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Abstract: Combined application of nitrogen (N), phosphorus (P), and potassium (K) is a valuable
practice to improve the growth and physiological activities of cotton, especially during a boll
setting. The main purpose of this research was to investigate the effects of the different combined
ratios of nitrogen (N), phosphorus (P), and K (potassium) on morpho-physiological activities of
Bacillus thuringiensis (Bt) cotton genotypes Siza 1 and Sikang 1 during the cotton boll development
stage. A two-year (2016–2017) field experiment was performed in which the total amount of combined
N, P, and K were applied at different levels, B1 = 150 N, 0 P2O5, and 0 K2O kg ha−1 (control),
B2 = 150 N, 45 P2O5, and 90 K2O kg ha−1, B3 = 150 N, 90 P2O5, and 135 K2O kg ha−1, and B4 = 150 N,
135 P2O5, and 180 K2O kg ha−1. Results revealed that combined application of N, P, and K significantly
increased boll length by 5.8% and 2.3%, fresh boll weight by 12.2% and 16.4%, dry lint weight by
15.2% and 1.7%, number of seeds boll−1 by 15.2% and 2.5% as well as dry boll shell weight by
11.0% and 4.9% as compared with the treatment without P and K (1:0:0) across two growing seasons.
Furthermore, superoxide dismutase activity was improved by 2.3% and 15.6% and soluble protein
by 5.1% and 14.1% as compared with the control, respectively. Our study indicated that combined
application of N, P, and K at appropriate ratios enhanced morpho-physiological activities (boll length,
boll width, boll weight, protein content, sugar content, and superoxide dismutase) of cotton during
boll development and generally the ratio of 150:135:180 considerably performed best amongst all
treatments during two growing seasons in this study.

Keywords: boll development; nutrients management; cotton genotypes; enzyme activity

1. Introduction

Cotton is one of the most important cash crops, specifically cultivated for fiber and oilseed
production. Globally, cotton is planted in more than 75 countries occupying more than 30 million
hectares [1]. In the past two decades, Bacillus thuringiensis (Bt) cotton has been widely extended in
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the world due to its resistance to bollworm and less consumption of chemical pesticide [2]. China is
one of the leading Bt cotton producers in the world with an average lint yield level of 1438 kg ha−1.
However, there is a stagnancy of cotton production in terms of both quality and quantity in the past
decade [3]. There are many field management aspects responsible for this stagnancy in China, such as
inappropriate sowing method and time, unbalanced fertilization, inappropriate irrigation, poor pest
management, and so on. Of all these aspects, the unbalanced application of fertilizer is certainly
a major factor [4].

An adequate supply of diverse nutrients is necessary for ensuring reasonable cotton plant growth
and development. Nitrogen (N), phosphorous (P), and potassium (K) are considered the three main
nutrients to improve cotton production [5]. Compared with other nutrients, N, P, and K application is
more fundamental and required in larger amounts to promote cotton plant growth and development
because they are the three biggest elements consisting of biomass and yield of cotton plants [6].
Of these three elements, the effects of N application have been widely studied for the production
of Bacillus thuringiensis cotton. It has been reported that N content, especially in fruiting leaves and
leaf subtending cotton bolls (LSCB), is closely related with boll growth and fiber development [7,8].
The Bt protein expression in cotton plants is also enhanced with appropriate N application, which can
positively enhance the resistance of cotton plants against bollworms. In China, there is a huge
difference in N applied amount, ranging from a lower rate of 225 kg ha−1 to a very high rate of
450 kg ha−1 [9]. At the low applied N rate, cotton plants cannot obtain enough N that is necessary
for photosynthesis, biomass accumulation, boll growth, and fiber development. When the N applied
rate is too high, the use efficiency of N is decreased and the emission of nitrous oxide (N2O; from
the application of nitrogen fertilizers) is increased, resulting into environmental problems. In China,
there has been an increasing trend that more N is applied. The occurrence of this trend is caused by
several factors. Firstly, the promotional effects of N application is more easily observed than P. Secondly,
cotton producers can have easier access to N than to P and K [10]. In recent years, China begins to pay
more and more attention to the environmental problems caused by the overuse of N and the deficiency
of P and K and cotton producers are encouraged to adopt a balanced application of N, P, and K [11].

Inadequate and inappropriate supply of N, P, and K usually results into significantly decreased
cotton plant physiological activities. Under nutrient stress conditions, the activities of antioxidant
enzymes such as superoxide dismutase (SOD), catalase (CAT), and peroxidase (POD) that protect the
plants against the toxic effects of ROS (reactive oxygen species) are usually decreased, resulting into
the impairment of cotton plant growth and development. Under nutrient stress conditions,
other physiological parameters including turgor pressure and water homeostasis, total soluble
protein, seed enzymatic activation, and transportation of solutes are also affected, resulted into declined
cotton productivity [12].

The use efficiency of N, P, and K application is not only decided by the applied amount of
individual nutrient of N, P, and K but also by the ratio of these three elements. The appropriate ratio of
N, P, and K can maximize the comprehensive use efficiency of these three elements. In many previous
studies, the individual effects of N, P, and K application on cotton have been widely researched.
There are also many studies on the interactive effects of N and P, and N and K. However, few studies
have been done to investigate the combined effects of integrated application of N, P, and K at various
ratios [13,14]. In order to maximize the use efficiency of chemical fertilizer and further promote cotton
yield and fiber quality, a superior strategy is needed to be developed based on the better understanding
how the combination of N, P, and K fertilizer works together on. The main purpose of this work
was to investigate the effect of ratio of N, P, and K on cotton boll development and to compare the
morpho-physiological characteristics of two Bt cotton genotypes.

2. Materials and Methods

A two-year (2016–2017) field experiment was performed on the Experimental Farm of Yangzhou
University, Jiangsu Province, China (32.30◦ N, 1198 25◦ E). The soil is loamy clay and the soil layer
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of 0–20 cm contained 1.27 mg kg−1 total N, 107.2 mg kg−1 mineral N (sum of NO3
− and NH4

+-N),
15.1 mg kg−1 P Bray−1 (the soil phosphorus measured is that which is extracted by a solution consisting
of 0.025 normal HCl (hydrochloric acid) and 0.03 normal NH4F (ammonium fluoride), referred to as
Bray−1 extract), and 77.9 mg kg−1 soil test K with pH 6.9 (1:1 in water). The concentration of N, P, and K
in soil was determined following the methods of Kjeldhal, Micro-Vanadate-Molybdate, and neutral
ammonium acetate extract (using flame photometer) with minor modifications, respectively [15].

The experiment was performed in a randomized complete block design with two factors arranged
in split plot arrangement in three replications. The first experimental factor was a cultivar, include two
cotton varieties Siza1 (Bt transgenic hybrid) and its parent Sikang1 (abbreviated as A1 and A2) were
used. The second experimental factor was the ratios of N, P, and K applied at four levels, 1:0:0, 1:0.3:0.6,
1:0.6:0.9, and 1:0.9:1.2 (abbreviated as B1, B2, B3, and B4). N, P, and K were applied in the form of urea,
single super phosphate, and potassium chloride at the different combined rates of B1 = 150 N, 0 P2O5,
and 0 K2O kg ha−1 (control), B2 = 150 N, 45 P2O5, and 90 K2O kg ha−1, B3 = 150 N, 90 P2O5, and 135
K2O kg ha−1, and B4 = 150 N, 135 P2O5, and 180 K2O kg ha−1.

The seeds were sown on April 20 in 2016 and 2017 in 24 plots with each plot of 28m2 (8.0 m× 3.5 m).
The planting density was 30,000 plants ha−1, with a line spacing of 100 cm and a row spacing of 33.3 cm.
The N was applied twice at the equal rate of 150 kg ha−1 after seed sowing and at an initial flowering
stage. The chemical control was applied at peak-flowering and boll-setting period. Others’ field
management practices were in conformity with local recommendations [16].

2.1. Observations and Measurements

2.1.1. Plant Growth Parameters

Ten uniform plants of each plot were tagged and observations were made at peak flowering
(July 25), boll-setting (August 10), peak-boll setting (August 25), and boll-opening (September 20) stages.

2.1.2. Boll Development

(a) Boll tagging: The flowers of all plots of the experiment were tagged from July 22 to July 26.
(b) Sampling date: Samples were collected at the 3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after

flowering (date of tagging), respectively. For each treatment, 10 bolls and their corresponding
leaves were sampled for boll growth and physiological determinations.

2.1.3. Boll Measurements

(a) Boll growth parameters: From each treatment five bolls were collected from field randomly for
the determinations of growth parameters such as boll size (length and width). The data was
measured with Vernier caliper by following the method in [17] with minor modifications.

(b) Volume and fresh boll weight: Volume was determined immediately after collecting the sample
from the field. The five bolls of cotton were soaked in labeled cylinder contained water
and measured the results of water displacement according to the method in [18] with minor
modifications. Then the fresh weight of five bolls was determined by an electronic scale.

(c) Dry boll weight: The bolls were kept in an oven at 60 ◦C until constant weight. When the bolls
were completely dried, the weight of dry boll shell weight, seed weight, and dry lint weight were
measured with an electronic scale and converted into an average with minor modification [19].
The number of seeds was determined by counting the number of seeds boll−1 according to the
method with minor modification [20].

2.1.4. Physiological Parameters

Five bolls for each treatments were sampled and immersed in liquid nitrogen for 15 min and
stored at −80 ◦C for physiological determination. Different parameters were determined including
seed soluble protein, soluble sugar, and SOD activity.
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(a) Soluble seed protein: For the extraction and analysis of soluble proteins, approximately 0.5 g
of seed sample was used. The samples were homogenized at 4 ◦C in 5 mL Na-phosphate
buffer (pH 7.2) and then centrifuged at 4 ◦C for 15 min. The supernatants were stored on ice
for further analysis. The contents of soluble protein were determined by using the Coomassie
blue dye-binding assay [21]. Absorbance readings were converted into protein content using
bovine serum albumin (BSA) as the standard curve. Supernatants and dye were pipetted in
spectrophotometer cuvettes and absorbance was measured with a spectrophotometer (Model 721,
Shanghai Mapada Instruments Co. Ltd, Shanghai, China) at 595 nm.

(b) Soluble sugars: Seed samples of 0.5 g were collected from each treatment at different growth
stages. The seed samples were completely dried at 105 ◦C in an oven. Soluble sugars of seeds
were determined in ethanol extract by the phenol-sulfuric acid method according to the protocol
in [22].

(c) Superoxide dismutase: Approximately 0.5 g of seed sample was used for the extraction and
analysis of superoxide dismutase activity. The samples were homogenized at 4 ◦C and centrifuged
at 10,000 rpm for 15 min. Later on the samples were stored on ice for further analysis. The SOD
activity was assayed according to the method [23].

2.1.5. Yield and Yield Component

Number of bolls per plant and average boll weight were measured according to the method [24].
Opened bolls from tagged plants of each plot (the same ten plants used for plant growth determination)
were counted, harvested, and air-dried to a constant weight.

2.2. Statistical Analysis

The experiment was conducted twice under the same environment conditions arranged in
a 2 (varieties) × 4 (fertilizer levels) factorial completely randomized design with three replicates.
Data presented in this study were the average of the two years. The average values across all the plants
of each variable at (3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after flowering) were calculated
for each treatment with in replicates. The data of each variable were subjected to analysis of variance
(ANOVA) with the statistical package of MSTAT-C [25]. Treatment mean differences of each parameter
were separated by the least significant difference (LSD) test if the F tests were significant at (p ≤ 0.05).
The figures were generated by SigmaPlot 10.0 (SPSS Inc., Point Richmond, CA, USA).

3. Results

The boll length was affected by cultivar, ratio of N, P, and K, and their combination at 3, 10, 17, 38,
and 52 days after flowering (DAF) during the first year and at 17 to 52 DAF during the second year
(Table 1), but no significant differences were observed for boll length at 24, 31, and 45 DAF in 2016 and
at 3 and 10 DAF in 2017. Siza 1 was 5.8% and 2.3% higher in boll length at 3 and 10 DAF as compared
with Sikang 1 during the first year. The boll length was increased by 5.4% at the ratio of 1:0.3:0.6 at
3 DAF, and increased by 0.9% and 15.4% at the ratios of 1:0.6:0.9 and 1:0.9:1.2 at 45 DAF during the first
year. However, during the second year the boll length was increased by 10.1% at the ratio of 1:0.3:0.6 at
45 DAF, and increased by 11.0% and 14.0% at the ratios of 1:0.6:0.9 and 1:0.9:1.2 at 38 and 45 DAF as
compared to control (1:0:0), respectively. Furthermore, the boll length was decreased by 5.9% and 2.1%
at the ratios of 1:0.3:0.6 and 1:0.9:1.2 at 45 and 17 DAF during the first year, and decreased by 4.2% at
the ratio of 1:0.3:0.6 at 52 DAF during the second year.
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Table 1. Effects of the ratio of nitrogen, phosphorous, and potassium application on cotton boll length (mm) of Siza 1 and Sikang 1 during 2016 and 2017.

Years Cultivars
Ratio of N,

P, and K
Days after Flowering

* 3 10 17 24 31 38 45 52

2016

Siza1

1:0:0 43.2 a 43.7 ab 42.2 ab 44.3 a 42.4 a 44.9 abc 45.1 a 47.9 ab
1:0.3:0.6 41.2 ab 40.4 bc 45.0 ab 43.4 a 42.7 a 45.1 abc 42.4 a 41.0 b
1:0.6:0.9 36.8 bc 37.4 c 36.8 c 45.3 a 45.7 a 43.4 c 46.0 a 49.4 ab
1:0.9:1.2 41.4 ab 40.7 abc 40.1 bc 44.5 a 43.0 a 45.3 abc 42.0 a 51.0 ab

Sikang1

1:0:0 34.1 6c 38.0 c 45.7 a 42.6 a 43.4 a 46.6 a 44.6 a 46.6 ab
1:0.3:0.6 40.3 ab 44.4 a 46.8 a 44.2 a 44.7 a 43.7 bc 38.3 a 47.8 ab
1:0.6:0.9 37.4 abc 41.1 abc 44.1 ab 41.1 a 46.3 a 44.1 abc 44.1 a 45.8 ab
1:0.9:1.2 41.8 ab 42.4 ab 46.0 a 43.7 a 44.6 a 46.3 ab 40.5 a 57.9 a

2017

Siza1

1:0:0 40.6 a 42.6 a 41.3 ab 39.0 b 36.6 ab 36.1 c 34.8 d 43.7 abc
1:0.3:0.6 43.4 a 43.9 a 41.7 ab 39.1 b 37.0 ab 38.4 abc 38.9 b 41.2 c
1:0.6:0.9 41.8 a 43.5 a 43.0 a 42.7 a 37.9 ab 40.7 ab 36.8 c 43.9 abc
1:0.9:1.2 44.8 a 45.5 a 42.2 ab 39.4 b 36.6 ab 37.8 bc 39.7 ab 44.2 abc

Sikang1

1:0:0 43.1 a 43.4 a 39.6 b 40.7 ab 36.1 b 37.7 bc 36.0 cd 42.4 bc
1:0.3:0.6 44.5 a 43.4 a 40.0 b 41.2 ab 37.1 ab 39.4 ab 38.9 b 41.3 c
1:0.6:0.9 46.9 a 46.7 a 40.7 ab 41.3 ab 39.5 a 41.1 a 39.7 ab 45.0 ab
1:0.9:1.2 43.9 a 42.6 a 40.5 ab 41.7 ab 37.7 ab 39.4 ab 40.7 a 45.7 a

* Cotton plants were sampled on the 3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after flowering in 2016 and 2017. Different letters in the same column within the same year in the table
are statistically different at the 0.05 probability level by an ANOVA-protected test.
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The cotton boll width was affected by cultivar, ratio of N, P, and K, and their combination at 3, 10,
31, 38, and 52 DAF in 2016 and at 10, 24, 38, 45, and 52 DAF in 2017 (Table 2). No significant differences
were observed for boll width at 24 and 45 DAF during the first year while at 3, 17, and 31 DAF
during the second year. Siza 1 was 7.5% and 1.0% lowered at 38 DAF during the two growing seasons
compared to Sikang 1. In 2016, at 17 DAF the boll width was increased by 10.1% and 1.8% at the ratios
of 1:0.3:0.6 and 1:0.9:1.2 and at 31 DAF increased by 3.7% at the ratio of 1:0.6:0.9 as compared to control,
respectively. However, in 2017 it was increased by 2.0%, 12.0%, and 4.3% at the ratios of 1:0.3:0.6,
1:0.6:0.9, and 1:0.9:1.2 at 24 DAF. Additionally, at 31 DAF the boll width was decreased by 2.4% and
3.4% at the ratios of 1:0.3:0.6 and 1:0.9:1.2, and at 38 DAF decreased by 4.1% with the ratio of 1:0.6:0.9
during the first year.

Fresh boll weight was also affected by cultivar, ratio of N, P, and K and their combination at
10, 17, 31, 38, 45, and 52 DAF in 2016 and at 10, 17, 24, 38, 45, and 52 DAF in 2017 (Table 3), but no
significant differences were seen at 3 and 24 DAF in the first year and at 3 and 31 DAF in the second
year. Siza 1 was 12.2% and 16.4% higher at 10 and 17 DAF in 2016–2017 compared to Sikang 1. During
the first growing season, at 45 DAF the fresh boll weight was increased by 6.6%, 8.4%, and 0.5% at
the ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2 as compared with control, respectively. However, during
the second growing season, at 45 DAF it was also increased by 8.8%, 8.3%, and 0.5% at the ratios of
1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2. Moreover, at 31 DAF the fresh boll weight was decreased by 1.9% and
7.4% at the ratios of 1:0.3:0.6 and 1:0.9:1.2 during the first year while at 24 DAF decreased by 4.2% and
2.0% at the ratios of 1:0.3:0.6 and 1:0.9:1.2 during the second year.

Dry lint weight was affected by cultivar, ratio of N, P, and K and their combination at 10, 17, 38,
and 52 DAF in 2016 and at 3, 17, 24, 31, 45, and 52 DAF in 2017 (Table 4), but no significant differences
were seen at 3, 24, and 45 DAF in the first year while at 10 DAF in the second year. Siza 1 was 15.2%
and 8.6% higher in lint weight at 10 and 17 DAF during two growing seasons compared to Sikang 1.
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Table 2. Effects of the ratio of nitrogen, phosphorous, and potassium application on cotton fresh boll width (mm) of Siza 1 and Sikang 1 during 2016 and 2017.

Years Cultivars
Ratio of N,

P, and K
Days after Flowering

* 3 10 17 24 31 38 45 52

2016

Siza1

1:0:0 29.0 ab 30.0 a 28.0 bc 30.9 a 28.8 c 32.5 bc 35.2 a 36.1 b
1:0.3:0.6 27.5 ab 27.8 ab 31.3 ab 28.8 a 29.6 bc 32.6 bc 34.5 a 35.3 bc
1:0.6:0.9 25.6 b 24.8 b 24.0 d 29.9 a 31.6 abc 31.2 c 36.2 a 36.7 ab
1:0.9:1.2 29.5 ab 28.9 a 26.9 cd 31.8 a 29.8 bc 32.5 bc 33.6 a 35.0 bc

Sikang1

1:0:0 26.1 b 26.5 ab 30.9 abc 30.1 a 33.2 a 35.3 a 37.2 a 35.7 bc
1:0.3:0.6 30.7 ab 29.9 a 33.5 a 32.3 a 30.9 abc 35.7 a 35.1 a 36.3 b
1:0.6:0.9 27.9 ab 30.2 a 32.4 a 28.3 a 32.7 ab 33.9 ab 35.4 a 34.3 c
1:0.9:1.2 31.8 a 29.9 a 33.0 a 31.1 a 30.1 bc 34.3 ab 36.8 a 38.1 a

2017

Siza1

1:0:0 32.6 a 32.4 b 33.8 a 30.9 d 29.9 a 30.7 d 34.1 c 35.9 bc
1:0.3:0.6 32.7 a 33.7 ab 35.0 a 31.6 cd 30.8 a 32.6 abc 34.9 bc 34.3 c
1:0.6:0.9 33.1 a 35.2 ab 35.2 a 34.9 ab 31.2 a 33.8 ab 35.8 bc 36.9 abc
1:0.9:1.2 31.2 a 34.1 ab 35.7 a 31.8 cd 31.3 a 33.3 abc 36.0 bc 37.8 ab

Sikang1

1:0:0 32.8 a 32.9 b 34.1 a 32.4 bcd 30.4 a 32.0 cd 34.6 bc 35.1 c
1:0.3:0.6 31.5 a 33.5 ab 34.5 a 32.8 bcd 30.9 a 32.8 abc 35.8 bc 38.2 ab
1:0.6:0.9 34.1 a 36.4 a 35.5 a 35.9 a 31.7 a 34.1 a 37.1 ab 37.8 ab
1:0.9:1.2 32.8 a 34.0 ab 36.1 a 34.3 abc 31.2 a 32.3 bcd 39.0 a 38.7 a

* Cotton plants were sampled on the 3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after flowering in the year of 2016 and 2017. Different letters in the same column within the same year
in the table are statistically different at the 0.05 probability level by an ANOVA-protected test.
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Table 3. Effects of the ratio of nitrogen, phosphorous, and potassium application on cotton fresh boll weight (g) of Siza 1 and Sikang 1 during 2016 and 2017.

Years Cultivars
Ratio of N,

P, and K
Days after Flowering

* 3 10 17 24 31 38 45 52

2016

Siza1

1:0:0 14.7 a 19.0 ab 13.4 bcd 16.4 a 16.2 b 21.2 bcd 24.3 abc 27.7 ab
1:0.3:0.6 14.7 a 20.9 ab 18.4 ab 14.1 a 15.8 b 20.1 cd 25.6 ab 26.6 b
1:0.6:0.9 11.4 a 15.7 b 8.6 d 17.4 a 19.6 ab 18.2 d 25.1 abc 28.6 ab
1:0.9:1.2 14.9 a 22.4 a 12.7 cd 17.2 a 16.1 b 20.2 cd 22.5 c 26.9 b

Sikang1

1:0:0 12.7 a 18.8 ab 17.5 abc 15.5 a 19.6 ab 24.0 abc 23.6 bc 25.6 bc
1:0.3:0.6 17.7 a 18.9 ab 20.7 a 17.4 a 19.4 ab 24.5 ab 25.4 ab 27.0 b
1:0.6:0.9 13.7 a 15.5 b 19.2 a 14.8 a 20.9 a 21.4 abcd 26.8 a 23.4 c
1:0.9:1.2 18.9 a 16.3 b 20.6 a 17.9 a 17.1 ab 25.3 a 25.6 ab 30.6 a

2017

Siza1

1:0:0 20.5 a 20.5 b 23.4 ab 20.1 de 19.7 a 19.1 b 21.7 c 26.3 bcd
1:0.3:0.6 20.6 a 22.4 ab 24.0 a 21.1 bcd 20.5 a 21.8 a 22.3 bc 24.3 d
1:0.6:0.9 22.4 a 22.3 ab 25.0 a 22.8 abc 20.6 a 22.2 a 23.7 abc 28.5 ab
1:0.9:1.2 21.6 a 22.5 ab 24.2 a 18.1 e 21.9 a 21.6 a 24.0 abc 28.3 ab

Sikang1

1:0:0 19.9 a 22.9 ab 19.8 c 23.2 ab 20.6 a 21.7 a 22.2 bc 27.8 abc
1:0.3:0.6 20.9 a 23.1 ab 20.2 c 20.5 cde 20.7 a 22.0 a 25.4 ab 24.9 cd
1:0.6:0.9 23.3 a 25.6 a 21.8 bc 24.3 a 23.0 a 23.5 a 23.8 abc 29.7 a
1:0.9:1.2 21.3 a 23.6 ab 21.1 c 24.6 a 22.6 a 22.5 a 26.3 a 30.2 a

* Cotton plants were sampled on the 3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after flowering in the year of 2016 and 2017. Different letters in the same column within the same year
in the table are statistically different at the 0.05 probability level by an ANOVA-protected test.
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Table 4. Effects of the ratio of nitrogen, phosphorous, and potassium on dry lint weight (g) in 2016 and 2017 of Siza 1 and Sikang 1.

Years Cultivars
Ratio of N,

P, and K
Days after Flowering

* 3 10 17 24 31 38 45 52

2016

Siza1

1:0:0 0.1 a 2.1 ab 0.4 b 1.3 a 1.3 a 1.2 ab 0.7 a 2.1 ab
1:0.3:0.6 0.1 a 1.7 ab 0.9 b 1.0 a 1.0 a 0.8 abc 0.8 a 2.0 ab
1:0.6:0.9 0.1 a 1.3 b 0.4 b 0.9 a 1.1 a 0.6 c 1.3 a 1.0 c
1:0.9:1.2 0.1 a 2.5 a 0.6 b 1.0 a 1.0 a 0.7 bc 0.7 a 0.9 c

Sikang1

1:0:0 0.2 a 1.7 ab 0.8 b 0.7 a 1.3 a 0.6 c 1.1 a 2.2 a
1:0.3:0.6 0.1 a 2.2 ab 1.7 a 0.7 a 0.8 a 0.9 abc 1.1 a 1.1 bc
1:0.6:0.9 0.3 a 1.4 b 1.0 ab 1.0 a 1.0 a 1.1 abc 0.9 a 2.0 ab
1:0.9:1.2 0.5 a 1.3 b 1.2 ab 0.9 a 1.1 a 1.3 a 1.3 a 1.3 abc

2017

Siza1

1:0:0 0.6 b 1.3 a 2.2 b 1.5 d 0.2 d 0.3 c 1.7 c 1.6 bc
1:0.3:0.6 0.7 ab 1.6 a 2.5 b 1.8 cd 0.4 d 1.7 ab 1.9 bc 1.3 c
1:0.6:0.9 1.0 ab 1.9 a 3.1 a 3.0 ab 2.0 ab 1.2 bc 2.3 abc 2.0 abc
1:0.9:1.2 1.1 ab 2.1 a 2.5 b 2.3 bcd 0.6 cd 1.9 ab 2.7 ab 2.4 a

Sikang1

1:0:0 0.8 ab 1.4 a 2.3 b 1.8 cd 1.0 cd 0.4 c 1.7 c 1.7 bc
1:0.3:0.6 1.0 ab 1.7 a 2.4 b 1.9 cd 1.3 bc 1.5 ab 2.4 abc 2.2 ab
1:0.6:0.9 1.2 ab 2.0 a 2.7 ab 3.3 a 2.4 a 1.3 abc 2.9 a 2.5 a
1:0.9:1.2 1.3 a 1.9 a 2.0 b 2.5 bc 1.5 abc 2.3 a 2.9 a 2.2 ab

* Cotton plants were sampled on the 3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after flowering. Different letters in the same column within the same year in the table are statistically
different at the 0.05 probability level by an ANOVA-protected test.
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During the first year, at 10 DAF, the dry lint weight was increased by 3.7% at the ratio of 1:0.3:0.6,
and at 17 DAF increased by 20.7% and 51.7% at the ratios of 1:0.6:0.9 and 1:0.9:1.2 compared to control,
respectively. However, during the second year at 17 DAF, it was also increased by 6.6%, 26.3%, and 1.3%
at the ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2. Furthermore, at 52 DAF the dry lint weight decreased by
28.4%, 30.7, and 50.2% at the ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2 during the first year, respectively.

The number of seeds boll−1 was affected by cultivar, the ratio of N, P, and K and their combination
at 10, 17, 24, 31, and 38 DAF in 2016 and at 17, 24, 31, 38, 45, and 52 DAF in 2017 (Table 5), but no
significant differences were observed at 3, 45, and 52 DAF during the first year while at 3 and 10 DAF
during the second year. Siza 1 was 15.2% and 2.5% higher in number of seeds boll−1 at 10 and 38 DAF
in 2016, compared to Sikang 1. The ratio of 1:0.3:0.6, increased the number of seed boll−1 by 2.5% at
10 DAF, and the ratios of 1:0.6:0.9, and 1:0.9:1.2 increased by 3.0% and 32.0% at 17 DAF during the first
year as compared to the control, respectively. However, the ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2 it
was also increased the number of seeds per boll−1 by 14.4%, 20.7%, and 17.7% at 17 DAF during the
second year, respectively. Moreover, the ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2 decreased by 33.5%,
31.7%, and 18.3% at 31 DAF during 2017.

The SOD activity was not affected by cultivar, ratio of N, P, and K and their combination at all
the growth period of boll development in 2016, but significant differences were seen at 3 to 31 DAF
except at 38 DAF in 2017 (Table 6). Compared with Sikang 1, Siza1 was 2.3% higher in SOD activity at
31 DAF. However, the ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2 increased the activity by 148.0%, 283.0%,
and 235.0% as compared to control, respectively.
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Table 5. Effects of the ratio of nitrogen, phosphorous, and potassium application on number of seeds boll−1 of Siza 1 and Sikang 1 cotton plants in 2016 and 2017.

Years Cultivars
Ratio of N,

P, and K
Days after Flowering

* 3 10 17 24 31 38 45 52

2016

Siza1

1:0:0 8.2 a 32.4 a 12.4 ab 22.6 ab 21.8 ab 22.4 a 16.2 a 30.6 a
1:0.3:0.6 6.0 a 28.0 abc 20.6 a 13.2 c 13.4 b 12.4 b 21.4 a 32.0 a
1:0.6:0.9 5.0 a 20.2 c 7.2 b 16.0 bc 17 ab 17.0 ab 27.2 a 32.8 a
1:0.9:1.2 11.4 a 33.2 a 13.2 ab 16.2 bc 14.6 ab 13.2 b 17.0 a 28.8 a

Sikang1

1:0:0 13.2 a 24.4 abc 14.4 ab 16.6 bc 23.0 a 13.6 b 23.8 a 33.0 a
1:0.3:0.6 4.6 a 30.2 ab 24.4 a 15.4 bc 16.4 ab 15.4 ab 22.2 a 29.6 a
1:0.6:0.9 14.6 a 22.8 bc 20.4 a 11.2 c 13.6 b 13.2 b 21.2 a 25.0 a
1:0.9:1.2 19.2 a 21.4 bc 22.2 a 25.2 a 22 ab 21.2 a 26.0 a 31.6 a

2017

Siza1

1:0:0 23.8 a 23.4 a 27.6 c 17.2 b 7.2 d 10.5 e 10.5 f 17.0 d
1:0.3:0.6 24.6 a 25.0 a 34.2 ab 23.4 ab 8.4 cd 25.2 ab 13.5 e 22.5 c
1:0.6:0.9 25.0 a 27.0 a 35.4ab 25.4 ab 17.6 ab 16.3 de 16.5 d 26.2 b
1:0.9:1.2 26.2 a 26.2 a 35.6 ab 22.4 ab 15.2 bc 26.1 ab 20.7 ab 29.7 a

Sikang1

1:0:0 24.4 a 25.0 a 32.2 b 26.4 a 14.8 bc 20.5 bcd 12.7 ef 18.8 d
1:0.3:0.6 25.8 a 26.0 a 34.2 ab 26.8 a 16.8 b 18.2 cd 17.2 cd 29.7 a
1:0.6:0.9 27.6 a 30.0 a 36.8 a 30.2 a 24.6 a 24.2 abc 19.7 bc 24.7 bc
1:0.9:1.2 31.4 a 27.8 a 34.8 ab 28.2 a 16.2 b 29.5 a 22.6 a 30.8 a

* Cotton plants were sampled on the 3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after flowering in 2016 and 2017. Different letters in the same column within the same year in the table
are statistically different at the 0.05 probability level by an ANOVA-protected test.
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Table 6. Effects of the ratio of nitrogen, phosphorous, and potassium application on SOD (super oxide dismutase) content SOD (µg min−1) of Siza 1 and Sikang 1
cotton plants in 2016 and 2017.

Years Cultivars Treat
Days after Flowering

* 17 24 31 38 45 52

2016

Siza1

B1 8.3 a 12.7 a 13.5 a 9.2 a 17.4 a 11.5 a
B2 8.4 a 12.2 a 13.1 a 9.4 a 16.8 a 10.8 a
B3 9.7 a 13.7 a 15.4 a 12.4 a 16.8 a 11.3 a
B4 9.7 a 13.3 a 13.2 a 11.4 a 16.5 a 9.8 a

Sikang1

B1 9.4 a 9.6 a 10.5 a 9.4 a 16.7 a 10.8 a
B2 9.5 a 13.1 a 15.9 a 13.3 a 17.6 a 10.9 a
B3 10.0 a 12.6 a 14.0 a 12.6 a 16.8 a 7.8 a
B4 9.9 a 13.3 a 14.5 a 13.5 a 16.4 a 7.8 a

2017

Siza1

B1 8.1 c 3.3 d 3.1 c 2.4 f 10.5 d 11.9 a
B2 9.3 abc 4.7 cd 7.6 abc 7.0 de 11.9 cd 11.9 a
B3 10.7 ab 7.5 ab 9.7 a 13.7 ab 15.0 abc 13.2 a
B4 9.5 abc 5.8 bcd 6.7 abc 9.5 cd 15.7 ab 11.5 a

Sikang1

B1 8.8 bc 6.1 bc 3.6 bc 5.2 ef 10.5 d 12.1 a
B2 10.8 ab 9.0 a 6.6 abc 12.0 bc 12.5 bcd 12.0 a
B3 11.5 a 9.0 a 9.6 a 15.8 a 16.8 a 13.5 a
B4 11.4 a 9.1 a 8.1 ab 16.1 a 12.1 cd 12.7 a

* Cotton plants were sampled on the 3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after flowering in 2016 and 2017. Different letters in the same column within the same year in the table
are statistically different at the 0.05 probability level by an ANOVA-protected test.
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Dry boll shell weight was affected by cultivar, ratio of N, P, and K and their combination at 3, 10,
17, 31, 45, and 52 DAF in 2016 and at 3, 10, 24, 31, 38, and 45 DAF in 2017 (Table 7), but no significant
differences were observed at 24 and 38 DAF during the first year and at 17 and 52 DAF during the
second year. Siza 1 was 11.0% and 4.9% higher in boll shell weight at 10 and 52 DAF in 2016 compared
to Sikang 1. The ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2 increased the boll shell weight by 8.2%–6.7%,
24.7%–6.7%, and 1.5%–18.0% at 45 DAF during the two growing seasons as compared to the control,
respectively. However, the ratio of 1:0.3:0.6, decreased the dry boll shell weight by 27.3% and 8.7% at
31 and 38 DAF during 2016–2017, respectively.
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Table 7. Effects of the ratio of nitrogen, phosphorous, and potassium application on dry boll shell weight (g) of two cotton cultivars Siza 1 and Sikang 1 in 2016
and 2017.

Years Cultivars
Ratio of N,

P, and K
Days after Flowering

* 3 10 17 24 31 38 45 52

2016

Siza1

1:0:0 1.5 ab 1.6 ab 1.1 a 1.6 a 1.7 abc 1.7 a 1.6 c 2.8 abcd
1:0.3:0.6 1.3 ab 2.0 a 1.4 a 1.3 a 1.3 bc 1.7 a 2.1 abc 2.5 bcd
1:0.6:0.9 0.9 b 1.8 ab 0.5 b 1.7 a 1.9 abc 1.7 a 2.4 ab 2.9 ab
1:0.9:1.2 1.2 ab 1.9 a 1.0 ab 2.1 a 2.1 abc 1.3 a 1.7 bc 2.9 abc

Sikang1

1:0:0 1.3 ab 1.7 ab 1.4 a 1.9 a 1.8 abc 1.5 a 2.3 abc 2.4 d
1:0.3:0.6 1.7 a 1.6 ab 1.5 a 1.3 a 1.2 c 1.8 a 2.2 abc 2.7 abcd
1:0.6:0.9 1.1 ab 1.5 b 1.4 a 2.2 a 2.3 a 1.3 a 2.5 a 2.4 cd
1:0.9:1.2 1.7 a 1.6 ab 1.4 a 2.1 a 2.2 ab 1.3 a 2.2 abc 3.2 a

2017

Siza1

1:0:0 1.1 d 1.4 c 2.1 a 1.4 c 1.1 c 1.2 bc 1.7 bc 1.8 a
1:0.3:0.6 1.4 bcd 1.8 ab 2.2 a 1.6 abc 1.3 c 0.7 c 1.6 c 1.9 a
1:0.6:0.9 1.7 abcd 1.6 bc 2.3 a 1.8 abc 1.7 ab 1.3 abc 1.6 c 1.8 a
1:0.9:1.2 2.0 ab 1.9 ab 2.3 a 1.7 abc 1.7 b 1.7 ab 1.9 abc 2.6 a

Sikang1

1:0:0 1.2 cd 1.8 ab 1.7 a 1.5 bc 1.7 b 1.1 bc 1.9 abc 1.8 a
1:0.3:0.6 1.3 cd 1.8 abc 2.0 a 1.6 bc 1.8 ab 1.4 ab 2.3 a 1.6 a
1:0.6:0.9 1.9 abc 2.1 a 2.1 a 2.0 ab 2.0 a 1.9 a 2.2 ab 2.5 a
1:0.9:1.2 2.2 a 2.2 a 2.4 a 2.1 a 1.9 ab 1.6 ab 2.3 a 2.3 a

* Cotton plants were sampled on the 3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after flowering in 2016 and 2017. Different letters in the same column within the same year in the table
are statistically different at the 0.05 probability level by an ANOVA-protected test.
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Table 8. Effects of the ratio of nitrogen, phosphorous, and potassium application on the boll volume of two cotton cultivars Siza 1 and Sikang 1.

Cultivars Ratio of N, P,
and K

Days after Flowering

* 3 10 17 24 31 38 45 52

Siza1

1:0:0 15.4 bc 20.0 bc 16.1 b 19.2 a 17.1 b 24.0 ab 25.0 c 29.2 c
1:0.3:0.6 16.0 b 24.0 a 20.0 a 12.0 b 17.0 b 22.0 b 23.0 c 29.1 c
1:0.6:0.9 13.0 cd 16.8 c 8.0 c 20.0 a 22.0 a 17.3 c 39.2 a 31.0 ab
1:0.9:1.2 15.0 bc 22.0 ab 9.1 c 21.0 a 18.0 b 22.0 b 23.0 c 29.0 c

Sikang1

1:0:0 12.2 d 21.2 ab 19.0 ab 18.0 a 20.8 a 26.0 a 26.0 bc 27.0 d
1:0.3:0.6 19.0 a 19.2 bc 21.1 a 20.0 a 21.0 a 26.0 a 25.1 c 30.0 bc
1:0.6:0.9 14.6 bcd 17.0 c 21.0 a 13.0 b 22.2 a 22.1 b 29.0 b 25.0 e
1:0.9:1.2 20.8 a 17.0 c 22.0 a 19.1 a 18.2 b 25.0 ab 26.0 bc 32.4 a

* Cotton plants were sampled on the 3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after flowering. Different letters in the same column in the table are statistically different at the 0.05
probability level by an ANOVA-protected test.
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Table 9. Effects of the ratio of nitrogen, phosphorous, and potassium application on seed weight (g) of Siza 1 and Sikang 1 cotton plants in 2016 and 2017.

Years Cultivars Ratio of N, P,
and K

Days after Flowering

* 17 24 31 38 45 52

2016

Siza1

1:0:0 0.6 cd 1.6 a 1.4 a 1.5 abc 1.0 b 2.4 abc
1:0.3:0.6 1.1 bc 1.2 a 1.2 a 1.2 bc 1.2 ab 2.7 ab
1:0.6:0.9 0.3 d 1.6 a 1.7 a 1.1 c 2.1 a 1.9 bc
1:0.9:1.2 1.3 bc 1.3 a 1.3 a 1.0 c 0.9 b 1.6 c

Sikang1

1:0:0 0.5 cd 1.4 a 1.7 a 1.0 c 1.5 ab 3.0 a
1:0.3:0.6 2.4 a 1.2 a 1.8 a 1.7 ab 1.6 ab 2.1 abc
1:0.6:0.9 1.2 bc 1.7 a 1.3 a 1.7 ab 1.7 ab 2.7 ab
1:0.9:1.2 1.5 b 2.0 a 2.0 a 2.0 a 1.8 ab 2.4 abc

2017

Siza1

1:0:0 0.7 a 1.0 c 1.9 bc 1.6 a 0.2 c 0.4 b
1:0.3:0.6 0.7 a 1.5 abc 2.1 abc 2.0 a 0.3 c 0.3 b
1:0.6:0.9 0.8 a 1.6 ab 2.2 abc 2.2 a 1.7 ab 1.5 a
1:0.9:1.2 1.0 a 1.6 ab 2.2 abc 2.0 a 1.8 a 1.3 a

Sikang1

1:0:0 0.6 a 1.1 bc 1.9 bc 1.5 a 0.9 bc 0.3 b
1:0.3:0.6 0.7 a 1.2 abc 1.7 c 1.8 a 1.2 ab 0.2 b
1:0.6:0.9 0.9 a 1.7 a 2.4 ab 2.2 a 1.8 a 1.4 a
1:0.9:1.2 1.2 a 1.5 abc 2.6 a 2.0 a 1.1 ab 1.3 a

* Cotton plants were sampled on the 17th, 24th, 31st, 38th, 45th, and 52nd day after the flowering. Different letters in the same column within the same year are statistically different at the
0.05 probability level by an ANOVA-protected test.
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Table 10. Effects of the ratio of nitrogen, phosphorous, and potassium application on protein content mg g−1 of Siza 1 and Sikang 1 during 2016 and 2017.

Years Cultivars Ratio of N, P,
and K

Days after Flowering

* 3 10 17 24 31 38 45

2016

Siza1

1:0:0 31.9 ab 34.7 b 26.4 b 25.6 a 20.7 a 22.3 a 21.8 ef
1:0.3:0.6 31.7 c 34.5 b 26.3 b 25.3 a 20.7 a 22.4 a 21.8 f
1:0.6:0.9 31.7 c 34.6 b 26.5 ab 15.6 e 20.9 a 22.4 a 22.0 d
1:0.9:1.2 31.2 d 34.4 b 26.5 ab 19.3 c 20.8 a 22.4 a 21.5 g

Sikang1

1:0:0 31.9 ab 34.4 b 23.4 d 17.5 d 20.9 a 22.6 a 22.9 a
1:0.3:0.6 32.0 a 34.3 b 24.1 c 21.2 b 21.3 a 22.3 a 21.9 e
1:0.6:0.9 31.8 bc 35.3 a 26.7 a 17.1 d 20.8 a 22.8 a 22.4 c
1:0.9:1.2 31.7 bc 34.6 b 26.4 b 19.4 c 20.8 a 22.3 a 22.7 b

2017

Siza1

1:0:0 18.0 e 14.9 d 24.3 d 18.7 d 27.8 d 28.4 e 24.1 de
1:0.3:0.6 22.1 c 15.0 d 27.5 c 24.8 bcd 28.6 d 29.8 de 23.2 e
1:0.6:0.9 17.4 f 20.3 bcd 31.7 ab 27.7 abc 31.6 bcd 33.5 b 30.7 a
1:0.9:1.2 17.8 e 25.1 ab 30.2 b 30.6 ab 32.8 abc 32.4 bc 26.3 bcd

Sikang1

1:0:0 19.5 d 17.3 cd 25.8 cd 20.8 cd 30.6 cd 30.4 cde 25.2 cde
1:0.3:0.6 23.1 b 21.5 bc 27.7 c 24.0 bcd 29.8 cd 32.0 bcd 27.9 b
1:0.6:0.9 16.0 g 29.9 a 33.8 a 29.7 ab 36.5 a 36.1 a 26.9 bc
1:0.9:1.2 24.7 a 25.4 ab 32.5 ab 34.1 a 35.0 ab 32.9 bc 30.7 a

* Cotton plants were sampled on the 3rd, 10th, 17th, 24th, 31st, 38th, 45th, and 52nd day after flowering. Different letters in the same column in the table are statistically different at the 0.05
probability level by an ANOVA-protected test.
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The boll volume was affected by cultivar, ratio of N, P, and K and their combination at 3, 10, 17, 24,
31, 38, 45, and 52 DAF (Table 8). Compared with Sikang 1, Siza 1 was 12.3% and 11.3% higher in boll
volume at 3 and 10 DAF. At 31 DAF, the boll volume was increased by 0.3% and 16.6% at the ratios of
1:0.3:0.6 and 1:0.6:0.9 and at 24 DAF, increased by 14.0% at the ratio 1:0.9:1.2 as compared with control,
respectively. In addition, at 24 DAF it was decreased by 14.0% at the ratio of 1:0.3:0.6 and at 31 DAF,
decreased by 11.3% and 4.4% at the ratios of 1:0.6:0.9 and 1:0.9:1.2, respectively. The boll volume was
increased until 10 DAF, decreased at 17, 24, and 31 DAF and re-increased at 38, 45, and 52 DAF.

The seed weight was affected by cultivar, ratio of N, P, and K and their combination at 17, 38, 45,
and 52 DAF in 2016 while at 24, 31, 45, and 52 DAF in 2017 (Table 9), but no significant differences
were observed at 24 and 31 DAF in the first year and at 17 and 38 DAF in the second year. Siza 1 was
1.4% and 10.6% higher in seed weight at 24 and 52 DAF during the second year compared to Sikang 1.
The seed weight was increased by 19.0%, 13.2%, and 22.3% at 38 DAF at ratios of 1:0.3:0.6, 1:0.6:0.9,
and 1:0.9:1.2 during the first year as compared with the control, respectively. However, it was also
increased by 32.0%, 24.2%, and 38.7% at 31 DAF with the ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2
during the second year. Moreover, the seed weight was decreased by 26.3% and 39.3% at the ratio of
1:0.9:1.2 at 52 DAF during the two growing seasons.

Protein content was affected by cultivar, ratio of N, P, and K, and their combination at 3, 10, 17,
24, and 45 DAF in 2016 and at 3 to 45 DAF in 2017 (Table 10), but no significant differences were
observed at 31 and 38 DAF during the first year. As compared with Sikang 1, Siza1 was 5.1% and 14.1%
higher in protein content at 27 and 24 DAF in 2016. The protein content was increased by 1.3%–10.4%,
6.8%–31.0%, and 6.1%–25.2% at the ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2 as compared with the
control during 2016–2017, respectively. In addition, it was decreased by 0.2%, 24.2%, and 1.3% at the
ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2 at 10 DAF during the first year while it decreased by 11.0%
with the ratios of 1:0.6:0.9 at 3 DAF during the second year. The soluble protein was initially increased
at 3 and 10 DAF and decreased until 45 DAF in both years.

Similar to the protein content, soluble sugar was affected by cultivar, ratio of N, P, and K, and their
combination at 10 to 45 DAF except at 3 DAF (Table 11). Siza 1 was 19.4% and 33.1% higher in sugar
content at 17 and 24 DAF compared to Sikang 1. At 10 DAF, the sugar content was increased by 4.5%,
24.5%, and 51.1% at the ratios of 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2 as compared to the control, respectively.
However, at 10 and 45 DAF it was decreased by 7.1% and 0.7% with the ratios of 1:0.3:0.6 and 1:0.9:1.2.
Soluble sugar content was initially increased at 3 to 10 DAF, decreased at 17 DAF and re-increased
until 45 DAF.

Table 11. Effects of the ratio of nitrogen, phosphorous, and potassium application on sugar content
mg g−1 of Siza 1 and Sikang 1.

Cultivars
Ratio of N,

P, and K
Days after Flowering

* 3 10 17 24 31 38 45

Siza1

1:0:0 32.2 a 27.0 d 27.1 c 47.6 b 52.1 d 53.6 cd 55.3 c
1:0.3:0.6 26.3 a 21.0 e 25.6 c 47.5 b 53.4 c 54.1 bc 53.8 d
1:0.6:0.9 20.3 a 34.7 c 18.0 d 49.3 a 52.9 cd 53.1 d 55.7 bc
1:0.9:1.2 34.9 a 34.6 c 41.0 a 38.7 c 54.7 b 54.5 b 57.3 a

Sikang1

1:0:0 28.8 a 48.2 b 25.2 c 29.0 d 52.7 cd 51.7 e 56.1 abc
1:0.3:0.6 31.8 a 57.6 a 38.4 a 48.9 ab 55.9 a 56.4 a 56.9 ab
1:0.6:0.9 21.0 a 59.0 a 31.8 b 21.0 e 53.1 cd 53.1 d 56.2 abc
1:0.9:1.2 35.2 a 35.3 c 37.9 a 38.7 c 56.5 a 53.1 d 55.1 c

* Cotton plants were sampled on the 3rd, 10th, 17th, 24th, 31st, 38th, and 45th day after flowering. Different letters in
the same column in the table are statistically different at the 0.05 probability level by an ANOVA-protected test.

Number of bolls plant−1 and average boll weight was affected by cultivar, ratio of N, P, and K,
and their combination in (Figure 1). Compared with Sikang 1, Siza 1 was 38.2% and 4.6% higher in
a number of bolls plant−1 and average boll weight. Number of average boll weight was increased
by 1.0% and 1.7% with the ratios of 1:0.3:0.6 and 1:0.9:1.2. However, the number of boll plant−1
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decreased by 16.8%, 14.7%, and 2.0% with the ratios 1:0.3:0.6, 1:0.6:0.9, and 1:0.9:1.2 compared to the
control, respectively.
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4. Discussion

Nutrients, particularly the combined application of N, P, and K, play an important role in plant
growth and productivity and/or are involved in different biological activity [26]. In the past decades,
cotton growers and cotton physiologists paid more attention to the N application as compared to P and
K. In the present study, we demonstrated the effects of different ratios of the combined application of N,
P, and K on the boll development of two Bt cotton cultivars i.e., Siza 1 and Sikang1. This research added
new knowledge on the importance of the combined application of N, P, and K on cotton production.
In our study, the combined application of nutrients improved the plant growth parameters such as
boll length, boll width, lint of cotton as well as physiological activities during both growing seasons.
Similarly, Usherhood and Segars [27] suggested that the combination of N with the P nutrient improves
the growth and productivity of cotton, but in the present study, we added P with N and K, which was
significantly observed in the enhancement of plant growth and development together.

Furthermore, our data showed that the combined ratios of 1:0.9:1.2 had significantly increased
the fresh boll weight across two years with varying response among different treatments (Table 3).
The Sikang 1 cultivar has shown the best response under the higher ratios of combined N, P, and K
(1:0.9:1.2) at 52 DAF during the two growing seasons. Our consequences were similar with the findings
in [28], who reported that boll weight had positively augmented with the increasing rate of N and K.
In the presence of a single application of N, cotton produced and retained a smaller number of boll
and boll weight. In the contemporary work, the fresh boll weight was primarily increased at 10 DAF,
decreased at 24 DAF, and re-increased at 52 DAF during the first year while it was increased at 17 DAF,
decreased at 38 DAF, and again increased at 52 DAF during the second year, respectively. The possible
reasons for the increase and decrease on different days after flowering (DAF) could be the climatic
variations across the two years.

Aforementioned, the dry lint weight of cotton was enhanced during boll development (Table 4).
Our results are in unison with the findings in [29], who had reported that the application of N, P,
and K fertilizers enhance the lint weight of cotton. Our data represents that combined ratios of 1:0.6:0.9
and 1:0.9:1.2 have increased the dry lint weight of Sikang 1 as compared with Siza 1 at most of the
growth stages across the two years. Other research reported the effect of K on lint weight was higher
than that of P. The addition of P on cotton did not have any positive or negative effect on lint yield
and quality [30]. Thus on the priority of research work [30] and those agreed with the findings [29],
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we concluded that the application of P fertilizer could be decreased without any negative effect on
cotton lint yield and quality. Additionally, dry lint yield was significantly improved by K fertilizer,
which was also reported [31].

As compared with the single application of N, Siza 1 at 10 and 17 DAF with combined ratios of
1:0.3:0.6 and 1:0.9:1.2 had significantly increased the number of seed boll−1 (Table 5). Furthermore
Sikang 1 also showed an increase in the number of seed boll−1 at 17, 24, and 38 DAF under the higher
ratio of combine N, P, and K (1:0.9:1.2) during the first year. Comparatively in 2016, the ratio 1:0.9:1.2
had significantly increased Sikang 1 seeds boll−1 at 24, 38, 45, and 52 DAF as compared with Siza
1. Our results were not in line with the findings in [32], who reported that the number of seeds
boll−1 was reduced due to the higher application of N. In the present study, higher N application had
enhanced the number of cotton seeds. In the current research, these differences might be responsible
for the contribution of the P and K with N application. This research is supported by the results of
Gormus et al. [33] who had found that the higher ratios of K significantly improved the number of
cotton seed boll−1.

The higher ratios of combined N, P, and K application enhanced the contents of soluble protein
and soluble sugar. In the current study, Sikang 1 showed a higher number of soluble proteins as
compared to Siza 1 with the ratios of 1:0.3:0.6 at 10 and 17 DAF during the first year (Tables 10 and 11).
In addition, during the second year, Siza1 showed a higher number of protein contents as compared to
Sikang 1 at 10, 17, 31, and 38 DAF with the ratios of 1:0.3:0.6 as compared to the control, respectively.
Our results are in accordance with the findings of Chen and co-workers [34], who reported that Bt
cultivars have higher protein contents as compared to its parent cultivars. Siza 1, required more N as
compared to its parental cultivar Sikang 1, which could be the possible reason for the higher protein
content of Siza 1 during the second year.

The combined nutrients significantly improved SOD contents during the second year (Table 6).
SOD contents were increased at all the respective growth periods except at 38 DAF during the
first and second year. This might be because of the applied fertilizers or the effect of different
environmental stresses. Our results are in agreement with the study of Hammad et al. [35], who had
reported that during stress plants release different kinds of antioxidant enzymes for reducing oxidative
damage to detoxify ROS (reactive oxygen species) and ROS scavengers are those antioxidant enzymes
that include superoxide dismutase (SOD), catalase (CAT), and peroxidase (POD). In 2016 and 2017,
the cotton dry lint weight and number of seeds boll−1 was increased until 10 DAF and decreased from
17 to 45 DAF and was increased again at 52 DAF (Tables 4 and 5). It might be due to the applied
fertilizer rates at different developmental stages. Our results are in accordance with the findings of
Gormus et al. [33], who reported that the fertilizer requirements for cotton development are different
at various growth stages.

5. Conclusions

In this work, the ratios of N, P, and K (B1 = 150 N, 0 P2O5 and 0 K2O kg ha−1 control, B2 = 150 N,
45 P2O5, and 90 K2O kg ha−1, B3 = 150 N, 90 P2O5, and 135 K2O kg ha−1, and B4 = 150 N, 135 P2O5,
and 180 K2O kg ha−1) increased all the morpho-physiological activities where Siza 1 showed higher
numbers of bolls plant−1, average boll weight as well as soluble sugar contents. However, Sikang 1
exhibited higher boll length, boll width, fresh boll weight, dry lint weight, number of seeds boll−1,
dry boll shell weight, boll volume, and seed weight across both growing seasons. All these indices
sorted out the best practices for achieving the higher cotton yield as compared with the single N
application. The N, P, and K ratio of 1:0.9:1.2 was much appropriate during the two growing seasons
for Sikang 1 cultivar. Therefore, it can be concluded from the findings that the appropriate combination
of N, P, and K fertilizers and Sikang 1 variety is a promising alternative for good economic returns in
the Yangtze River Valley of China.
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