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Abstract

In order for plants to perform well in nutrient-deficient calcareous soils, they have an efficient adaptive technique of root exudate
secretion, which contains low molecular weight organic acids. They enhance nutrient release and thereby increase the nutrient
availability in calcareous soils. The present study aimed to investigate the effect of concentration and time of incubation of low
molecular weight organic acids on P solubilization from calcareous soils collected from various locations of Coimbatore district
with varying levels of calcareousness. An incubation experiment was conducted with five calcareous soils with varying levels of
free CaCO; viz., (1, 7.5, 12.5, 17.5 & 21.5%) by incubating with seven different concentrations (0, 20, 40, 60, 80 & 100 mM) of
four organic (citric, malic, oxalic and acetic acid) and two amino acids (glycine and lysine) for nine incubation time intervals (5,
10, 20, 30, 60, 120, 240, 960 & 1440 mins) on a factorial experiment based on completely randomized design (CRD). Available
P was analyzed to find the solubilization efficiency of various organic and amino acids. The organic acids were more efficient
when compared to amino acids in P solubilization, especially citric acid followed by oxalic and malic acids, at 100 mM concen-
tration incubated for 1440 mins. Also, the solubilization increased with increasing concentration and incubation time, irrespec-
tive of the soil calcareousness, but the magnitude of phosphorus extraction decreased with increasing soil calcareousness.
Incubating the calcareous soils with 100 mM of citric acid for 1440 min solubilized more amount of phosphorus. Hence it canbe
concluded that addition of 100 mM citric acid will influence the phosphorus release even from highly calcareous soils.
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INTRODUCTION

Calcareous soils have a high concentration of free
CaCOg, which raises the pH of the soil (to around 8.3),
rendering all nutrients insoluble and inaccessible for
plants (Jalali and Zinli, 2011). In calcareous soils, low
organic matter status and nutrient availability are two
typical issues that limit microbial activity. Calcareous
soils span 228.8 million hectares, or 69.4 percent of the

country's total geographical area (TGA), and are found
in 38 of the country's 60 Agro Ecological Sub Regions
(Pal et al., 2000). In many dry and semi-arid regions of
the world, particularly in the Indian subcontinent, the
formation of CaCO; in soils is an important pedogenic
activity (Pal et al., 2013).

Phosphorus (P) is a macronutrient that plants require in
bulk quantity (0.2 to 0.8%) for appropriate growth and
development (Pal, 2020). Since increasing soil pH re-
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duces nutrient solubility, many nutrients, especially
phosphorus, are inadequate in calcareous soil (pH 8.3).
The lime in calcareous soil reacts with the nutrients in
the soil solution to form a strong insoluble precipitate of
calcium phosphate, carbonates, and bicarbonates on
the surface of the lime, which is only sparingly soluble.
As a result of the high soil pH, nutrients are mainly una-
vailable in calcareous soil, which is followed by the pro-
duction of metal complexes that are sparingly soluble
and have low bioavailability (Taalab et al., 2019).

Plants have some adaptive techniques to overcome
nutrient deficiencies in calcareous soils in order to
thrive. Some of them are (1) nutrients will be stored in
roots through luxury consumption during abundance
and will mobilize to shoots during deficiency (Liu et al.,
2020); (2) maintaining a high root-to-shoot ratio through
the regulation of plant C partitioning (Xie et al., 2021);
(3) colonization of roots with mycorrhiza so as to ex-
plore a larger volume of soil and larger uptake (Hack et
al., 2019); (4) exudation of nutrients (Chen and Liao,
2016).

Root exudation has been considered a vital process by
which plants take up nutrients in calcareous soils
among all adaptation approaches (Jiang et al., 2017).
When compared to calcifuge crops, many research
have shown that calcicole crops can grow well in cal-
careous soils due to a better root exudation pattern with
substantial amounts of organic acids, particularly citric
and oxalic acids (Liao et al., 2020). Exudates from plant
roots contain enzymes, carbohydrates, amino acids,
phenolics, vitamins, purines, nucleosides, proteins, fla-
vonoids, and organic acids, among other complex sub-
stances. Organic acids and amino acids are the most
common components (Adeleke et al., 2017). Root exu-
dates are made up of a variety of organic acids , all of
which have a low molecular weight, ranging from 46 DA
(Dalton) to a few 100 DA (Perminova et al., 2003). Cit-
ric, oxalic, acetic, malic, succinic, malonic, and maleic
acids are the most frequent low molecular weight or-
ganic acids (LMWOA) present in root exudates and
usually have one to three carboxylic groups (Taghipour
and Jalali, 2013).

Low molecular weight organic acids will release anions,
such as P from the soil and are attributed to the desorp-
tion of inorganic anions and solubilization of P com-
pounds which is achieved through complex formation
between organic acids/anions. Low molecular weight
organic acids have the ability to: (1) promote mineral
dissolution, (2) modify pH and chemical equilibria in soil
solution, (3) occupy ligand exchange sites, and (4) form
complexes with Fe, Al, and Ca ions, thus inhibiting ani-
on adsorption sites on soil particles (Gypser et al.,
2021).

Many research has looked at the role of low molecular
weight organic acids in releasing phosphorus from
soils, although it is uncertain how effective organic ac-

ids are at solubilizing P from calcareous soils of differ-
ent calcareousness (Mazinanian et al., 2015). Amino
acids are also found in root exudates, although their
significance in phosphorus solubilization is unclear,
necessitating further research. This research aimed to
see how effective four low molecular weight organic
acids and two amino acids were at removing P from
five different calcareous soils with variable levels of
calcareousness.

MATERIALS AND METHODS

Soil and organic acids

Five soils with various levels of free CaCO; content (S1
- 1%; S2-7.5%; S3-12.5%; S4-17% & S5- 21.5%) were
collected from the surface layer at farmers fields (S1-
1% & S4-17%) located in the Thondamuthur block of
Coimbatore district and from various fields of Tamil
Nadu Agricultural University campus (S2-7.5%; S3-
12.5% & S5- 21.5%). Bulk soil samples collected were
air-dried, processed, removed the debris and sieved
through 2 mm sieve and their initial properties were
estimated. Standard analar grade salts of organic acids
viz., citric, malic, oxalic, acetic and amino acids viz.,
glycine and lysine were chosen and the stock solution
of 1000 mM was prepared. From this stock, desired
working standards were prepared and used.

Extraction efficiency of organic acids

Various concentrations of organic acids and amino ac-
ids (0, 10, 20, 40, 60, 80, and 100 mM) were examined
to investigate the concentration-dependent extraction
efficiency of organic and amino acids in calcareous
soils with varied calcium carbonate content. The re-
searchers used a completely randomized block design
as a factorial experiment with three replications. To 5.0
g of soil deposited in 50 ml polypropylene tubes, 12.5
ml of seven different concentrations of four organic ac-
ids and two amino acids were added. =Calcareous soils
and organic/amino acids were introduced and exam-
ined at different incubation time intervals of 5, 10, 20,
30, 60, 120, 240, 960, and 1440 minutes to assess the
time-dependency of organic and amino acids mediated
P extraction. Following the conventional approach
specified by Olsen et al. (1954) available P content in
the soil solution was determined using a spectropho-
tometer after the corresponding incubation time period
had expired.

Statistical analysis

The obtained data were subjected to homogeneity and
statistical analysis using SPSS statistical tool. Two-way
analysis of variance (ANOVA) and multiple mean com-
parison test (DMRT) was done to compare the mean
values for different factors and variables analyzed (P <
0.05) and also to determine the variation among the
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acids in phosphorus solubilization, Principal Compo-
nent Analysis (PCA) was carried out to understand the
similarities and dissimilarities between the acids in sol-
ubilization of P using XLSTAT 2021.3.1.

RESULTS

Initial soil characteristics

The soils used in this experiment were analyzed for
various physicochemical characteristics and depicted in
table 1. Among the five soils, four soils (S2-S5) were
calcareous (pH 8.3) and one soil was non-calcareous
(pH 7.69). The free CaCOj3; content in calcareous soils
varied from 1 to 21.5% and grouped as non-calcareous
(1%, S1), slightly (7.5%, S2), moderately (12.5%, S3)
and highly calcareous soils (17.5 & 21.5%, S4 & S5).
The available P status of all five soils was medium
(11.7 to 20.8 kg ha™)and P availability decreases with
increasing calcareousness, which was evident from the
lowest P status in highly calcareous soils.

Concentration dependent phosphorus extraction
efficiency of organic acid and amino acids

Different quantities of organic and amino acids were
tested in five different calcareous soils to see how ef-
fective they were at extracting available phosphorus.
The mean of all the incubation time intervals was used
to evaluate the concentration dependent phosphorus
extraction efficiency. Boosted concentration increased
phosphorus extraction regardless of low molecular
weight organic acids, but soil calcareousness hindered
phosphorus extraction. The next sections go through
the specifics of organic/amino acid nutrition extraction
efficiency.

pH

Both organic and amino acids pH reducing capacity
increased significantly as their concentrations in-
creased (p=0.05), whereas lower concentrations of
organic and amino acids at 10 mM could only induce
pH reduction in non-calcareous soil, followed by slightly
calcareous and moderately calcareous soil (Fig. 1). The
pH reduction was minimal in extremely calcareous
soils, such as S4 and S5, with 17.5 and 21.5% free
CaCOj3;. When the concentration reached 100 mM, cit-
ric acid showed the greatest fall in pH, followed by oxal-

Table 1. Initial characteristics of the selected soils

ic and malic acids. Although the addition of amino ac-
ids resulted in a decrease in soil pH, when compared
to organic acids, its efficacy in lowering soil pH was
poor. When comparing the amino acids, glycine de-
creased the soil pH more than lysine applied at differ-
ent levels.

Available phosphorus

Changes in P availability due to the addition of organic/
amino acids at various concentrations are shown in
Fig. 2.. The amount of available P increased signifi-
cantly with increasing the acid concentrations (p<
0.05), particularly induced by organic acids with greater
relative effect of concentration (100 mM) on the P solu-
bilization. Citric acid was more effective in P extraction
among the organic acids, especially at 100 mM con-
centration (31.0 mg kg™). Next to citric acid, oxalic acid
(12.4 - 29.2 mg kg™") solubilized more amount of P irre-
spective of the soil calcareousness. The P solubiliza-
tion by amino acids was poor when compared to low
molecular weight organic acids, however glycine (11.6
to 24.7 mg kg™") performed far better than lysine (11.4
to 24.1 mg kg”) in solubilizing the P from calcareous
soils.

Fig. 2 also shows the calcareousness-dependent effec-
tiveness of organic and amino acids in solubilizing the
locked-up phosphorus in soil, irrespective of the con-
centration. The extracted P values varied from 15.8 to
31.0 mg kg™ in non-calcareous soil (S1), 16.9 to 28.2
mg kg™ in slightly calcareous soil (S2), 16.6 to 24.7 mg
kg' in moderately calcareous soil (S3), 15.6 to 25.8
and 11.4 to 23.4 mg kg™ in highly calcareous soils (S4
and S5) respectively. It was revealed that the extrac-
tion of P was low from highly calcareous soil with all
the organic acids, but the magnitude of reduction var-
ied among the acids. In all the soils, the highest P solu-
bilization was noted in 100 mM concentration of citric
acid and the lowest values were recorded with 10 mM
concentration of lysine.

Time dependent phosphorus extraction efficiency
of organic acids:

The effects of different incubation time on calcareous
soils with different organic and amino acids were tested
for their efficiency in extracting available phosphorus.
Irrespective of the acids, an increase in incubation time

EC Free Organic carbon Available N Available P
PH (dSm™) CaCOs (%) (%) (kg ha™) (kg ha™)
7.69 0.37 1.00 0.22 220 20.8
8.35 0.34 7.50 0.16 198 18.3
8.40 0.54 12.5 0.46 187 17.2
8.42 0.37 17.5 0.26 162 16.6
8.38 0.40 21.5 0.32 154 11.7
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increased the phosphorus extraction and decreased
with increasing soil calcareousness.

pH

The effect of incubation time intervals with different
organic/amino acids on the reduction of soil pH was
tested and presented in Table 2. It is clear that reduc-
tion was observed with all the incubation time intervals,
but the magnitude of reduction varied with organic/
amino acids. The pH reduction was more prominent by
the addition of citric acid, which increased as the incu-
bation time increased. Citric acid recorded a greater
reduction in pH (8.18-7.45) from 5 min to 1440 mins of
incubation time, followed by oxalic acid (8.23-7.57).
Compared to organic acids, the pH reduction by amino
acids was lesser; however, glycine reduced the pH
from 8.27-7.66, which is far better than lysine (8.30-
7.71).

The effect of soil calcareousness on pH reduction by
organic/amino acids is depicted in Table 3. It was evi-
dent that, only in non-calcareous soil, pH reduction was
evident when compared to the initial soil pH of 8.3,
whereas in highly calcareous soils with 21.5% free
CaCOQOs;, the reduction in pH was lesser. Among the
acids, citric acid reduced the pH to a greater extent
when compared to other organic acids, while among
amino acids, glycine was observed to reduce pH better
than lysine. However, organic acids were more efficient
in reducing the soil pH when compared to amino acids.

Available phosphorus

The amount of P solubilized from the soil depended on
the type of organic/amino acids and the incubation time
is mentioned in Table 4. Both organic and amino acids
promoted the solubilization of P, but the magnitude of

solubilization was more in organic acids than in amino
acids and the P release tended to increase significantly
as the incubation time increased (p < 0.05). Table 4
also showed that amongst organic acids, the rate of
citric acid-mediated P extraction was the greatest (20.4-
25.6 mg kg™) followed by oxalic acid (19.3-23.9 mg kg’
') in all the soils. The extraction efficiency was the low-
est with amino acids and the mean values varied from
18.5-21.0 mg kg " and 17.8-20.5 mg kg ™' for glycine
and lysine, respectively. The extraction efficiency of
acids increased by 10 folds at 1440 min when com-
pared to 5 min incubation time for organic acids, while
for amino acids there was only 3 folds increase in the
extraction efficiency at 1440 min, when compared to 5
min.

The P extraction efficiency of acids varied from soil to
soil and is depicted in table 5. The extraction efficiency
of acids decreases as the soil calcareousness increas-
es. When compared to calcareous soils, non-
calcareous soil recorded more P solubilization as ex-
pected by all the organic/amino acids tested. Among
the soils, the extraction efficiency of citric acid was
more evident in both calcareous and non-calcareous
soils and the values ranged from 26.0 to 17.7 mg kg™,
where the maximum extraction of 26.0 mg kg™ was rec-
orded in non-calcareous soil and 17.7 mg kg™ in soil 5
with 21.5% free CaCO;. Compared to amino acids, the
efficiency of P extraction was more with organic acids.

PCA analysis

The principal component analysis (PCA) is a multivari-
ate statistical technique, to extract and simplify a given
set of data. PCA was performed for phosphorus to
study the phosphorus solubilization pattern of organic/
amino acids as influenced by soil calcareousness.

Table 2. Changes in the soil pH due to the addition of organic/amino acids at different incubation time intervals

Organic/ Incubation time intervals (minutes)
i M
g 5 10 20 30 60 120 240 960 1440 oo"
818 8.05 708 795 7.83 7.81 770 756 745
Citicacid 1542  (x0.18) (£0.09) (:0.18) (£0.15) (0.01) (£0.05) (+0.01) (:0.02) '3
820 8.13 8.05 803 7.91 7.89 7.82 771 758
Malicacid  ([n13)  (x021) (£0.14) (#0.20) (£0.20) (£0.03) (¥0.20) (:0.19) (+0.13) '-92
825 8.16 8.08 804 8.05 7.92 7.84 775 761
Aceticacid ([50g)  (0.22) (£0.08) (£0.02) (£0.18) (£0.04) (£0.13) (£0.08) (z0.16) o7
823 8.13 8.04 802 7.91 7.89 7.79 760 757
Oxalicacid (1n04)  (:006) (£0.18) (£0.18) (£0.04) (£0.18) (£0.04) (£0.13) (20.03) '92
Giveine 8.27 7.84 810 807 8.04 7.94 7.84 776 766 o
y (£0.04)  (0.08) (£0.09) (:0.16) (£0.05) (0.03) (£0.07) (£0.19) (:0.09) -
Lvsine 8.30 8.23 815  8.11 8.07 7.98 7.87 779 1T g
y (£0.04)  (£0.07)  (0.14) (:0.02) (£0.13) (£0.02) (£0.14) (+0.11) (:0.18) &
Mean 8.24 8.09 807 804 7.97 7.91 7.81 771 760  7.94
0 T OXT
SEd 0.005 0019 0017
cD
(pro0s) 0011 0.014  0.033

* Values in the parenthesis indicates + SE (n=3).
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Fig. 1. Changes in soil pH due to the addition of different concentrations of organic/amino acids [S1-Non-calcareous
(1%); S2- Slightly calcareous (7.5%); S3-Moderately calcareous (12.5%); S4- Highly calcareous (17%) & S5- Highly
calcareous (21.5%); Error bars represents mean of three replications]

Table 3. Changes in the soil pH due to the addition of organic/amino acids in soils with varying intensities of
calcareousness

Organic/amino Soil Calcareousness (% Free CaCO3)

. M
acids 1% 75% 125 % 175 % 215 % ean
Citric acid 732 (+0.01) 7.80 (#0.12)  7.96 (0.17) 8.00 (+0.01) 8.08 (+0.15)  7.83
Malic acid 7.43(£0.16) 7.98 (x0.13)  7.97 (0.18) 8.04 (+0.18) 819 (+0.11)  7.92
Acetic acid 7.40 (£0.11) 8.02 (0.07)  8.09 (+0.21) 8.08 (+0.20) 8.24 (+0.04)  7.97
Oxalic acid 7.36 (£0.04) 7.99 (+0.19)  8.02 (+0.09) 8.06 (+0.16) 8.17 (£0.01)  7.92
Glycine 7.47 (£0.05) 7.90 (+0.12) 7.9 (+0.06) 8.10 (£0.02) 8.28 (+0.16)  7.95
Lysine 751 (£0.06) 8.02(x0.13)  8.09 (0.12) 8.15 (+0.01) 8.35(+0.00)  8.02
Mean 7.42 7.95 8.02 8.07 8.22 7.94
o S OXS
SEd 0.005 0.005 0.013
CD (P=0.05) 0.011 0.010 0.025

*O-Organic/amino acids; S-Soil calcareousness. Values in the parenthesis indicates + SE (n=3)
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Fig. 2. Changes in P availability due to the addition of organic/amino acids at various concentrations [S1-Non-calcareous
(1%); S2- Slightly calcareous (7.5%); S3-Moderately calcareous (12.5%); S4- Highly calcareous (17%) & S5- Highly cal-
careous (21.5%); Error bars represents mean of three replications].

Table 4. Changes in P availability due to the addition of organic/amino acids in calcareous soils at different incubation
time intervals

Organicl Incubation time intervals (minutes)
g 5 10 20 30 60 120 240 960 1440 Mean
204 207 211 214 218 228 238 247 256
Citicacid (1641 (:0.24) (£0.07) (£0.25) (0.06) (£0.02) (£0.09) (+0.43) (x0.15) 225
Valicacd 193 204 206 209 212 217 220 230 3.6 14
(£0.40) (£0.19) (£0.19) (+0.51) (£0.10) (x0.40) (:0.26) (£0.49)  (0.33) :
Acetic 198 202 205 208 214 . 216 = 218 = 227 235 013
acid (#0.15) (0.29) (0.42) (£0.25) (£0.04) (:0.54) (:0.47) (+0.43)  (x0.51) :
Oxalic 193 203 208 209 213 219 = 222 231 23.9 15
acid (£0.01) (£0.45) (+0.24) (:0.13) (0.30) (x0.07) (:0.05) (:0.55) (x0.11) :
Ghone 185 193 194 197 199 201 205 209 1.0 199
y (£0.26) (£0.38) (0.43) (0.24) (¥0.43) (0.51) (:0.00) (+0.42)  (+0.20) :
Lvsine 178 179 185 190 194 196 = 199  20.1 20.5 190
y (£0.12) (£0.18) (£0.39) (£0.21) (£0.30) (:0.04) (:0.06) (+0.46)  (+0.01) :
Mean 192 198 202 205 208 213 217 224 23.0 21.0
0 T OXT
SEd 009 011 026
cD
roos) 017 021 052

* O-Organic/amino acids; T-Time intervals.Values in the parenthesis indicates + SE (n=3).
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In the present study, six acids (four organic and two
amino acids) were tested for their phosphorus solubiliz-
ing potentials in five soils with varying levels of calcare-
ousness. From the results it was noted that only one
component had eigen value of more than 1, hence it
was alone considered and PCs having eigen values
less than one are considered non-significant. The factor
scores, eigen values, variability percentage and cumu-
lative percentage obtained for P in PCA are depicted in
Table 6. Total variance of 97.1% was contributed by all
the three extracted factors of PCA in combination and
Factor 1 (F1) contributed the maximum to the total vari-
ability in solubilization of P (71.7%). Factor scores were
maximum for citric acid (2.87) in P solubilization, fol-
lowed by oxalic acid (1.52) and malic acid (1.23).
Whereas, the factor scores for acetic acid (-0.24), gly-
cine (-1.65) and lysine (-3.71) were very low.

DISCUSSION

Due to its low bioavailability, phosphorus deficiency is a
serious issue that inhibits plant growth in calcareous
soils (Vahedi et al., 2022). The total P concentration in
calcareous soils, on the other hand, is generally higher,
but it resides in the precipitate and inaccessible forms.
In the area of their roots, calcicole crops release larger
amounts of organic acids, primarily citric and oxalic
acids. Many researchers have proposed that low mo-
lecular weight organic acids are involved in phosphorus
solubilization within the rhizosphere region, with citric
acid being particularly effective in this regard

(Mazinanian et al., 2015). Baranimotlagh et al. (2013)
postulated that crops exudate larger amounts of low
molecular weight organic acids in order to solubilize P
and overcome its deficiency which was in accordance
with these findings.

Maximum phosphorus was recovered in soil with low
CaCOj; content by both organic and amino acids in both
concentration and time-dependent extraction. The
amount of phosphorus solubilized by acids reduced as
soil calcareousness increased, with the lowest phos-
phorus extraction found in highly calcareous soil with
21.5% free CaCO;. There was no doubt that increas-
ing concentration increases phosphorus solubilization,
but even at 100 mM, solubilization was lower in highly
calcareous soil (21.5% free CaCO;- S5) than in non-
calcareous soil (21.5% free CaCQOj3- S5). It was obvious
that low molecular weight organic acids effectively ex-
tract more phosphorus from calcareous soils, but their
solubilization magnitude reduces as the calcareous-
ness of the soil increases. Because the free CaCOj;
content of the soils used in this experiment ranges from
1 to 21.5%, Ca*" is the dominant cation in these soils,
all calcareous (free CaCOj3; > 5%). In addition, a greater
proportion of soil P precipitated as insoluble and inac-
cessible forms. By substituting P in the Ca-P precipi-
tate, LMWOAs such as citrate, oxalate, malate, and
acetate readily generate Ca-oxalate, Ca-citrate, Ca-
malate, and Ca-acetate (Jones, 1998).

According to the findings, low molecular weight organic
acids had a higher phosphorus extraction efficiency
than amino acids in concentration-dependent extrac-

Biplot (axes F1 and F2: 91.53 %)
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Fig. 3. Bi-plot obtained for P solubilization as influenced by organic/amino acids and soil calcareousness [S1-Non-

calcareous (1%); S2- Slightly calcareous (7.5%),; S3-Moderately calcareous (12.5%),; S4- Highly calcareous (17%) & S5-
Highly calcareous (21.5%), per cent variance explained by each component is given in parenthesis].
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Table 5. Changes in P availability due to the addition of organic/amino acids in soils having varying levels of

calcareousness

Organic/

Soil Calcareousness (% Free CaCO3)

Mean

amino acids 1% 7.5% 12.5% 17.5 % 21.5%
Citric acid 26.0 (+0.15) 25.0 (+0.03) 22.8 (+0.51) 20.9 (+0.07) 17.7 (£0.35) 22.5
Malic acid 25.6 (+0.28) 24.6 (+0.36) 20.5 (+0.16) 20.4 (+0.36) 16.3 (£0.14) 21.5
Acetic acid 25.2 (x0.42) 24.8 (x0.05) 20.3 (x0.13) 19.8 (x0.47) 16.7 (x0.04) 21.4
Oxalic acid 24.8 (x0.14) 24.4 (x0.15) 21.9 (x0.07) 20.0 (x0.40) 16.4 (x0.11) 21.5
Glycine 22.5(+0.42) 21.3 (+0.28) 19.4 (+0.06) 19.1 (£0.10) 15.7 (£0.31) 19.6
Lysine 21.6 (+0.04) 20.8 (+0.05) 19.8 (£0.11) 17.6 (£0.45) 15.0 (£0.04) 19.0
Mean 24.3 235 20.8 19.6 16.3 20.9

o S OXS
SEd 0.09 0.08 0.20
CD (P=0.05) 0.17 0.16 0.39

*Include O-Organic/amino acids; S-Soil calcareousness. Values in the parenthesis indicates + SE (n=3).

tion when compared to amino acids. Citric acid was
found to release more P than all other organic acids
when compared to all other acids in all soils regardless
of calcareousness, which could be explained by greater
pH reduction with the addition of citric acid when com-
pared to all other acids in all soils regardless of calcare-
ousness. The pH of the solution declined as the con-
centration of citric acid increased, regardless of the soil
(Fig. 1), with the pH reduction being greater in non-
calcareous soil. As expected, the pH reduction was
lowest in highly calcareous soil (21.5% free CaCO:s).
After adding organic acids, the soil's pH was substan-
tially lower than the pH of the native soil, allowing phos-
phorus to be released from the cation complex more
easily (Zhang et al., 2020). Citric acid appears to be a
more potent extracting agent than all other organic ac-
ids due to three hydroxyl groups (Lazo et al., 2015).
Geng et al. (2020) discussed the acidification of calcar-
eous soil due to organic/amino acid addition in calcare-
ous soils with the addition of citrate and oxalate at
10mM concentration. Ma et al. (2020) previously report-
ed that citric acid had a higher capacity for releasing
phosphorus than malic, oxalic, and acetic acids.
Organic acids such as citric acid, malic acid and oxalic
acid are useless in phosphorus solubilization unless
present in sufficient amounts (Vengavasi et al., 2021;
Wang and Lambers, 2020). P extraction rose when the
citric and oxalic acid concentrations increased (Strom
et al.,2005) while Keskinen et al. (2013) discovered a
significant increase in P extraction when the concentra-
tion reached 80 Mm. The maximum phosphorus solu-
bilization was observed in present study at 100 mM
concentrations, regardless of acidity, and even in soil
with 21.5% free CaCO; there was more phosphorus
solubilization at 100 mM concentrations. These data
suggest that high levels of organic acids in the rhizo-
sphere may be required to impact phosphorus solubili-
zation in calcareous soils significantly.

In the case of time-dependent phosphorus extraction, a
higher pH reduction at 1440 minutes using a citric acid
mediated reaction demonstrated the maximum phos-
phorus release rate. The fall in soil pH justifies the in-
crease in phosphorus release due to a prolonged incu-
bation period with organic acids, and Strom et al.
(2005) and Oral et al. (2005) found comparable results.
Citric acid, oxalic acid, malic acids and non-calcareous
and slightly calcareous soils (S1- 1% CaCO; and S2-
7.5% free CaCQO3) all shifted towards the positive quad-
rant of the study's PCA bi-plot, indicating that they had
a positive link with P solubilization (Fig. 3). Citric, oxal-

Table 6 Factor scores, eigen value, variability percentage
and cumulative percentage of factors obtained for organic
acids and amino acids for phosphorus solubilization. Fac-
tor scores, eigen value, variability percentage and cumula-
tive percentage of factors obtained for organic acids and
amino acids for phosphorus solubilization

Organic/amino Available P

acids F1 F2 F3
Citric acid 2.19 0.92 -0.21
Malic acid 1.00 -2.08 0.24
Acetic acid 0.74 -0.01 -0.88
Oxalic acid 1.17 0.81 0.86
Glycine -2.01 0.19 -0.14
Lysine -3.11 0.15 0.13
Eigen value 3.58 0.98 0.27
Variability % 71.7 19.7 5.58
Cumulative % "7 91.5 97.1

*F1-Principal component 1; F2-Principal component 2 and
F3-Principal component 3
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ic, and malic acids are the principal drivers, but acetic
acid, as well as the amino acids glycine and lysine, are
in the negative quadrant, demonstrating their inefficien-
cy in solubilizing P. According to the PCA data, citric
acid performs better at a concentration of 100 mM, and
solubilization was more pronounced in non-calcareous
soil than in soil with 7.5% free CaCOs.

According to our findings, P was more efficiently solu-
bilized by citric and oxalic acids than malic and acetic
acid, at a concentration of 100 mM incubated for 1440
minutes (24hrs). Citric acid is a strong complexing
agent that binds to metals and releases the trapped P
(Mazinanian et al., 2015). The extraction efficiency of
soil accessible P, both in terms of concentration and
time, was: Citric acid > Oxalic acid > Malic acid > Acetic
acid > Glycine > Lysine. When cultivated in calcareous
soils, plant exudation of citric and oxalic acids may help
with phosphorus solubilization. However, supplemen-
tary additions of organic acids boosted phosphorus
availability as an additive effect on calcareous soils.

Conclusion

The low molecular weight organic acids are thought to
be capable of solubilizing locked-up phosphorus in cal-
careous soils. In line with this, the present study’s data
implies that low molecular weight organic acids had a
role in the solubilization of P. Regardless of the organ-
ic/amino acids or soils, the amount of P released in-
creases as the incubation duration increases. Organic
acids were more successful than amino acids at ex-
tracting phosphorus from calcareous soils. More P was
soluble in calcareous soils after 1440 minutes of incu-
bation with 100 mM citric acid, which was followed by
oxalic acid > malic acid > acetic acid > glycine > lysine.
The solubilization of phosphorus by low molecular
weight organic acids through soil acidification was
linked to this increase in P release due to increased
incubation duration and concentration. Thus, incubating
calcareous soils with 100 mM citric acid for 1440
minutes will aid in locking-up phosphorus solubilization
in calcareous soils, and the chemistry behind the phos-
phorus release requires further research.

ACKNOWLEDGEMENTS

This work was financially supported by the Department
of Biotechnology, Ministry of Science and Technology,
Government of India, New Delhi for the scheme
“Exploiting Plant - Microbial interactions to unlock the
fixed s in calcareous soils for increasing the crop
productivity and soil fertility”. We are thankful to the
Department of Soil Science and Agricultural Chemistry,
Tamil Nadu Agricultural University, Coimbatore for
providing facilities to carry out the research work.

Conflict of interest
The authors declare that they have no conflict of
interest.

REFERENCES

1. Adeleke, R., Nwangburuka, C. & Oboirien, B. (2017). Ori-
gins, roles and fate of organic acids in soils: A review.
South African Journal of Botany, 108, 393-406. https://
doi.org/10.1016/j.sajb.2016.09.002.

2. Baranimotlagh, M. & Gholami, M. (2013). Time-dependent
zinc desorption in some calcareous soils of Iran. Pe-
dosphere, 23, 185-193. https://doi.org/10.1016/S1002-
0160(13)60006-5.

3. Chen, Z. C. & Liao, H. (2016). Organic acid anions: an
effective defensive weapon for plants against aluminum
toxicity and phosphorus deficiency in acidic soils. Journal
of genetics and genomics, 43(11), 631-638. https://
doi.org/10.1016/j.jgg.2016.11.003.

4. Geng, H., Wang, F., Changchun, Y., Zhijun, T., Huilun, C.,
Beihai, Z., Rongfang, Y. & Jun, Y. (2020). Leaching be-
havior of metals from iron tailings under varying pH and
low-molecular-weight organic acids. Journal of Hazardous
Materials, 383,121136.

5. Gypser, S., Schitze, E. & Freese, D. (2021). Single and
binary Fe-and Al-hydroxides affect potential phosphorus
mobilization and transfer from pools of different availabil-
ity. Soil Systems, 5(2), 33. https://doi.org/10.3390/soilsys
tems5020033.

6. Hack, C. M., Porta, M., Schaufele, R. & Grimoldi, A. A.
(2019). Arbuscular mycorrhiza mediated effects on
growth, mineral nutrition and biological nitrogen fixation of
Melilotus alba Med. in a subtropical grassland soil. Ap-
plied Soil Ecology, 134, 38-44. https://doi.org/10.1016/
j-apsoil.2018.10.008.

7. Jalali, M. & Ahmadi Mohammad Zinli, N. (2011). Kinetics
of phosphorus release from calcareous soils under differ-
ent land use in Iran. Journal of Plant Nutrition and Soil
Science, 174(1), 38-46. https://doi.org/10.1002/jpIn.200
900108.

8. Jiang, S., Xie, F., Lu, H., Liu, J. & Yan, C. (2017). Re-
sponse of low-molecular-weight organic acids in man-
grove root exudates to exposure of polycyclic aromatic
hydrocarbons. Environmental Science & Pollution Re-
search, 24(13).

9. Jones, D. L. (1998). Organic acids in the rhizosphere-a
critical review. Plant and soil, 205(1), 25-44. https://
doi.org/10.1023/A:1004356007312.

10. Keskinen, R., Yli-Halla, M. & Hartikainen, H. (2013). Re-
tention and uptake by plants of added selenium in peat
soils. Communications in soil science and plant analysis,
44(22), 3465-3482.https://doi.org/10.1080/00103624.201
3.847955.

11. Lazo, D. E., Laurence G. D. & Richard Diaz Alorro.
(2017). Silicate, phosphate and carbonate mineral dissolu-
tion behaviour in the presence of organic acids: A review.
Minerals Engineering,100: 115-123.

12. Liao, J. X., Dan, Y. L., Qian, W. J,, Ling, M., Gao, Z. P. &
Deng, Z. Growth performance and element concentrations
reveal the calcicole-calcifuge behavior of three Adiantum
species. BMC Plant Biology 20 (1), 1-8.

520


https://doi.org/10.1016/j.sajb.2016.09.002
https://doi.org/10.1002/jpln.200900108
https://doi.org/10.1002/jpln.200900108

Brindhavani, P. M. et al. / J. Appl. & Nat. Sci. 14(2), 512 - 521 (2022)

13.

14.

15.

16.

17.

18.

19.

20.

21.

Liu, D., Wang, B., Bhople, P., Davlatbekov, F. & Yu, F.
(2020). Land rehabilitation improves edaphic conditions
and increases soil microbial biomass and abundance. Soil
Ecology Letters, 2(2), 145-156.https://doi.org/10.1007/
$42832-020-0030-x.

Ma, H., Li, X., Wei, M., Zeng, G., Hou, S., Li, D. & Xu, H.
(2020). Elucidation of the mechanisms into effects of or-
ganic acids on soil fertility, cadmium speciation and eco-
toxicity in contaminated soil. Chemosphere, 239, 124706.
https://doi.org/10.1016/j.chemosphere.2019.124706.
Mazinanian, N., Wallinder, I. O. & Hedberg, Y. (2015).
Comparison of the influence of citric acid and acetic acid
as simulant for acidic food on the release of alloy constitu-
ents from stainless steel AISI 201. Journal of Food Engi-
neering, 145, 51-63. https://doi.org/10.1016/j.jfoodeng.201
4.08.006.

Olsen, S. R. (1954). Estimation of available phosphorus in
soils by extraction with sodium bicarbonate (No. 939). US
Department of Agriculture.

Oral, A. & Uygur, V. (2018). Effects of low-molecular-mass
organic acids on P nutrition and some plant properties of
Hordeum vulgare. Journal of Plant Nutrition, 41(11), 1482-
1490.

Pal, A. (2020). Improving of Phosphorus use Efficiency in
Acid & Alkaline Soil: a Critical Review Study. Indian jour-
nal of natural sciences, 59(10),18558-18562.

Pal, D. K., Bhattacharyya, T. & Velayutham, M. (2000). Gen-
esis and Classification of Calcareous Soils of India. In Pro-
ceedings of national symposium September (pp. 19-22).
Pal, D. K., Sarkar, D., Bhattacharyya, T., Datta, S. C.,
Chandran, P. & Ray, S. K. (2013). Impact of climate
change in soils of semi-arid tropics (SAT). In: Climate
change and agriculture, 113-121.

Perminova, I. V., Frimmel, F. H., Kudryavtsev, A. V., Kuli-
kova, N. A., Abbt-Braun, G., Hesse, S. & Petrosyan, V. S.
(2003). Molecular weight characteristics of humic sub-
stances from different environments as determined by
size exclusion chromatography and their statistical evalua-
tion. Environmental science & technology, 37(11), 2477-
2485 .https://doi.org/10.1021/es0258069.

22.

23.

24.

25.

26.

27.

28.

20.

30.

Strom, L., Owen, A. G., Godbold, D. L. & Jones, D. L.
(2001). Organic acid behaviour in a calcareous soil: sorp-
tion reactions and biodegradation rates. Soil Biology and
Biochemistry, 33(15), 2125-2133.https://doi.org/10.1016/
S0038-0717(01)00146-8.

Strom, L., Owen, A. G., Godbold, D. L. & Jones, D. L.
(2005). Organic acid behaviour in a calcareous soil impli-
cation for rhizosphere nutrient cycling. Soil Biology and
Biochemistry, 37(11), 2046-2054.https://doi.org/10.1016/
j-soilbio.2005.03.009.

Taalab, A. S., Ageeb, G. W., Siam, H. S. & Mahmoud, S.
A. (2019). Some Characteristics of Calcareous soils. A
review. Middle East Journal, 8(1), 96-105.

Taghipour, M. & Jalali, M. (2013). Effect of low-molecular-
weight organic acids on kinetics release and fractionation
of phosphorus in some calcareous soils of western Iran.
Environmental Monitoring and Assessment, 185(7), 5471-
5482.https://doi.org/10.1007/s10661-012-2960-y.

Vahedi, R., Mir, H. R., Mohsen, B. & Ramesh, R.V.
(2022). Effect of Biochar and Microbial Inoculation on P,
Fe, and Zn Bioavailability in a Calcareous Soil. Processes,
10 (2), 343.

Vengavasi, K., Pandey, R., Soumya, P. R., Hawkesford,
M. J. & Siddique, K. H. (2021). Below-ground physiologi-
cal processes enhancing phosphorus acquisition in plants.
Plant Physiology Reports, 26(4), 600-613.https://doi.org/1
0.1007/s40502-021-00627-8.

Wang, Y., & Lambers, H. (2020). Root-released organic
anions in response to low phosphorus availability: recent
progress, challenges and future perspectives. Plant and
Soil, 447(1), 135-156. https://doi.org/10.1007/s11104-019-
03972-8.

Xie, K., Ismail, C., Shiyu, W., Fusuo, Z. & Shiwei, G.
(2021). Synergistic and antagonistic interactions between
potassium and magnesium in higher plants. The Crop
Journal, 9 (2): 249-256.

Zhang, H., Qingyang, L., Xia, Z., Weifeng, C., Jinzhi, N.,
Liuming, Y. & Ran, W. (2020). Insight into the mechanism
of low molecular weight organic acids-mediated release of
phosphorus and potassium from biochars. Science of The
Total Environment, 742, 140416.

521



