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Abstract: Low phosphorus (P) availability is a major constraint for cotton production. Consequently,
P-efficient genotypes can improve productivity under conditions where the higher application of P is
not economical. This study was conducted to characterize cotton genotypes for P-use efficiency under
various P concentrations (0, 10, 20, 40, 80, and 500 uM KH,POy). The results showed large genotypic
variation in five selected traits, such as root dry weight, shoot dry weight, photosynthetic activity,
P-utilization efficiency, and P-uptake efficiency. Based on these five selected traits, the genotypes
were grouped into three main classes as efficient, moderate efficient, and inefficient genotypes as
proposed by different researchers. Most of the genotypes behaved in a similar pattern under different
P concentrations. Among the genotypes, Xinluzao-49 and Xinluzao-48 were considered as P efficient
while CCRI-64 and Yumian-21 as inefficient genotypes. However, the rest of the genotypes were
considered as moderately P efficient. The results prove that a large genetic potential exists in cotton
genotypes for P-use efficiency, and the use of P-efficient genotypes for cultivation will reduce the
application of phosphatic fertilizers. Furthermore, the use of P-efficient genotypes will improve cotton
breeding activities and help in improving the environmental sustainability of cotton production.

Keywords: Gossypium hirsutum L.; cotton genotypes; phosphorus uptake efficiency; phosphorus
utilization efficiency; cotton breeding; environmental sustainability; cotton cultivation

1. Introduction

Cotton is an important fiber crop grown worldwide [1] in arid and semi-arid regions [2]. However,
arid and semi-arid regions face major issues, including low nutrient availability, especially nutrients
with low diffusion coefficients, such as phosphorus (P) [3]. P deficiency in cotton causes slow shoot
development, dark green leaves, flower bud necrosis, and the yellowing of older leaves. Low P
availability may also directly affect flower bud development, decrease the absorption of nitrogen
and magnesium, and finally inhibit plant growth [4]. In contrast, limited availability of P triggers
various physiological adaptive responses, such as increased root surface area and density, which
helps in P uptake [5]. The variability in these responses indicates that cultivars having a greater
capacity to grow in soils with low P availability could offer an alternative to P fertilizers [6]. A huge
difference still exists between crop potential and actual production under unfavorable conditions, like P
deficiency [7]. The basic knowledge about the morphology, physiology, biochemical, and molecular
mechanisms is essential to develop and screen P-efficient cotton genotypes. Before proceeding to know
the molecular mechanism about P-use efficiency, it is very important to know different morphological
and physiological traits contributing to P-use efficiency. Moreover, identification and development of
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P-efficient cotton genotypes coupled with good management practices are pivotal for the sustainability
of cotton production.

Phosphorus (P) is one of the most limiting factors in crop production [8]. Throughout the world,
about 40% (5.7 billion ha) of cultivated land is P deficient [9]. Besides this, 80% of the applied P
fertilizer becomes unavailable for plants [9] due to its fixation with oxides and hydroxides of iron and
aluminum in acidic soils [10] and with calcium in alkaline soils [11]. Therefore, chemical P fertilizers
are used to overcome this deficiency, but immobilization and runoff make it unavailable for successful
crop production [12]. Besides, this injudicious use of P fertilizers leads to environmental pollution and
increases the cost of production [13]. Moreover, the naturally available reservoirs of rock phosphate
are depleting day by day due to its overuse and prices are rising as the resource becomes scarcer [14].
Therefore, adoption and invention of new strategies of P fertilizer management and breeding for
higher P-use efficiency are the utmost need of modern crop production [15]. Several researchers have
already reported that breeding for genotypes with high P-uptake efficiency is the best approach under
P-deficient soils [16] while genotypes with high P-utilization efficiency will produce more dry matter
per unit of P consumption [17].

P-use efficiency is comprised of two major components, i.e., P uptake and utilization efficiency.
P-uptake efficiency is the capacity of plants to uptake P from the soils while how efficiently the plants
utilize the absorbed P is utilization efficiency [18]. The P-use efficiency among cotton genotypes
varies with traits and the method of screening. Therefore, different scientists have proposed different
criteria of screening genotypes for P-use efficiency under P-deficient conditions, such as total P
uptake [19], dry matter produced per unit of P applied [20], and the ratio of physiologically active P
to total P uptake [21]. Besides this, care should be taken in comparing the genetic and physiological
components to measure P efficiency, as different methods may lead to different P efficiency under
the same condition [18]. Some researchers have focused on the importance of root architecture for P
efficiency under deficient P conditions [19,22]. However, both root and shoot should be taken into
account for studying P efficiency under low P conditions as roots help in P acquisition and shoots in P
utilization [18]. Many researchers have found that an extensive root system under low P conditions
could enable the plant to improve root volume to explore and uptake more P [17,23,24]. Similarly,
root size was also found to be important for P acquisition followed by root dry weight [23]. Moreover,
root vigor and [24] leaf photosynthetic activity also have beneficial roles in P acquisition [25].

The basic knowledge of different traits associated with P-use efficiency is important for the
identification and classification of P-efficient cotton genotypes. Taking into consideration the constraints
described above and the lack of information on genotypic variation of phosphorus use efficiency
(PUE) in cotton, the aims of this study were (1) to evaluate the genotype variability for PUE in cotton
genotypes under various P concentrations, and (2) to determine the relationships that exist between
plant characteristics and PUE to facilitate the identification and choice of P-efficient genotypes.

2. Materials and Methods

2.1. Plant Material and Growth Conditions

The current study was designed to know the P-efficient cotton genotypes and the most
important traits contributing to PUE. Twelve cotton genotypes (TM-1, Yumian-21, CCRI-64, CCRI-27,
Xinluzhong-17, Xinluzao-35, Xinluzao-48, Xinluzao-49, Xinluzhong-12, Xinluzhong-15, Xinluzao-20,
and CCRI-12) were characterized for different morphological and physiological traits under various P
concentrations (0, 10, 20, 40, 80, and 500 uM KH,PO;,) in hydroponic culture. The experiment was
set up in the growth chamber at the Cotton Research Institute of Chinese Academy of Agricultural
Sciences, Anyang, China. The genotypes were sown in a mixture of sand and vermiculate for one
week in a germinator. After the full opening of two cotyledons, four seedlings of each genotype with
uniform height were selected and transplanted into 7-L containers in the growth chamber (16/8 h
light/dark cycle, 28 °C temperature, 60% relative humidity). After transplanting, the seedlings were
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supplied with half-strength during the first week, followed by full-strength Hoagland solution (2 mM
Ca(NOs3), 2 mM KCL, 2 mM MgSOy, 0.1 mM EDTA-Fe:Na, 46.2 uM H3BO3, 9.1 uM MnCl,-4H,0,
0.8 uM ZnSO4-7H,0, 0.3 uM CuSO4-5H,0, 1.0 uM (NH4)sMo070,4-4H,0)). At the two-true-leaves
stage, seedlings were exposed to various P concentrations (0, 10, 20, 40, 80, and 500 uM KH,POy).
The solutions were replaced on a weekly basis and aerated with an electric pump. After cultivation for
four weeks, various morphological and physiological characteristics were measured.

2.2. Shoot and Root Morphology

Data on shoot length (cm) were measured by a ruler by randomly taking four plants in each
replication, and then averaging them to determine shoot length. Similarly, the lengths and widths of
each leaf were measured, and the mean single leaf area was obtained from the product of the length,
width, and correction factor (0.75). After four weeks, the plants were harvested and dried at 105 °C
for 1 h followed by 80 °C for 48 h. Part of the root system was excised from each plant and then
scanned and analyzed by using WinRHIZO root analyzer system (WinRHIZO version 2007b, Regent
Instruments Canada, Montreal, QC, Canada). The shoot, root, and total dry weight were measured
using an electronic balance.

2.3. Leaf Photosynthetic Traits and SPAD Value

The photosynthetic characteristics (i.e., photosynthetic assimilation rate (A), stomatal conductance
(gs), intercellular CO, concentration (Ci), and transpiration rate (E)) of the third fully expanded leaves
of six selected plants were measured using a portable photosynthesis system (Li-Cor-6800; Li-Cor, Inc.,
Lincoln, NE, USA) from 9:00 to 11:00 a.m. in the growth chamber. The relative chlorophyll content was
measured with a portable chlorophyll meter (SPAD 502 Meter, Minolta Corporation, Tokyo, Japan).

2.4. Phosphorus-Use Efficiency Indexes

Nitrogen concentrations of plant tissues were measured through the Kjeldahl method [26].
The dried samples of shoot and root were ground into a fine powder and around 0.2 g of each
sample powder was weighed, digested with H,SO4-H>0O,, and then analyzed for nitrogen and
P concentrations using the Bran + Luebbe Continuous-Flow AutoAnalyzer III (AA3-Australia).
Additionally, PUE definitions for cotton genotypes grown under various P concentrations were
calculated as follows:

(1) Total P accumulation (TPA) calculated as the P concentration x total plant dry matter;

(2) P utilization efficiency (PUtE) calculated as the total plant dry matter divided by P concentration;

(3) P uptake efficiency (PUpE) calculated as TPA divided by root dry matter; and

(4) Physiological P-use efficiency (PPUE) calculated as shoot P concentration divided by shoot dry
matter [26].

2.5. Classification of Cotton Genotypes

Cotton genotypes were classified into 3 categories as proposed by [27] and [28]. These categories
include I) efficient (E), II) medium (M), and (III) inefficient (I). The genotypes were assigned as efficient
if their mean was >u + SD, medium if their mean was between n—SD and p + SD, and inefficient if
their mean was <p-SD. The score assigned 3 to efficient (E), 2 to medium (M), and 1 to inefficient (I) in
respective parameters and the cumulative score was counted by summing up the individual scores of
different traits of a genotype.

2.6. Statistical Analysis

The experiment was triplicated using a completely randomized design. The obtained data were
analyzed using Statistix 8.1 (Analytical Software, Tallahassee, FL, USA). The least significance difference
(LSD) test was used to compare the mean value, in all cases at the significant level of 0.05. Graphs
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were generated using Origin Pro 2016 (Origin Lab Corporation, Northampton, MA, USA). *, **, and ***
represent p < 0.05, 0.01, and 0.001, respectively, and ns stands for not significant.

3. Results

3.1. Plant Morphology and Dry Biomass

The cotton genotypes varied significantly in morphology and dry biomass in response to various
P concentrations (Figure 1 and Table 1). Under 0-uM P, shoot length was greatly inhibited relative to P
application. However, the shoot length increased linearly with an increase in P concentrations (Table 1).
At P-deficient levels (10-20 uM), no difference in shoot length was recorded. Different cotton genotypes
showed a distinct response to P concentrations, with Xinluzao-49 showing the maximum and CCRI-64
the minimum shoot length (Table 1). Root, shoot, and total plant dry weight were lowered under 0-uM
P; however, it increased with an increase in P concentrations. The maximum root, shoot, and total
plant dry weight was recorded under the 500-uM P concentration (Table 1). In the case of genotypes,
Xinluzao-49 showed the maximum values for root, shoot, and total dry weight while CCRI-64 had
the minimum as compared to other genotypes irrespective of the P concentrations. The number of
leaves and leaf area of cotton genotypes was also significantly affected by P concentrations (Table 1).
Under the 0-uM P, the leaf number and area were greatly reduced as compared to P-treated plants.
Both leaf number and area were improved under the 500-uM P concentration as compared to other
rates, especially P-deficient conditions (0, 10, and 20 uM P). Genotype Xinluzao-49 produced the
maximum number of leaves and leaf area while Xinluzao-35 showed the lowest number of leaves
and leaf area as compared to other genotypes (Table 1). Overall plant morphology and dry biomass
were improved in Xinluzao-49 under the 500-pM P concentration. Poor performance was noted in the
genotypes CCRI-64 and Xinluzao-35 in terms of plant morphology and dry biomass.

10 pM 20 pM

10 1 12

80 pM

e R

89 10 1112

Figure 1. Representative examples of genotype-specific plant phenotypes of 12 cotton genotypes grown
under various P concentrations (0, 10, 20, 40, 80, and 500 uM). Each number from 1 to 12 represents
genotypes TM-1, Yumian-21, CCRI-64, CCRI-27, Xinluzhong-17, Xinluzao-35, Xinluzao-48, Xinluzao-49,
Xinluzhong-12, Xinluzhong-15, Xinluzao-20, and CCRI-12, respectively.
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Table 1. Shoot length (SL, cm), root dry weight (RDW, g), shoot dry weight (SDW, g), total plant dry
weight (TDW, g), number of leaves (NOL), and leaf area (LA, cm?) of 12 cotton genotypes grown at
different P concentrations in hydroponic culture.

Genotypes SL RDW SDW TDW NOL LA
T™™-1 11.6cd 0.28d 0.64b 092cd 5.8abc 51.94b
Yumian-21 12.3bcd  0.27 de 0.64b 091cd 5.8abc 50.83 b
CCRI-64 9.10d 026 e 0.63b 0.89d 5.2 cd 44.09b
CCRI-27 14.2 bc 0.30 ¢ 0.65b 095bc 5.7 bcd 50.09 b
Xinluzhong-17 16.6 b 031bc 066b 097bc 53cd  55.05ab
Xinluzao-35 14.0 bc 0.30 ¢ 0.65b 0.95 be 5.0d 41.63b
Xinluzao-48 17.0b 0.34b 0.67 b 1.01b 6.2 ab 54.93 ab
Xinluzao-49 19.8 a 0.36 a 0.73a 1.09 a 6.7 a 76.84 a
Xinluzhong-12 13.3 bc 0.29 bc 0.64b 0.93 be 5.0d 43.79b
Xinluzhong-15 14.2 bc 030bc  0.65b  095bc  55cd 50.07 b
Xinluzao-20 14.9 be 0.32b 0.66 b 0.98b 6.3 ab 4342 Db
CCRI-12 14.7 bc 0.31 bc 0.65b 0.96 be 6.2 ab 54.34 ab

P rates (M)
0 6.3e 0.25e 040e 0.64 e 2.8f 15.15d
10 10.4d 0.29d 051d 0.80d 49e 29.75 ¢
20 114d 0.30d 0.52d 0.82d 54d 40.65 ¢
40 142 ¢ 0.32¢ 0.69 ¢ 1.01c¢ 59c¢ 61.37b
80 20.1b 0.33b 0.82b 1.15b 7.1b 79.75 a
500 23.5a 0.35a 0.99 a 1.33a 82a 81.83 a
Coefficient of variation (%) 19.27 4.09 5.85 4.88 10.19 26.86

Note: Means followed by the same letters within the same category in the same columns are not different statistically
at the 5% level of probability.

3.2. Root Morphology

The results showed that almost all root morphological traits of cotton genotypes were significantly
affected by P concentrations (Tables 2 and 3). The root shoot ratio of cotton genotypes was significantly
different under each P concentration. Among the genotypes, Xinluzao-49 and Xinluzao-48 had
the maximum root shoot ratio while CCRI-64 had the lowest as compared to other genotypes
(Table 2). A linear reduction in the root to shoot ratio was found with increasing P concentrations.
Root morphological traits of Xinluzao-49 were significantly improved except root thickness and root
density. Other than Xinluzao-49, the response of genotypes was different for different traits. Genotypes
that showed the genotypic response for root morphological traits was not constant and depended on
the genotypes as well as P concentrations. Unlike other root morphological traits, the root thickness of
Xinluzao-49 was comparatively lower than Yumian-21 and Xinluzhong-17 and from Xinluzao-48 and
Xinluzao-20 for root density (Table 3). Almost all root morphological traits were decreased with an
increase in P concentrations; however, the increased extent varied among the genotypes (Tables 2 and 3).
In contrast, root diameter and volume were less affected by P starvation (0 pM P), as moderate to high
concentrations of P significantly increased root diameter and volume (Table 2). It should be noted that
Xinluzao-49 showed a dramatic increase in root morphological traits in response to P concentrations.
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Table 2. Root shoot ratio (RSR), root length (RL, m), projected root area (PRA, cm?), root surface area
(RSA, cm?), root diameter (RD, mm), and root volume (RV, cm?) of 12 cotton genotypes grown at
different P concentrations in hydroponic culture.

Genotypes RSR RL PRA RSA RD RV
TM-1 046d 14.0ab 348bc 226cd  0.50 ab 3.3b
Yumian-21 0.45 de 135b 34.4 bc 234 ¢ 0.48b 2.8b
CCRI-64 044 e 139b 35.4b 248 b 0.57 ab 3.8b
CCRI-27 0.50 bc 14.3 ab 35.3b 253 b 0.62 a 32b
Xinluzhong-17 0.50 ¢ 11.0c 33.0c¢ 213d 0.45b 23b
Xinluzao-35 0.50 ¢ 125c¢ 34.5 bc 212d 0.51 ab 32b
Xinluzao-48 0.54 a 11.7 ¢ 33.7 ¢ 221 cd 0.54 ab 29b
Xinluzao-49 0.54 a 15.1a 371a 281 a 0.68 a 42a
Xinluzhong-12 0.48 ¢ 124 c 34.4 bc 219d 0.55 ab 3.3b
Xinluzhong-15 049 ¢ 11.5¢ 33.5¢ 217d 0.59 ab 34b
Xinluzao-20 0.52b 115¢ 33.5¢ 224 cd 045b 2.6b
CCRI-12 0.51 bc 14.3 ab 354b 244 b 0.55 ab 3.0b

P rates (M)

0 0.61a 14.1b 35.8b 159 ¢ 042b 22¢
10 0.57b 175a 39.5a 250 b 045b 3.6 ab

20 0.57b 145b 36.0b 273 a 0.57 a 3.8a
40 0.46 ¢ 123 ¢ 33.7 ¢ 247 b 0.57 a 3.4 ab
80 040d 10.1d  3145d 241 b 0.6 a 3.3ab
500 0.35e 95d 31.5d 225b 0.61 a 2.7 be
Coefficient of variation (%) 3.44 13.4 5.4 12 20.17 20.3

Note: Means followed by the same letters within the same category in the same columns are not different statistically
at the 5% level of probability.

Table 3. Root length ratio (RLR), root mass ratio (RMR), root thickness (RT), and root density (RD) of
12 cotton genotypes grown at different P concentrations in hydroponic culture.

Genotypes RLR RMR RT RD
T™-1 1692 a 0.314d 4.79 ab 0.090 ab
Yumian-21 16.39a  0.308 de 546 a 0.107 ab
CCRI-64 17.24 a 0.303 e 3.78b 0.071b
CCRI-27 16.60a 0.331bc 4.72ab 0.099 ab
Xinluzhong-17 12.26 ¢ 0.329 ¢ 542 a 0.154 a
Xinluzao-35 15.04ab  0.329c¢ 4.08 ab 0.099 ab
Xinluzao-48 12.67bc  0.347 a 4.14 ab 0.126 a
Xinluzao-49 1527ab  0.345a 3.69b 0.088b
Xinluzhong-12 14.63 bc 0.323 ¢ 4.39 ab 0.101ab
Xinluzhong-15 13.48 bc 0.328 ¢ 351b 0.096 ab
Xinluzao-20 1247 ¢ 0.339ab  4.54 ab 0.138 a
CCRI-12 16.27a 0.334bc  4.89ab 0.108 ab

P rates (uM)
0 21.97 a 0.379 a 691 a 0.125 ab
10 21.77 a 0.364 b 490b 0.082 bc
20 17.73b 0.362 b 4.01 be 0.084 ¢
40 12.20 ¢ 0.313 ¢ 3.96 bc 0.104 bc
80 8.79d 0.285d 3.14c 0.104 bc
500 716 e 0.261e 3.78 ¢ 0.142 a
Coefficient of variation (%) 12.53 3.22 18.19 20.51

Note: Means followed by the same letters within same category in the same columns are not different statistically at
the 5% level of probability.
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This indicated that the genotype is P efficient and tolerant to P deficiency by maintaining a
well-established root system. Moreover, P starvation and deficiency (0, 10, and 20 uM P) induce root
morphological traits as a systematic response to increase root growth and development for better
nutrient uptake.

3.3. Leaf Photosynthetic Traits and SPAD Value

The results showed that leaf photosynthesis, stomatal conductance, and transpiration rate were
significantly higher in genotype Xinluzao-49 as compared to other genotypes (Table 4). The leaf
transpiration rate of Xinluzao-48 and Xinluzhong-17 were also significantly higher and similar to
Xinluzao-48 than other genotypes. However, a lower photosynthetic rate and stomatal conductance
were recorded from CCRI-64, which was similar to Yumian-21 for stomatal conductance (Table 4).
The intercellular CO, concentration was significantly lower in Xinluzao-49, Xinluzao-20, Xinluzao-48,
and Xinluzhong-17 as compared to other genotypes. The lowered intercellular CO, concentration of
these genotypes is due to their high photosynthetic efficiency, which can effectively utilize carbon
dioxide. Leaf photosynthetic traits were significantly increased with an increase in P concentrations.
The maximum leaf photosynthesis and stomatal conductance were obtained under 500-uM P as
compared to the low concentrations (Table 4). In contrast, leaf photosynthesis and stomatal conductance
were greatly inhibited by P-starved (0 uM) and -deficient (10 uM) conditions (Table 4). Unlike these
traits, the leaf transpiration rate showed less variation among P concentrations; however, increased
transpiration was noted with an increase in P concentrations (Table 4). The SPAD value of cotton
genotypes was also significantly affected by P concentrations (Table 4). However, the variation was
found to be less as compared to photosynthetic traits. Xinluzao-49 showed significantly higher SPAD
values as compared to all other genotypes, which show similar values as shown in Table 4.

Table 4. Photosynthetic rate (Pn, umol CO, m~2 s71), stomatal conductance (gs, mmol H,O m~2s71),
transpiration rate (E, mmol m~2 s71), intercellular CO, concentration (Ci, pmol CO, mol~! air), and
SPAD value of 12 cotton genotypes grown at different P concentrations in hydroponic culture.

Genotypes Pn Gs E Ci SPAD
T™M-1 5.5 bed 0291c¢ 259b 312a 344D
Yumian-21 5.6 bc 0288d 259b 310ab 344D
CCRI-64 52d 0288d 259b 313a 343D
CCRI-27 55bcd 0.290cd 259b 309ab 344b
Xinluzhong-17 5.7 bc 0292bc 260a 298¢ 343D
Xinluzao-35 5.3 cd 0.291 ¢ 259b 315a 348b
Xinluzao-48 5.8 ab 0.294 b 2.60a 303¢  359b
Xinluzao-49 6.3a 0299a 260a 291c¢ 36.6a
Xinluzhong-12 5.6 bc 0.292bc  259b 31lab 349D
Xinluzhong-15 5.6 bc 0.292bc  259b 306b 346D
Xinluzao-20 5.8 ab 0.294b 259b 296c  345b
CCRI-12 55bed  0292bc  259b 316a 34.7Db

P rates (uUM)
0 35f 0.281 f 258c 337a 305f
10 47 e 0.285e 259b 324b 336e
20 51d 0.288d 259b  315¢  34.8d
40 6.1c 0.294 c 260a 301d 358¢
80 69b 0.298b 2.60a 286e 36.7b
500 73a 030la 260a 28le 374a

Coefficient of variation (%) 6.6 8.6 4.16 6 5.6

Note: Means followed by the same letters within the same category in the same columns are not different statistically
at the 5% level of probability.
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3.4. Tissue Nitrogen and P Concentrations

Different P concentrations significantly affected shoot, root, and total nitrogen concentration
(Table 5). The variation among genotypes for tissues and total plant nitrogen concentrations was less.
However, Xinluzao-49 had significantly higher shoot and total nitrogen concentration as compared to
other genotypes (Table 5). A significant variation was noted among P concentrations, where increasing
P linearly increased shoot and total plant nitrogen concentration (Table 5). The difference between 80
and 500 uM was not significant; however, significant variation was observed under low concentrations.
Comparatively, root nitrogen concentration showed variation among the genotypes. However,
genotype Xinluzao-49 and Xinluzhong-15 had higher root nitrogen concentrations as compared to
other genotypes (Table 5). Root nitrogen concentration significantly increased with an increase in P
concentrations in the medium. However, at higher concentrations, the difference was not significant
(Table 5). Shoot, root, and total plant P concentrations of cotton genotypes were also significantly
affected by P concentrations (Table 5). Unlike nitrogen, shoot, root, and total P concentrations of cotton
genotypes showed a similar trend, where genotypes Xinluzao-49, Xinluzhong-12, Xinluzao-48, CCRI-12,
CCRI-27, and Xinluzhong-15 showed significantly higher shoot, root, and total P concentrations as
compared to other genotypes (Table 5). However, at moderate and high P concentrations (40, 80, and
500 uM), there were no significant differences between tissue and total plant P concentration (Table 5).

Table 5. Shoot nitrogen (SN%), root nitrogen (RN%), total nitrogen (TN %), shoot phosphorus (SP%),
root phosphorus (RP%), and total phosphorus (TP%) of 12 cotton genotypes grown at different P
concentrations in hydroponic culture.

Genotypes SN% RN%  TN% SP% RP% TP%
TM-1 25b 14ab 39b 051b 0.33b 0.85b
Yumian-21 25b 14ab 39b 048b 0.31b 0.78 b
CCRI-64 26b 1l4ab 40b 0.55b 0.38b 0.93 ab
CCRI-27 25b 14ab 40b 0.62 a 045a 1.08 a
Xinluzhong-17 24b 1.2b 3.7b 0.39b 0.22 ¢ 0.61b
Xinluzao-35 25b 1.3b 3.8b 051b 0.36 b 0.87b
Xinluzao-48 2.7b 1.3b 40b 0.63 a 0.46 a 1.08 a
Xinluzao-49 3.2a 15a 4.7 a 0.69 a 0.49 a 1.18 a
Xinluzhong-12 26b 14ab 40b 0.66 a 047 a 1.13a
Xinluzhong-15 27b 16a 42b 0.62 a 0.45a 1.07 a
Xinluzao-20 2.6b 1.3b 39b 0.50b 0.33b 0.83b
CCRI-12 26b 1l4ab 40b 0.63 a 046 a 1.08 a
P rates (M)

0 l4e 0.7e 21e 035d 0.18d 0.53d

10 2.1d 1.0d 3.1d 048 ¢ 031c¢ 0.79 ¢
20 2.6c¢c 13c¢ 39¢ 0.53bc  0.36bc  0.90 bc
40 3.0d 1.5b 45b 0.65ab 048ab 1.12ab

80 3.3a 19a 52a 0.68 a 0.51a 1.18a

500 3.3a 19a 52a 0.70 a 0.53 a 124 a
Coefficient of variation (%) 7.1 11.7 7.6 16.91 14.7 15.64

Note: Means followed by the same letters within the same category in the same columns are not different statistically
at the 5% level of probability.

3.5. P-Use Efficiency Indexes

The P-use efficiency indexes, like P accumulation, P-utilization efficiency, P-uptake efficiency
and physiological P-use efficiency, were also recorded to know the potential of cotton genotypes.
Root, shoot, and total plant P accumulation of cotton genotypes were significantly affected by various
P concentrations (Table 6). Among the genotypes, Xinluzao-49 had significantly higher root, shoot,
and total P accumulation while the remaining genotypes mostly showed statistically similar responses
in terms of the root, shoot, and total P accumulation (Table 6). An increasing trend in the root, shoot,
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and total P accumulation was noted with an increase in P concentrations (Table 6). It was observed
that tissue and total plant P accumulation was greatly inhibited under P starvation while in contrast,
high application of P (500 uM) dramatically improved root, shoot, and total P accumulation (Table 6).

Table 6. Root phosphorus accumulation (RPA), shoot phosphorus accumulation (SPA), total plant
phosphorus accumulation (TPA), phosphorus utilization efficiency (PUtE, g DW mg_1 P), phosphorus
uptake efficiency (PUpE, mg P g‘l RDW), and physiological phosphorus-use efficiency (PPUE,
g2 DW mg~! P) of 12 cotton genotypes grown at different P concentrations in hydroponic culture.

Genotypes RPA SPA TPA PUtE PUpE PPUE
TM-1 0.08 de 0.31bc  0.39bc 1.2b l4a 13c¢
Yumian-21 0.07 e 0.29 ¢ 0.36 ¢ 13a 1.3b 15a
CCRI-64 0.07 e 0.30bc  0.38bc 12c¢ 14a 1.3c¢
CCRI-27 0.09 ¢ 0.32bc  0.41 bc 1.2b 1.3b 13c¢
Xinluzhong-17 0.09c 0.32bc  0.42bc 13a 13b 14b
Xinluzao-35 0.08 de 0.30bc  0.38bc 13a 1.2c¢ 14b
Xinluzao-48 0.11b 0.34b 045b 1.2b 1.3b 1.3c¢
Xinluzao-49 0.12a 0.38 a 0.49 a 1.3a l4a 15a
Xinluzhong-12 0.09 c 0.31bc  0.39 bc 12b 1.3b 14b
Xinluzhong-15 0.08de  0.30bc  0.39bc 13a 12c¢ 14D
Xinluzao-20 0.10b 0.33b 043b 1.2b 1.3b 13c¢
CCRI-12 0.09 ¢ 0.32 bc 041b 1.2b 1.3b 14b

P rates (uM)
0 0.04 f 0.14 e 0.18 e 1.2d 0.8e 1.1d
10 0.08 e 0.23d 0.31d 1.1d 1.1d 1.1d
20 0.09d 0.24d 0.33d 1.1d 1.1d 1.2d
40 0.10 ¢ 0.34 ¢ 044 c 13c¢ 14c¢ 14c
80 0.11b 042b 0.53b 14b 1.6b 1.6b
500 0.12a 0.53a 0.66 a 15a 19a 1.8a
Coefficient of variation (%) 7.6 8.26 7.59 15.10 14.57 15.24

Note: Means followed by the same letters within the same category in the same columns are not different statistically
at the 5% level of probability.

The P-utilization efficiency of cotton genotypes was significantly affected by P concentrations
(Table 6). The P-utilization efficiency of genotypes Xinluzao-35, Yumian-21, Xinluzhong-15, and
Xinluzao-49 were significantly higher than other cotton genotypes. However, the remaining genotypes
showed statistically similar and lower P-utilization efficiency (Table 6). In case of P concentrations,
phosphorus utilization efficiency significantly increased with an increase in P concentrations (Table 6).
P-uptake efficiency was significantly higher in genotype CCRI-64, which was statistically similar to
Xinluzao-49 and TM-1 (Table 6). Among the genotypes, P-uptake efficiency was significantly lower
in genotypes Xinluzao-35 and Xinluzhong-15 (Table 6). A linear increase in P-uptake efficiency was
noted with an increase in P concentrations (Table 5). However, P-uptake efficiency was higher under
500-uM P. This indicated that an increase in P concentration in the medium could increase P uptake.
Physiological P-use efficiency of Xinluzao-49 was significantly higher than other cotton genotypes
(Table 6). The physiological P-use efficiency was low under P-starved (0 uM) and -deficient conditions
(10 and 20 uM) while it was increased significantly with an increase in P concentrations. The highest
physiological P-use efficiency was recorded under the 500-uM P concentration (Table 6). Overall,
the P-use efficiency traits were higher for genotype Xinluzao-49, which indicated that this genotype
has a great potential for P uptake and utilization. The response of other genotypes was not constant
and varied among the P concentrations for different PUE traits.
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3.6. Relationship between Morphological and Physiological Traits

Morphophysiological traits, like shoot dry weight, root dry weight, photosynthesis, P utilization,
and uptake efficiency, showed a positive relationship (Table 7). The relationship of shoot dry weight
with photosynthesis (0.92%), P utilization efficiency (0.73), and uptake efficiency (0.97%) was strong
and highly positive as compared to root dry weight. The relationship of both shoot and root dry
weight with P uptake efficiency is 0.97% and 0.71%, respectively, which is highly positive and strong
compared to that with P utilization efficiency: 0.73% and 0.42%, respectively (Table 7). Therefore, most
of the genotypes with high uptake efficiency have higher shoot and root dry weight. Moreover, a
comparatively low relationship of P-utilization efficiency with morphological traits suggests that this
component of PUE needs to be improved as a huge potential is left in the genotypes for higher utilization.
The improvement in this component of PUE will greatly increase P-use efficiency, crop productivity,
and net returns.

Table 7. Relationship between shoot dry weight (SDW), root dry weight (RDW), photosynthesis (Pn),
phosphorus utilization efficiency (PUE), and phosphorus uptake efficiency (PUpE).

SDW RDW Pn PUtE PUpE

SDW 1 078* 092* 073* 097*
RDW 0.78 * 1 0.80* 042* 071*
Pn 092* 0.80* 1 0.58* 091*
PUtE 073* 042* 0.58* 1 0.58 *
PUpE 097* 071* 091* 0.58* 1

Note: * represents that the correlation between the traits is significant at p < 0.05.

3.7. Classification of Cotton Genotypes for Phosphorus-Use Efficiency

The cotton genotypes showed a great variation with respect to each trait under similar conditions
(Table 8). Under P-starved conditions (0 pM P), the maximum and minimum score was gained by
genotype Xinluzao-49 (13 out of 15) and genotype CCRI-64 (7 out of 15), respectively. The number
of efficient genotypes was more in P-utilization and -uptake efficiency (three each). The response of
cotton genotypes under P-deficient conditions (10 uM P) was quite similar to P-starved conditions
(Table 9). Genotypes Xinluzao-49 and Xinluzao-48 scored maximum (13 out of 15) while genotype
CCRI-64 gained a minimum point score (8 out of 15). Here, most of the high scoring genotypes have
high P-uptake efficiency. The response of cotton genotypes under sufficient P conditions (500 uM P)
was quite different (Table 10). The maximum score was gained by genotype Xinluzao-49 (15 out of 15)
and was found to be efficient for each testing trait (Table 10). In contrast, the minimum point score
was gained by genotype Yumian-21 (9) and CCRI-64 (9). The point score at all three conditions (i.e.,
P starved, deficient, and sufficient) was summed up in another table to check the overall performance
of genotypes (Table 11). The maximum point score was obtained by genotype Xinluzao-49 (41 out of 45)
followed by genotype Xinluzao-48 (35 each out of 45) while the minimum point score was obtained by
genotype CCRI-64 (22 out of 45) followed by genotype Yumian-21 (26 out of 45).
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Table 8. Classification of cotton genotypes (grown at P starvation; 0 pM KH,PO,) based on their index
scores of various parameters into efficient (E), medium (M), and inefficient (I) scoring genotypes.

Genotypes SDW RDW Pn PUtE PUpE Total Score

TM-1 M M M M M 10
Yumian-21 M 1 M E I 9
CCRI-64 I I I M M 7
CCRI-27 M M M M M 10
Xinluzhong-17 M M E M M 11
Xinluzao-35 M M M E I 10
Xinluzao-48 E E M I E 12
Xinluzao-49 E E E M M 13
Xinluzhong-12 M M M M M 10
Xinluzhong-15 M M M E I 10
Xinluzao-20 M M M I E 10
CCRI-12 M M M I E 10

The scores are given to each genotype based on its performance in various parameters. The maximum score 15
assigned with 3 to efficient (E), 2 to medium (M), and 1 to inefficient (I) in respective parameters.

Table 9. Classification of cotton genotypes (grown at P deficient; 10 uM KH;PO,) based on their index
scores of various parameters into efficient (E), medium (M), and inefficient (I) scoring genotypes.

Genotypes SDW RDW Pn PUtE PUpE Total Score
TM-1 M M M M M 10
Yumian-21 M I I E I 8
CCRI-64 I I I I M 6
CCRI-27 M M M M M 10
Xinluzhong-17 M M E M M 11
Xinluzao-35 M M M M I 9
Xinluzao-48 E E E I E 13
Xinluzao-49 E E E M M 13
Xinluzhong-12 M M M I E 10
Xinluzhong-15 M M M M I 9
Xinluzao-20 M M M I E 10
CCRI-12 M M M I E 10

The scores are given to each genotype based on its performance in various parameters. The maximum score 15
assigned with 3 to efficient (E), 2 to medium (M), and 1 to inefficient (I) in respective parameters.

Table 10. Classification of cotton genotypes (grown at P sufficient; 500 uM KH,POy) based on their
index scores of various parameters into efficient (E), medium (M), and inefficient (I) scoring genotypes.

Genotypes SDW RDW Pn PUtE PUpE Total Score
T™-1 M M M I E 10
Yumian-21 M 1 M M M 9
CCRI-64 M 1 I M E 9
CCRI-27 M M M M M 10
Xinluzhong-17 M M M M M 10
Xinluzao-35 M M M E I 10
Xinluzao-48 M E M M I 10
Xinluzao-49 E E E E E 15
Xinluzhong-12 M M M M M 10
Xinluzhong-15 M M E E M 12
Xinluzao-20 M M M M M 10
CCRI-12 M M M M M 10

The scores are given to each genotype based on its performance in various parameters. The maximum score 15
assigned with 3 to efficient (E), 2 to medium (M), and 1 to inefficient (I) in respective parameters.
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Table 11. Scoring of genotypes grown at P starvation (P; 0 uM KH,POy), P deficient (P; 10 uM KH,POy)
and P sufficient (P; 500 uM KH,PO,) concentration under hydroponic conditions.

Genotypes Score at 0 uM/15  Score at 10 uM/15  Score at 500 uM/15  Total Score/45
T™M-1 10 10 10 30
Yumian-21 9 8 9 26
CCRI-64 7 6 9 22
CCRI-27 10 10 10 30
Xinluzhong-17 11 11 10 32
Xinluzao-35 10 9 10 29
Xinluzao-48 12 13 10 35
Xinluzao-49 13 13 15 41
Xinluzhong-12 10 10 10 30
Xinluzhong-15 10 9 12 31
Xinluzao-20 10 10 10 30
CCRI-12 10 10 10 30

3.8. Principal Component and Cluster Analysis

Based on the multi-correlation analysis of five selected traits, we performed principal component
analysis (PCA) to know the traits that give more response to P concentrations among cotton genotypes
(Figure 2). The 12 cotton genotypes under various P concentrations showed 88.36% variation in the first
two components (Table 12). The first component (PC1) represented 56.86% of the variability primarily
for shoot and root dry weight. The second component (PC2) showed 31.50% variability primarily
comprising of shoot dry weight and P-uptake efficiency (Figure 2, Table 12).

05 0.0 0.5
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Figure 2. Principal component analysis (PCA) biplot of morphophysiological traits of 12 cotton
genotypes grown under various P concentrations. SDW; shoot dry weight, RDW; root dry weight,
Pn: net photosynthesis, PUpE; P uptake efficiency and PUtE; P utilization efficiency.



Agronomy 2019, 9, 689 13 of 18

Table 12. Principal component analysis of morphophysiological traits under high and low nitrogen
either from ammonium nitrate or nitrate.

Traits PC1 PC2

Shoot dry weight 0.56 0.22
Root dry weight 0.55 0.08
Photosynthesis 0.54 0.21
P utilization efficiency 0.27 —-0.62
P uptake efficiency -0.15 0.72
Eigen value 2.84 1.58

Variance contribution rate 56.9% 31.5%
Cumulative percentage 56.9% 88.4%

The hierarchical cluster analysis of cotton genotypes is also useful for the classification of genotypes
for P-use efficiency. Therefore, based on the morphophysiological traits, hierarchical cluster analysis
was performed to know the similarity of the genotypes (Figure 3). A total of 12 cotton genotypes were
grouped into five main groups. Cluster 1, 2, and 3 comprised of one genotype each as Xinluzao-49,
Xinluzao-35, and CCRI-64, respectively. Cluster 4 consisted of two cotton genotypes Xinluzao-20
and Xinluzao-48. Cluster 5 comprised of seven genotypes, which are Xinluzhong-17, Xinluzhong-15,
Yumian-21, CCRI-12, CCRI-27, Xinluzhong-12, and TM-1. The farthest genotypes were genotype
TM-1 and Xinluzao-49 while genotype Xinluzao-48 and Xinluzao-20, as well as CCRI-27 and CCRI-12,
were found as the closet (Figure 3).

0.8 4

0.6

Distance

0.2+

3
)

0.0

TM-1
nluzhong-12-
CCRI-27
CCRI-12
Yumian-21
nluzhong-15
nluzhong-17
Xinluzao-48 -
Xinluzao-20-
CCRI-64—
Xinluzao-35-]
Xinluzao-49

Figure 3. Dendrogram hierarchical cluster analysis of cotton genotypes based on morphophysiological
traits grown under various P concentrations (0, 10, 20, 40, 80, and 500 pM).

4. Discussion

4.1. Variation in Morphological and Physiological Traits

The crop species and genotypes of different species have varied responses under contrasting
P supply [29]. In our study, cotton genotypes also showed differential responses to various P
concentrations (Figure 1). A distinct variation among cotton genotypes was observed for various
morphological and physiological traits. Generally, the variations among shoot and root morphological
traits are very important for genotype selection and varietal development and can also be used in the
future for the development of highly P-efficient genotypes [30]. The genotype, such as Xinluzao-49,
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which can grow better under both P-deficient and -sufficient conditions is desired because it can be
successfully grown in a low P input without affecting yield [27]. Generally, for screening P-efficient
genotypes, high dry matter production under P-deficient conditions is the most important trait [27].
As most of the genotypes have lower dry matter production under P-starved and -deficient conditions,
the plants tend to partition more dry matter to the growing shoot and root tips [29]. This dry matter
partitioning into different growing parts is also important to know the extent of efficiency among
the genotypes. Therefore, P-efficient genotypes produced more root dry biomass under P-deficient
conditions as compared to inefficient genotypes. As mentioned in the result part, most of the root
morphological traits were significantly increased under P-deficient conditions, which is beneficial for
better P acquisition [31]. Moreover, the increase in P acquisition in P-efficient genotypes might be
due to an increase in the root absorption area, which may also affect the ability of plants to acquire
nutrients from the medium [32]. The increase in root morphological traits under P-deficient conditions
was also noted in other crops [33,34]. In the current study, increased root length and surface area were
observed in Xinluzao-49 and consequently the root and shoot biomass were increased significantly as
compared to other cotton genotypes. This suggests that Xinluzao-49 is the distinct P-efficient genotype
due to its better root system and P acquisition. Based on the higher root surface area, a significant
increase in nutrient uptake was also noted in Brassica species [35]. Similarly, the root shoot ratio was
also improved under P-deficient conditions (Table 2). This increase in root to shoot ratio is due to
more biomass allocation to the root as an adaptive strategy to absorb more P from the medium [28].
A significant and positive correlation was observed between morphological traits and P utilization and
uptake efficiency, which showed that an increase in shoot root morphological traits increases uptake
and utilization efficiency and ultimately yield [36].

A drastic reduction in photosynthesis, stomatal conductance, and transpiration rate were noted
under P-starved and -deficient conditions. Previous reports also showed that P deficiency affects leaf
photosynthetic traits and subsequently plant growth [37]. However, the reduction in growth may not
always correlate with photosynthesis [38]. The P starvation effect on photosynthesis is largely species
specific as different species show a dramatic reduction in photosynthesis [39]. This sharp reduction in
photosynthesis may be an adaptive mechanism of P starvation. The relationship of photosynthesis
with morphological traits (root and shoot dry weight) and P utilization and uptake efficiency is strongly
positive (Table 7). This result suggests that an increase in leaf photosynthesis enhances dry matter
production, plant growth, and subsequently increases P uptake and utilization as an increase in root
and shoot growth, respectively. Besides this, the leaf transpiration rate was also reported to be an
important trait contributing to P acquisition [40]. A strong positive correlation was observed between
leaf P contents and the transpiration rate [40]. Thus, our results suggest that leaf photosynthetic
traits also contribute to P acquisition, especially under P-deficient conditions for cotton genotypes.
Leaf photosynthetic traits, like photosynthesis and particularly transpiration, could be further studied
for its role in mass flow transport of P to the root surface, which further enhances P acquisition.

4.2. Variation and Classification of Cotton Genotypes for P Use Efficiency

The variation in P concentration among the genotypes was less, however, root, shoot, and total P
accumulation was significantly higher in Xinluzao-49 as compared to other genotypes. This might be
due to the high root and shoot dry weight of Xinluzao-49, which can survive P-deficient conditions
with higher growth. Under P-starved and deficient conditions, P concentration and accumulation
were greatly reduced in all cotton genotypes. However, the reduction varied among genotypes and
the genotypes with comparatively less reduction were considered as P-efficient genotypes, such as
Xinluzao-49 and Xinluzao-48. In line with the current findings, lowered root and shoot P concentrations
and accumulation were observed in barley under low P concentrations [33]. Under P-deficient
conditions, most of the P is translocated into leaves in P-efficient genotypes as described previously [41].
A significant correlation of shoot P concentrations and P uptake and transport efficiency were noted in
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Brassica [35]. Therefore, genotypes with high P transport efficiency can retain higher shoot P under
P-starved and -deficient conditions [33].

P-use efficiency is the dry biomass produced per unit of P uptake [42]. It is well known that
both P uptake and utilization are important for high P-use efficiency [43]. Usually, under high
P concentrations, the uptake efficiency is high, but the utilization efficiency is low [44]. Genetic
variation occurs in numerous crop species for better P uptake and utilization under P-deficient
conditions [45], as large genetic variations in P-use efficiency have been reported in various wheat
genotypes by several researchers [46,47]. Similarly, variation in growth and P uptake and utilization
efficiency was noted in chickpea genotypes under both deficient and sufficient conditions [23]. A large
genotypic variation in P-use efficiency has been observed in many species in P-deficient soils [48-51].
Leaf photosynthetic traits, like photosynthesis and transpiration rate, also have a positive effect on
P uptake [52]. Additionally, remobilization of P during leaf senescence and enzymes involved in P
metabolism also contribute to PUE [53]. Therefore, it may affect P uptake and utilization efficiency
at various growth stages. Hence, future work is needed to know the biochemical and molecular
mechanisms of P-use efficiency in cotton. This will enable breeders to develop highly P-efficient
cotton genotypes.

There are many criteria proposed by different scientists for P-use efficiency, such as total P [54],
dry matter production per unit of P [20], and ratios of physiologically active P to total P uptake [21,55].
However, variation in the shoot, root dry weight, shoot P content, P utilization efficiency, and
physiological P-use efficiency were noted in chickpea genotypes under low P conditions [40]. In our
study, both uptake and utilization efficiency varied among cotton genotypes. Therefore, different traits,
like shoot, root dry weight, photosynthesis, P uptake, and utilization efficiency, were used to identify
contrasting P-efficient cotton genotype. As relying on one or two traits is not sufficient for genotype
screening, the objective must therefore be clear before starting genotype screening for P-use efficiency
and further breeding purposes [28]. In the current study, based on the selected traits, the genotypes
were classified into three classes as P efficient, moderately efficient, and inefficient genotypes [30,32].
Similar categorization of genotypes under low P conditions was done by many researchers [30,32].
However, this categorization did not answer how well the genotypes can respond to the available P in
the root medium, as a genotype may be efficient under low P but could not produce adequate dry
matter under high P. Therefore, the classification of genotypes at P-deficient and sufficient conditions
is also needed. We classified genotypes under P-deficient (10 pM) and -sufficient (500 uM) conditions
and interestingly some of the genotypes showed quite different responses than in P-starved conditions
and were classified in different classes accordingly (Tables 9 and 10). Genotypes performing the best
in all three conditions are desired and therefore the points scored by each genotype were summed
up and classification was made (Table 11). As expected, most of the genotypes were classified in the
same class. Genotype Xinluzao-49 scored the maximum (41 out of 45) and genotypes CCRI-64 and
Yumian-21 scored a minimum of 22 and 26 out of 45, respectively (Table 11). Besides this classification,
hierarchical cluster analysis also showed Xinluzao-49 as a P-efficient genotype.

5. Conclusions

Classification and exploitation of the elite cotton germplasm for P-use efficiency is the utmost need
of agriculture and also for breeding highly P-efficient cultivars. This study showed a large variation in
shoot dry weight, root dry weight, photosynthetic activity, P uptake, and utilization efficiency among
cotton genotypes under various P concentrations. The identification of Xinluzao-49 and Xinluzao-48
as P-efficient genotypes for all five traits demonstrates the possibility of using these genotypes as
a reference set for breeding P-efficient genotypes. Moreover, the results of the current study could
be employed to evaluate and develop genotypes with high P-use efficiency, which will reduce the
dependency on P fertilizers and environmental problems.
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