the
P transformation from Al-P to Fe-P in the paddy soil. As O-P is structurally stable, it was not until
day 20 that O-P in the HA, LS, and BCHA treatments began to decrease by 3.5%, 3.5%, and 9.1%,
respectively, compared with that in CK1 (Figure 2c). Although Ca-P is widely accepted as an effective
P source for crops growing in alkaline soils, different types of Ca-P compounds greatly differ in their
P bioavailability. At the early stage of incubation, Ca-P slightly increased in the HA, LS, and BCHA
treatments, and began to decrease after day 20 with an average reduction of 2.4%, 1.2%, and 1.9%,
respectively (Figure 2d).

3.1.3. Changes in Soil Microbial Community Structure

In the HA, LS, and BCHA treatments, the observed species, Shannon diversity, PD whole tree,
and Simpson indices decreased to some extent compared to those in CK1 (Table 1), indicating that
the additions of HA, LS, or BCHA were not favorable for species evenness and richness of the soil
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Table 1. Microbial alpha diversity indices in the paddy soil after 50 days of incubation.

Treatment No. Of Seqs Chao1 Observed Species Shannon PD-Whole-Tree Simpson

CK1 135830 5475.94 4847 9.41 404 0.99
HA 148782 4196.90 3708 8.95 306 0.99
LS 104677 4654.08 3291 6.19 283 0.89

BCHA 133075 5204.37 3922 7.14 332 0.91

CK1: No agents, HA: Humic acid, LS: Lignosulfonate sodium, BCHA: Biochemical humic acid. No. of Seqs is short
for number of sequences. PD is short for phylogenetic diversity.

Taxonomic composition of soil microbial communities at the phylum level was similar among
treatments, but differences were observed in the relative abundances of the phyla (Figure 3a). The
dominant phyla in all the treatments were Crenarchaeota, Bacteroidetes, Chloroflexi, and Proteobacteria.
The relative abundance of Bacteroidetes increased to 11.66%, 22.18%, and 9.1% in HA, LS, and BCHA
treatments, respectively, compared with 6.64% in the control. Studies showed that Bacteroidetes are
associated with organic P transformation [27], as they degrade large organic molecules into small ones.
Therefore, the increase in the relative abundance of Bacteroidetes suggested enhanced function of soil
microorganisms in organic P utilization.

At the class level, the relative abundance of Bacteroidia in HA, LS, and BCHA treatments increased
by 53.6%, 295%, and 49.51%, respectively, and that of Gammaproteobacteria increased by 28.51%,
2.51%, and 26.52%, respectively, compared with those in the control (Figure 3b). These results could
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be explained by the symbiosis hypothesis that states that symbiotic bacteria (e.g., Bacteroidia and
Gammaproteobacteria in this study) grow and reproduce better in nutrient-rich environments [28].

In BCHA treatment, the relative abundances of Burkholderiaceae and Bacteroidetes increased by
36.07% and 139%, respectively, compared with that in the control. The genus Burkholderia belongs to the
family Burkholderiaceae, and is a good mineral P-solubilizing microorganism [12,29]. In LS treatment,
the relative abundances of the P-solubilizing microorganisms, Rhodocyclaceae and Geobacteraceae,
increased by 42.22% and 64.83%, respectively, compared with those in the control. Jiang [25] observed
that the genus Geobacter (Geobacteraceae) was significantly and positively correlated with Al-P and
phosphatase activity. In HA treatment, small changes were found in the composition and relative
abundances of the dominant microorganisms, with almost no increase in the relative abundances of
P-solubilizing microorganisms. This might be because HA is relatively stable and not readily utilizable
by microorganisms.

Therefore, we can conclude that soil P activation by HA, LS, and BCHA is a biochemical process.
The application of HA had a small effect on soil microbial community structure. The other two
activators, LS and BCHA, had an effect on different groups of microorganisms and increased P
solubilization by soil microorganisms to different extents. In terms of their positive effects on P
solubilizing microbes, the three activators were, from highest to lowest, arranged in the following
order: BCHA > LS > HA.
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Figure 3. Taxonomic composition of soil microbial communities at the phylum (a), class (b), family (c),
and genus (d) levels after 50 days of incubation. Data points represent (n = 3) treatments within PAs
(humic acid, HA; lignosulfonate sodium, LS; biochemical humic acid, BCHA; and CK1, without the
addition of the above-mentioned agents).

3.2. Influences of PAs on P Leaching and Rice Growth

3.2.1. Phosphate Losses

As shown in Figure 4, P loss by leaching was rapid during the first ten days after transplantation,
but after these ten days, it slowed down greatly. The highest cumulative P loss was observed in RCK1
where superphosphate was applied, reaching 2.14 mg·pot−1 40 days after rice transplantation. The
cumulative P loss in HA, LS, and BCHA treatments at day 40 were 1.40 mg, 1.23 mg, and 1.38 mg,
respectively, which were 34.6%, 42.3%, and 35.6% (P < 0.05) lower than those of RCK1, respectively.
The cumulative P loss in RCK0 was 1.02 mg at day 40, which was not significantly different from values
obtained in HA, LS, or BCHA treatment. Li [17] reported that total P loss from soil amended with
an organic fertilizer was 42–155 times higher than that from soil without amendment with organic
fertilizer. Therefore, compared with WSP fertilizers and organic fertilizers, the organic activators used
in this study significantly reduced soil P loss.
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3.2.2. Rice Growth

In spite of the high Olsen P content in potted soil, the yield of RCK0 was still very low, and it
is still necessary to apply P fertilizer or PAs to increase crop yield. Effective tiller number, straw dry
biomass, and aboveground dry biomass were slightly higher (P > 0.05) in HA, LS, and BCHA than
those in RCK0 (Table 2). In contrast, grain yield was significantly higher (P < 0.05) in HA, LS, and
BCHA than that in RCK0. In particular, the grain yield in LS and BCHA increased by 15.6% and 24.3%,
respectively, compared with that in RCK0, and were even slightly higher than that in RCK1. The grain
yield increased marginally in HA (by 11.3%) compared with that in RCK0, and was not significantly
different from that in RCK1. Suri [30] observed that the application of P-solubilizing microorganisms
without P fertilizers increased the grain yield by 10.55–25.04%. The increases in grain yield achieved in
this study demonstrated that the agronomic effectiveness of the three activators was comparable to
that of WSP fertilizers and microbial fertilizers. BCHA application achieved the highest grain yield
because of the synergic effect of microorganisms. In terms of their yield-increasing effects, the three
activators were, from the highest- to lowest-yielding: BCHA > LS > HA.

Table 2. Rice growth status in the paddy soil under different treatments.

Treatments Effective Tiller Number
(No.·pot−1)

Grain Weight
(g·pot−1)

Straw Weight
(g·pot−1)

Biomass
(g·pot−1)

RCK0 19.00 ± 0.82 ab 44.86 ± 5.38 b 29.40 ± 1.36 c 74.26 ± 6.12 c
RCK1 20.00 ± 1.90 a 53.32 ± 1.90 a 34.85 ± 0.50 ab 88.17 ± 1.61 ab
HA 17.00 ± 1.87 b 49.92 ± 1.87 a 32.41 ± 2.17 bc 82.32 ± 3.84 bc
LS 19.50 ± 1.29 a 51.84 ± 2.63 a 31.40 ± 1.73 c 83.24 ± 4.06 b

BCHA 20.25 ± 1.89 a 55.74 ± 4.43 a 37.49 ± 3.44 a 93.23 ± 7.87 a

RCK0: No P fertilizer and no agents, RCK1: Superphosphate, HA: Humic acid, LS: Lignosulfonate sodium, BCHA:
Biochemical humic acid. Values are means ± standard errors (n = 4). Treatments with different letter designations
(e.g., a, b, c) are significantly different at p < 0.05 while treatments with the same letter designation denote no
significant difference. There is no significant difference between the treatment with ab and the treatment with a or b
(the same with bc).

3.2.3. Soil P After Rice Harvest

After rice was harvested, WSP, Olsen P, and TP were much lower in HA, LS, BCHA, and RCK0
than those in RCK1 (Table 3). Compared with that in RCK1, WSP in HA, LS, and BCHA decreased by
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8.85–10.88%, while Olsen P decreased by 7.90–10.22%. Both WSP and Olsen P were slightly higher
(P > 0.05) in HA, LS, and BCHA than those in RCK0. Soil TP in HA, LS, and BCHA was slightly lower
than that in RCK0, and significantly lower (13.31%, 13.63%, and 16.16% lower, P < 0.05) than that in
RCK1. Although organic fertilizers have good P-releasing efficiencies, their continuous application
could significantly increase soil WSP and unstable P, resulting in P leaching. Therefore, compared with
WSP fertilizers and organic fertilizers, PAs could guarantee successful crop yield while decreasing P
content in the paddy soil, thus reducing the environmental risks imposed by P fertilization application
of arable lands.

Table 3. Water-soluble P, Olsen P, and total P in the different treatments after the rice was harvested.

Treatments Water-Soluble P (mg·kg−1) Olsen P (mg·kg−1) Total P (g·kg−1)

RCK0 14.95 ± 0.57 b 65.73 ± 1.33 b 0.55 ± 0.03 b
RCK1 17.28 ± 1.06 a 78.34 ± 3.27 a 0.63 ± 0.03 a
HA 15.66 ± 1.62 ab 70.33 ± 3.34 ab 0.55 ± 0.05 b
LS 15.40 ± 0.74 ab 71.06 ± 2.10 ab 0.55 ± 0.03 b

BCHA 15.75 ± 0.94 ab 72.15 ± 1.32 ab 0.53 ± 0.03 b

RCK0: No P fertilizer and no agents, RCK1: Superphosphate, HA: Humic acid, LS: Lignosulfonate sodium, BCHA:
Biochemical humic acid. Values are means ± standard errors (n = 4). Treatments with different letter designations
(e.g., a, b) are significantly different at p < 0.05 while treatments with the same letter designation denote no significant
difference. There is no significant difference between the treatment with ab and the treatment with a or b.

3.3. Effects of Different Treatments on Rice Growth and P Utilization in the Field

Compared with those in T0, the effective tiller number and biomass of rice treated with PA were
slightly increased, but there was no significant difference (Table 4), whereas the rice yield in this
treatment significantly increased (P < 0.05) by 36.53%, which was even higher than that in the treatment
with superphosphate. This implies that the PAs used in this experiment significantly improved
rice yield.

By measuring the P utilization rate of rice plants after harvest, we observed that the P utilization
rate of T1 treated with superphosphate was only 9.78%, while that of T2 treated with PA was 42.65%,
which was significantly higher than that of T1 (P < 0.05). Therefore, the application of PAs can
effectively improve the P utilization rate of rice in the field and reduce the fixed P content in the soil,
thus reducing the risks implied by P fertilizers.

Table 4. Effects of different activators on rice yield and P utilization.

Treatments Effective Tiller Number Rice Weight (t·ha−1) Biomass (t·ha−1) P Utilization

T0 18.79 ± 1.66 b 5.89 ± 0.51 b 10.44 ± 1.90 a /
T1 20.17 ± 0.69 ab 6.28 ± 0.53 ab 10.86 ± 1.60 a 9.78%
T2 21.03 ± 0.41 a 8.04 ± 0.63 a 13.86 ± 1.37 a 42.65%

T0: No P fertilizer and no agents, T1: Superphosphate, T2: Superphosphate and PA. Values are means ± standard
errors (n = 3). Treatments with different letter designations (e.g., a, b) are significantly different at p < 0.05 while
treatments with the same letter designation denote no significant difference. There is no significant difference
between the treatment with ab and the treatment with a or b.

4. Discussion

4.1. The Biochemical Mechanism of PA Activation of Soil P

Olsen P is the P form available for plant uptake, and it has been proven that its content is
significantly correlated with plant growth in different types of soils [31,32]. The content of Olsen P in
paddy soil was significantly increased after the addition of the three PAs (Figure 1). The increasing
trend of Olsen P in paddy soil was stable when BCHA was added during the cultivation period, and
the content of Olsen P was the highest among the three activators from day 45 to day 60, which was
consistent with the best results obtained for rice growth (Table 2).
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The increase of Olsen P content in the soil after the addition of PAs is the result of the chemical
activation of fixed P by activators and its effect on the promotion of microbial solubilization of P. The
chemical activation is mainly related to the reaction activity of the PAs. The three PAs used in this
study have more oxygen-containing functional groups than common organic compounds (such as
organic fertilizers, low molecular organic acids, etc.), mainly including hydroxyl, methoxy, carbonyl,
and carboxyl groups [11]. These oxygen-containing groups have strong surface activity and strong
exchange, adsorption, and complexation capabilities. They act on the surface of soil particles, effectively
enhancing the physical, chemical, and biological reactions with the soil particles, thus ensuring the
continuous release of P and reducing the fixation of P in the soil [22,33].

The contents and proportions of Fe-P, Al-P, O-P, and Ca-P reflect the soil P status [34]. For acidic
paddy soils under flooding conditions, Fe-P is an effective P source for rice. As an intermediate product
of weathering processes, Al-P indirectly influences soil available P by affecting Fe-P [35]. In acidic
soils, the content of Ca2-P, which has a relatively high bioavailability, is extremely low [36], and there
was no significant relationship observed between Ca-P and available P in acidic soils [37]. The results
of this study showed that the addition of PAs had a relatively weak change on the structure of O-P and
Ca-P, but it was able to significantly promote the transformation of Al-P with low bioavailability to
Fe-P with high bioavailability.

The addition of simple organic matter to the soil can change the metabolic characteristics and
diversity of soil microorganisms [38]. However, there is no report on the organic matter selection
of selectively increasing specific microbial communities (such as phosphate-solubilizing bacteria).
The three activators used in this study were all water-soluble organics, and they all caused changes
of microbial population structure after their application in cultivation (Table 1). The abundance of
phosphorous soluble microorganisms (such as Burkholderia, which has a good dissolving effect on
the mineral P in soil) in the treatment of BCHA increased significantly compared with that in CK1
(Figure 3c,d), followed by the treatment of LS, whereas that in the treatment of HA changed only
slightly. LS and BCHA are organic wastes, which have better bioavailability, while HA has lower
bioavailability [39]. As a result, the overall P-activation efficiency of HA on soil was low because of
its minor role in promoting the dissolution of P by microorganisms. Therefore, besides chemically
active groups of the materials, their biological activities should be considered as well in the selection of
soil PAs, i.e., both the characteristics of chemical activation and biological P solubilization should be
considered. In the future, we can screen and develop substances that could induce and enhance the
abundance of phosphate-solubilizing bacteria in the soil, which we expect would further improve the
activation efficiency of soil P.

4.2. Activation of Soil P Pool to Reduce the P Fertilizer Application, and Realization of Pollution Reduction and
Increase of P Use Efficiency

In recent years, the non-point source pollution caused by N and P eutrophication is continuously
increasing, which mainly comes from atmospheric deposition [40,41], leaking sanitary sewers [42,43],
and agricultural P loss [4]. Most P fertilizers bond with the cations in the soil and form metal
phosphates, meaning that P is fixed in the soil and difficult to obtain by plants [44], and this leads to
the increasing risk of soil P pool entering water bodies, thus causing water quality degradation [10].
In 2007, cyanobacteria bloom broke out in Lake Taihu due to eutrophication, cutting off the drinking
water supply for 2 million people in the city of Wuxi for more than 1 week [45]. As the utilization rate
of applied phosphate fertilizer is only 10–25% [46], restricting the application of these fertilizers would
affect the crop yield to a certain extent if no other effective measures were adopted. Therefore, it is very
important to study the activation mechanisms of the soil P pool, reduction of P fertilizer inputs, and
risks of P accumulation under the premise of ensuring proper phosphorus nutrition of crops, especially
in the areas with limited arable land resources and fragile agricultural ecological environment.

The changing trends of soil P levels will determine the impact of P on nonpoint source pollution
in the future. In the middle and late 1970s, the amount of P fertilizer application per unit of cultivated



Sustainability 2020, 12, 3917 12 of 15

land area in France, Germany, and Britain reached the highest levels in history. By the end of 1980s,
agriculture was the source of more than 30% of the underground and surface water P pollution in rural
areas of most European Union countries [47]. In developed countries, the main strategy for controlling
environmental pollution of agricultural P is to limit the application of P fertilizers on cultivated land.
This can be achieved through formulating strict regulations, such as the Nutrient Management Law
of the United States [48], the Mineral Accounting System (MINAS) of the Netherlands [49], and the
time limit for the prohibition of P fertilizers for different crops in France [50]. Large-scale cultivation
practices are convenient for reducing the P risk of cultivated lands through strict management laws
and regulations; still, in the underdeveloped areas and countries with large human populations,
less cultivable land area, and scattered management, it is better to provide farmers with technical
measures that can meet the requirements of crop P nutrition in order to ensure high yield of crops and
reduce the application of P fertilizers. The results of the present study also showed that for cultivated
land with rich available P, the use of PAs 100% instead of P fertilizers could significantly reduce the
amount of P loss (Figure 4) and meet the requirements of rice P nutrition in order to ensure the yield
(Table 2). Compared with the treatment of P fertilizer application, the decrease of Olsen P in soil was
not significant, but the total P was significantly reduced in the treatment of PAs application after the
harvest (Table 3). These results showed that reducing the environmental risk of P-rich cultivated land
under the condition of perennial application of P fertilizer and surplus P is a feasible option. For
cultivated land with medium soil P fertility, the application of PAs to replace part of the P fertilizer
application can significantly improve the utilization rate of P fertilizer (Table 4) and alleviate the risk of
P accumulation. Therefore, in the future, the application scheme of PAs instead of different proportion
of P fertilizers should be studied according to the content of soil P. These studies can be expected to
lead to the development of technical methods for P risk management and control of cultivated land
suitable for specific local environmental conditions, which is of great significance for ensuring food
production and reducing the environmental risks of agricultural P loss.

5. Conclusions

The application of organic activators, i.e., HA, LS, and BCHA, effectively enhanced the
transformation of P from Al-P to Fe-P, thus improving P bioavailability in paddy soils. Besides their
chemical activation effects, the activators stimulated the enrichment of P-solubilizing microorganisms
and enhanced mineral P solubilization by microorganisms. Compared with P fertilizers, the organic
activators effectively reduced P loss, soil total P, WSP, and Olsen P during rice harvest. PA application
achieved grain yield and rice biomass comparable to that of P fertilizer application, but significantly
higher than that of the control, showing its agronomic effectiveness. In the field experiment, organic
activators significantly improved the yield and P utilization efficiency of rice. Based on the above
studies, the future research should focus on the use of PAs instead of different proportions of P fertilizers
according to the content of soil P, so as to further improve P utilization efficiency and reduce P risk.
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