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Abstract
E-rpail: R Plants cultivated in calcareous soil exhibit phosphorus deficiency, resulting in
sadialgreary@yahoo.com diminished crop productivity and reduced yield quality. In order to enhance

phosphorus availability in soil, the introduction of organic acids represents a
viable strategy. Consequently, a controlled incubation experiment was carried
out to investigate the impact of organic acid supplementation on phosphorus
availability in calcareous soils. The experiment involved the addition of
three organic acids (citric acid, ascorbic acid, and tartaric acid) at varying
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amounts (15, 25, and 35 mmol/kg soil) to a calcareous soil supplemented
with phosphate fertilizer (diammonium phosphate) at a constant level of 50 kg
P/ha. The soil samples were subjected to incubation at a temperature range of
17-20°C at field capacity moisture content for varying durations of 15, 30, 45,
and 60 days. The measurements of accessible phosphorus, total phosphorus,
and soil pH were conducted following each incubation period. The findings of
the study indicated a significant rise in the concentration of available
phosphorus and a corresponding decrease in total phosphorus and pH levels
Keywords: Organic acids, throughout the experiment when organic acids were introduced. Among the
Available phosphorus, organic acids tested, citric acid exhibited the most favorable outcomes,
particularly at a concentration of 35 mmol/kg soil resulting in the highest
phosphorus availability. The administration of organic acids may have
contributed to an increased buildup of phosphorus in its organic form. Hence,
the utilization of organic acid has the potential to augment the accessibility of
phosphorus in calcareous soils and alter the balance between mineralization
and immobilization, favoring the enrichment of the organic fraction of
phosphorus rather than the relatively more stable mineral calcium phosphates.
This has the potential to improve the long-term availability of phosphorus in
calcareous soils.

Calcareous soils, Citric acid,
Phosphate

1. Introduction

Phosphorus is a vital essential nutrient for the growth and development of plants. The concentration of phosphorus in
soil is influenced by various factors, including the quality and quantity of certain components such as clay minerals,
oxides, organic matter, and calcium carbonate [1]. The availability of phosphorus (P) is adversely impacted by alkaline
pH levels exceeding 7.5. At such elevated pH values, phosphate ions exhibit a tendency to rapidly react with calcium
(Ca) and magnesium (Mg), resulting in the formation of less soluble compounds. On the other hand, under conditions
of low pH, phosphate ions undergo reactions with aluminum (Al) and iron (Fe) to yield compounds that are
comparatively less soluble [2]. The accessibility of phosphorus in soil to plants is contingent upon the replenishing of
labile P in the soil from other P fractions [3]. However, maintaining a pH range of 6 to 7 in the soil is essential for
ensuring optimal availability of phosphorus.
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The introduction of phosphate fertilizer is expected to undergo a short-term conversion to sodium hydroxide-P
(NaOH-P), followed by a longer-term conversion to calcium phosphate (Ca-P) and citrate bicarbonate dithionite-P
(CBD-P) [4]. Calcareous soil is characterized by the substantial presence of free excess lime, specifically calcium or
magnesium carbonate. Lime exhibits solubility in soil with a pH ranging from neutral to acidic, while its solubility is
limited in alkaline soil. Thus, lime functions as a reservoir for the precipitation of calcium phosphate on the soil
surface in alkaline soils aggravating the issue of phosphorus availability [5]. Phosphorus stabilization in calcareous
soil leads to restricted phosphorus availability, which subsequently causes phosphorus deficiency and an overall
decrease in yield quality and quantity.

Soil is known to contain a variety of organic acids, such as tartaric, fumaric, malic, citric, and ferulic acids [6]. These
organic acids primarily originate from plants, microorganisms, and organic waste in the soil [7]. The presence of these
acids in the soil has significant implications for the chemical transformations of phosphorus, including the dissolution
of phosphate compounds and the mineralization of organic phosphorus [8]. Organic acids are naturally synthesized by
plant roots and are commonly found in soil environments [9]. For instance, soil solution surrounding the roots of
chickpea and lupine plants exhibited concentrations of organic acids at 84 mmol and 58 mmol, respectively [10]. The
release of organic acids and anions from plant roots can enhance the solubility of certain stable soil phosphorus pools
[11]. This process is of great importance in terms of soil phosphorus availability and the potential loss of phosphorus
from soil to water [12].

The low phosphorus availability is a significant challenge in agricultural production systems located in arid and semi-
arid regions. Therefore, the objective of the present study is to evaluate the potential impact of incorporating three
different organic acids (citric acid, ascorbic acid, and tartaric acid) at varying concentrations (15, 25, and 35 mmol/kg)
on the levels of available and total phosphorus in surface calcareous soil samples obtained from the experimental
station of AL-Latifia, located in Baghdad, Iraq.

2. Materials and Methods

2.1. Soil samples

A soil incubation experiment was done at the Soil and Water Resources Center, Agricultural Research Directorate,
Ministry of Science and Technology in Iraqg. Soil samples from the surface layer (0-30 cm) were obtained from the
experimental station located in AL-Latifia, Baghdad, Iraq. The soil samples were subjected to air-drying and
subsequent sieving with a 2 mm mesh size. Subsequently, the samples were thoroughly mixed and 400 grams of soil
were placed into plastic pots with a volumetric capacity of 500 cms3.

2.2. Organic acids addition

Three different organic acids (citric acid, ascorbic acid, and tartaric acid) were introduced into the pots at varying
amounts of 0 (control), 15, 25, and 35 mmol/kg. Additionally, diammonium phosphate was applied to all pots as a
phosphate fertilizer at a rate of 50 kg P h'1 (1 g/kg soil). The experiment was conducted in a randomized complete
block design (RCBD) with three replications of each treatment. The soil samples were subjected to incubation at a
temperature range of 17-20°C for durations of 15, 30, 45, and 60 days. The moisture content of the pots was kept at
field capacity throughout the incubation period.

2.3. Chemical analysis

The Olsen technique was utilized to measure the concentration of available phosphorus [13]. The total phosphorus
content was determined using the 60% perchloric acid digestion method [14]. The original soil sample underwent
chemical and physical analysis [14] as can be seen in Table 1. Field capacity was calculated using a 1/3-bar pressure
plate extractor. The concentration of ammonium and nitrate (NH4+NOs) was determined utilizing a 2M KCl solution by
the utilization of a Kjeldahl digestor (Vapodest 45s). The quantity of potassium was determined utilizing an
ammonium acetate solution (NH4+CH3CO2) through the technique of atomic absorption. The concentrations of the
elements copper (Cu), manganese (Mn), zinc (Zn), and iron (Fe) were analyzed using a diethylenetriaminepentaacetic
acid (DTPA) solution and the atomic absorption spectrometer (Analytik Jena novAA 400P). The gravimetric approach
was employed to determine the percentage of calcium carbonate (CaC03%) through the measurement of carbon
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dioxide loss. The electrical conductivity (EC) and pH values were determined using a 1:2.5 solution and specialized EC
and pH meters. The determination of organic carbon was conducted using the original method of Walkley and Black
[15]. The classification of soil texture was conducted using the hydrometer method [16].

Table 1. Physical and chemical analyses of the studied calcareous soil

ECi2s OM  (CaCOs CaF‘ZIC‘ilt Soil P N K Fe Cu Zn  Mn
ds m! p g kg1 % p% Y Texture mg kg1
223 725 6 23 25 Clayloam 125 80 1504 267 082 041 1.66

* Available phosphorus

2.4. Statistical analysis

The experimental results were analyzed using SPSS software. Confidence interval (CI 95%) test was used to compare
means.

3. Results and Discussion

3.1. Impact of organic acids on available phosphorus

The experimental findings indicated that the application of citric acid at concentrations of 25 and 35 mmol/kg soil led
to a notable enhancement in the availability of phosphorus during the course of the study, in comparison to the
control group. At the 15-day mark of the experiment, it was observed that neither of the administrations of ascorbic
acid led to a statistically significant enhancement in phosphorus availability. Nonetheless, the administration of
ascorbic acid at concentrations of 25 and 35 mmol/kg soil resulted in a considerable enhancement of accessible
phosphorus levels following 45 and 60 days of treatment. In a similar manner, it was observed that all three doses of
tartaric acid led to elevated amounts of accessible phosphorus following a 45-day incubation period (Fig. 1 A). The
application of citric acid at concentrations of 25 and 35 mmol/kg soil demonstrated higher levels of phosphorus
availability compared to control (average of 201.25 mg/kg P) and other treatments, resulting in available phosphorus
concentrations of 260.45 and 289.33 mg/kg P, respectively.

Consistent trends were noted across all samples in relation to the presence of accessible phosphorus throughout the
duration of the experiment, irrespective of the kind and concentration of acid used. A significant drop in the
concentration of accessible phosphorus was seen following a 30-day incubation period, followed by a subsequent
increase after 45 days. Ultimately, it was observed that all samples exhibited a significant reduction in the
concentration of accessible phosphorus over a 60-day incubation period. The decline in available phosphorus may be
ascribed to the ongoing leaching process facilitated by irrigation, which involved the addition of water to reach field
capacity. Nevertheless, the levels of accessible phosphorus were consistently higher in all treatments including
organic acids compared to the control group at corresponding stages. Hence, the presence of organic acids was found
to have a favorable impact on the release of phosphorus from its reservoirs during the course of the experiment.

The enhanced availability of phosphorus observed in the present study can be due to the multifunctional (carboxylic)
groups present in citric acid. Citric acid contains three carboxylic groups, each of which plays a distinct role in its
interactions with mineral elements [17]. It has been previously documented that the efficiency of phosphorus release
in calcareous soils is higher with citric acid application in comparison to oxalic and malic acids [18].

3.2. Impact of organic acids on total phosphorus

The findings indicated that the control treatment had the highest total phosphorus content. In contrast, it was
observed that all samples subjected to organic acids treatment had a decreased total phosphorus level. It is worth
noting that the organic acids at a concentration of 35 mmol/kg resulted in the lowest overall phosphorus content.
Despite remaining relatively stable throughout the duration of the experiment, the levels of total P exhibited a
significant decline in the final observation, which occurred after a 60-day incubation period. This drop was observed
irrespective of the treatment applied or its concentration (Fig. 1 B).
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Figure 1. The effect of adding various organic acids (citric acid, ascorbic acid, and tartaric acid) at
various concentrations (0, 15, 25, 35 mmol/kg soil) on the available phosphorus (mg kg-1) (A), total
phosphorus (mg kg-1) (B) and pH levels (C) in calcareous soil throughout the experiment. Results
are presented as means and error bars refer to the confidence interval (CI) at 95% confidence level.
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Elucidating these data may present a complex task, with the primary rationale for this phenomenon being the
alteration of the mineralization-immobilization balance towards immobilization due to the application of organic acid
treatments. Mineralization is a biologically mediated process whereby the conversion of organic phosphorus in soil
into inorganic phosphorus occurs, facilitated by soil microorganisms. In contrast, immobilization refers to the process
by which inorganic phosphorus forms undergo conversion into organic forms, thereafter being assimilated into the
living cells of soil microorganisms. The existing method employed for measuring total phosphorus may have been
insufficient in capturing organic phosphorus due to the exclusive use of perchloric acid in the measurement process.
Consequently, the incorporation of nitric acid (HNO3) in conjunction with perchloric acid was deemed necessary for
the purpose of decomposing organic substances.

Several conditions can contribute to immobilization, such as the presence of low pH values [19]. Hence, it is
imperative to develop an improved understanding of pH levels within the existing experimental parameters.

3.3. Impact of organic acids on soil pH

While the observed variations in pH levels did not exhibit statistical significance in comparison to the control group,
the administration of citric, ascorbic, and tartaric acids resulted in the acidification of the soil. The initial pH of the soil
in the study was recorded as 7.2 (Table 1). The introduction of organic acids resulted in a reduction in soil pH, which
was contingent upon the specific kind and concentration of the acids (Fig. 3 C). The treatment of citric acid, ascorbic
acid, and tartaric acid at 35 mmol/kg resulted in an average reduction (throughout the experiment) in pH levels to
6.24, 6.35, and 6.41, respectively. The impact of organic acids was seen to reach its peak over a period of 30 days
following application. Hence, it is evident that the utilization of organic acids, particularly citric and ascorbic acid,
effectively regulated pH levels to ensure phosphorus availability within the optimal range of pH 6-7. These data
provide additional support for the greater availability of phosphorus when organic acids are applied. On the other
hand acid application may have attributed to an enhanced accumulation of phosphorus in its organic form [19].
Therefore, the application of organic acids can enhance the availability of phosphorus in calcareous soils and
potentially shift the equilibrium between mineralization and immobilization towards increasing the organic fraction
of phosphorus, as opposed to the more stable mineral calcium phosphates. This could potentially enhance the long-
term availability of phosphorus in calcareous soils.
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