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Abstract: Faba bean seeds are regarded as a highly valuable protein source for human and animal
nutrition. High yield and quality of faba bean require adequate mineral nutrition. The aim of the
study was to assess the impact of potassium (K) and elemental sulfur (S) on crude protein (CP) and
tannin content (TC) in seeds, crude protein yield (CPY), and amino acid (AA) composition. Field trials
were carried out during 2010–2013 in the temperate climate of Central Europe. The study assessed
the influence of the following factors: variable soil K content and fertilization (K1, K2, K3, and K4) and
elemental S application (0, 25, and 50 kg S ha−1). Plants were harvested at two growth stages to obtain
immature seeds and mature seeds. K and S applications did not have a significant impact on CP and
AA composition, including sulfur AA content. The TC decreased in response to increasing content
of plant-available K in soil. In respect to CPY, the results indicate a positive response of faba bean
to increasing K content in soil. The effect of S fertilization depended on the K treatment. The most
beneficial influence of S on CPY was registered on K-poor soil.
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1. Introduction

Faba bean (Vicia faba L.) is an important legume crop in many countries around the world.
Its seeds are regarded as a highly valuable protein source for human and animal nutrition, because
they are characterized by a relatively high content of digestible starches and proteins and provide
a balanced diet of lysine-rich protein [1]. The faba bean can be harvested when the seeds are fresh
and green and used as a vegetable, or harvested at the maturity stage when the seeds are dry [2].
In general, the large-seeded type of faba bean is produced for human consumption, whereas the
small-seeded type is grown for animal feed. Numerous studies have reported that faba bean has a
positive effect on human health. Its seeds are rich not only in proteins and energy, but also in essential
minerals, vitamins, fiber, and phytochemicals, which can protect against low-density lipoprotein (LDL)
cholesterol, cardiovascular disease, cancer, and diabetes [3,4]. Consumption of faba beans can also
increase the level of L-dopa in the blood and improve the health of patients suffering from Parkinson’s
disease [5]. In addition, faba bean belongs to the group of plants classified as nitrogen-fixing plants.
Therefore, this species contributes to sustainable agriculture by maintaining and improving soil fertility
and playing a key role in crop rotation [6,7].

Unfortunately, despite all our knowledge on the significance of grain legumes in so-called
sustainable crop production, their crop area is still small. The main reason for that in Europe, including
Poland, is low and year-variable yields that do not compensate for the investment outlays, thus
they are not profitable [8]. When compared to other legumes, faba bean is highly sensitive to water
deficiency [9], which is largely due to its shallow root system [10]. Water deficiency during flowering
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causes flower and pod abortion, leading to a significant reduction in the yield [11]. In the soil and
climate conditions of Poland, water resources coming from winter precipitation and current rainfall
are often insufficient and cause abiotic stress, to which faba bean is extremely susceptible. The water
deficiency stress is intensified by the domination of K-deficient soils in Poland [12]. Potassium plays
a vital role in water stress tolerance [13]. Moreover, the K in plants is involved in photosynthesis,
assimilate transport, enzyme activation, and oxidative stress [14,15]. Deficiency of this element in
the initial growth stage significantly disturbs the distribution of assimilates between above-ground
organs and roots [16]. Deficiency of the element in soil may lead to fewer primordia and impede the
nitrogen (N2) fixation mechanism, which may be linked to a lower protein content in seeds [17–19].
Potassium deficiency stress may also lead to increased concentrations of antinutritional factors in pulse
seeds [20,21].

Recently, awareness of the importance of appropriate nourishment of plants with S has grown.
In various countries, including Poland, reduction of industrial pollution has decreased the deposition of
this element in soils and increased the need for S in fertilizers [22]. As numerous research studies show,
a shortage of this component in the soil reduces the yield and seed quality of pulses [23–25]. Sulfur also
plays a vital role in N2 fixation [26,27]. To improve the S supply in faba bean, K2SO4 fertilizers are
mostly used [19,28]. In this way, two nutrients are applied simultaneously. The scientific literature
does not, however, provide any specific information regarding the influence of elemental S on the yield
and quality of faba bean. Elemental S is a relatively new fertilizer used in agriculture, therefore its
impact on the yield and chemical composition of plants is not yet fully known. Fertilizer not only is
a source of S for plants after oxidation, but also considerably changes soil properties by acidifying
it [29]. Thus, it can alter the availability of minerals, including K. Elemental S, as a nutrient carrier
and a component initiating many microbiological processes in soil, is a significant factor in metabolic
and physiological changes in legume yields [30]. We previously showed that the effect of S on SY
significantly depends on the K concentration in the soil. A positive role of S is most apparent on soil
with a low concentration of plant available K. On soil rich in K, however, S fertilization results in lower
faba bean yield [31].

In comparison with cereals, faba bean seeds have relative high lysine (Lys) and arginine (Arg)
content but low sulfur amino acid content, specifically cysteine (Cys) and methionine (Met) [32,33].
This is why sulfur is such a crucial element in determining the quality of faba bean seeds. As scientific
studies show, S fertilization may increase not only the protein content in faba bean seeds, but also the
content of amino acids in proteins [25]. Some authors report that S fertilization may at the same time
worsen seed quality due to increased tannin content, one of many anti-nutritious compounds of faba
bean seeds [34]. The antinutritional effects of tannins include depression of food intake, formation of
less digestible tannin–dietary protein complexes, inhibition of digestive enzymes, astringent taste of
tannin-rich foods and feeds, and toxicity of absorbed tannin and its metabolites [35]. Some studies
report that a tannin-rich diet may have a negative effect on iron absorption and cause its deficiency [36].
However, in recent years, especially in human nutrition, the more interesting fact is that phenolic
compounds have strong antioxidant activity and a tannin-rich diet may have potential beneficial
cancer-fighting properties [37].

The chemical composition of grain legume seeds is primarily determined by genotype.
According to Burstin et al. [38], all of the environmental factors that impact N nutrition, such
as drought stress, soil compacting, root diseases, fertilization, and pests, may influence CP and AA
composition. In relation to faba bean grown as a vegetable, an important factor determining the quality
of seeds is the time of harvest [39]. Studies focused on the influence of K and S on the quality of
pulses usually consider seeds from one time of harvest. However, the chemical composition of seeds
changes during their maturation [21,40]. The authors of the present paper formulated a hypothesis
that the influence of elemental S application on the quality of faba bean seeds dependent not only on
plant-available K in soil or current rates of K, but also on the time of harvest. Our research objective
was to establish the response of faba bean to a change in soil growth factors, specifically the potential
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of soil to provide plants with K and S. The specific objectives refer to the role of the elements in: (i)
content and yield of crude protein; (ii) amino acid composition; and (iii) condensed tannin content in
immature (green) and mature (dry) seeds.

2. Materials and Methods

2.1. Site Description

Field trials with faba beans were carried out during 2010–2013 at the Brody Experimental Farm,
which belongs to Poznan University of Life Sciences (52◦43′N; 16◦29′E). The site is 96 m above sea
level. According to the World Reference Base for Soil Resources [41] classification system, soil used
in the experiment was classified as Haplic Luvisols. The topsoil was characterized as sandy loam,
and the subsoil was characterized as loam texture. The content of organic carbon (Corg) in the topsoil
amounted to 11.6 g kg−1. The long-term average yearly precipitation and temperature in the study
area are approximately 560 mm and 8.2 ◦C, respectively.

2.2. Experimental Design

The study was part of a long-term experiment with different levels of K fertilization (established
in 1990). The experiments were carried out in a split-plot design with 4 replications, and with the
following factors: (i) soil K availability and different K rates (K1, K2, K3, and K4); and (ii) elemental S
application (0, 25, and 50 kg S ha−1).

The K1 treatment represents the control without K application, whereas K2, K3, and K4 represent
application of K equal to 25%, 50%, and 100% of a particular plant in crop rotation, respectively.
The plots under treatments K1 and K4 have remained in the unchanged system of K fertilization since
1990. Treatments K2 and K3 were established in 2001, when K1 and K4 were divided into 2 parts:
regeneration of the control object with potassium (K3) and exclusion from potassium fertilization (K2).
As a result, in terms of K content in the topsoil, the treatments can be arranged in the following way:
K1 < K3 < K2 < K4 (Table 1).

Table 1. Soil chemical properties in early spring as a result of stationary long-term field experiments,
varied K fertilization (mean ± standard error of mean for 2010–2013).

Soil Depth, m K Treatment pH
1 M KCl

Nutrient Content, mg kg−1

P 1 K 1 Mg 2 S-SO4
3

0–0.3 K1 6.16 ± 0.54 101.8 ± 19.3 87.0 ± 27.2 53.4 ± 14.6 8.5 ± 7.7
K2 6.23 ± 0.54 108.3 ± 15.8 131.8 ± 35.1 57.0 ± 19.5 10.0 ± 9.3
K3 6.28 ± 0.50 103.2 ± 24.8 108.3 ± 29.6 52.2 ± 13.3 7.2 ± 5.3
K4 6.34 ± 0.48 107.3 ± 23.0 167.3 ± 34.6 57.6 ± 18.7 6.6 ± 4.3

0.3–0.6 K1 5.98 ± 0.47 82.1 ± 25.1 97.4 ± 33.9 59.7 ± 22.3 5.9 ± 4.2
K2 6.00 ± 0.49 88.1 ± 32.9 108.1 ± 26.6 67.9 ± 17.2 7.9 ± 6.9
K3 6.18 ± 0.57 86.7 ± 41.7 107.0 ± 32.5 63.9 ± 10.4 7.0 ± 5.9
K4 6.28 ± 0.61 87.8 ± 37.0 125.7 ± 38.5 62.8 ± 18.7 7.2 ± 5.6

1 Double Lactate method, pH 3.6 (1:50 w/v ratio); 2 0.0125 M CaCl2 (1:10 w/v ratio); 3 2% CH3COOH (1:10 w/v ratio).

With respect to faba bean, the rates of K amounted to 0, 33.3, 66.5, and 133.0 kg K ha−1 for K1,
K2, K3, and K4 treatments, respectively. The 100% rate was determined using the assumed seed yield
(12 t ha−1 of green seeds) and the specific K uptake (11.1 kg K t−1). Each large plot representing different
K fertilization was divided into small plots with different S rates. The total number of plots was 48,
and the area of an individual plot was 22.4 m2 (2.8 m × 8 m).

Potassium and S were applied every spring, 2–3 weeks before seed sowing. The first nutrient was
applied as KCl (49.8% pure K), whereas the second application was elemental S (granulated fertilizer,
90% S). No N fertilizers were used in the experiment. Phosphorus (P) fertilization of 26.2 kg P ha−1

(triple superphosphate, 17.4% pure P) was employed in the autumn after the forecrop was harvested.
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2.3. Environmental Conditions

Soil sampling was carried out annually at the beginning of March in the period 2010–2013, before
fertilizer application. Soil samples were taken using a manual Eijkelkamp auger from topsoil (0–0.3 m)
and subsoil (0.3–0.6 m) of each field representing different K fertilization. The topsoil samples taken
from the K1 plot showed a low content of plant available K; K3, medium; K2, medium or high; and K4,
high. At a soil depth of 0.3–0.6 m, the differences in K content between treatments were less prominent
than at a depth of 0–0.3 m, especially between K2 and K3 treatments. Moreover, the topsoil featured
a high content of available P and an average content of Mg and S. The long-standing K fertilization
system did not have a significant influence on the content of the above elements in soil; however,
a certain trend of increased S–SO4 content was observed in the samples taken from the K4 plot (Table 1).

During the experiments, there were varied weather conditions. The first 2 years (2010 and 2011)
were unfavorable for plant growth and yield due to drought. In these years, the sum of precipitation
during the growing season, from sowing to harvesting of faba bean, was 154 and 102 mm, respectively.
The next years were relatively moist and beneficial for plant growth. However, more precipitation was
recorded in 2012 (380 mm) than in 2013 (268 mm). For comparison, the mean precipitation from March
to July at the experimental site over 50 years (1954–2009) was 275 mm. The mean air temperature
during growing seasons ranged from 14.1 ◦C (2012) to 16.8 ◦C (2013). Precipitation and mean daily
air temperature during the faba bean growing period, from sowing to harvest, are shown in Figure 1.
The figure shows that the greatest difference in precipitation was recorded in June, which is a period of
flowering and pod formation of the faba bean.
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Figure 1. Mean daily air temperature and precipitation during 2010–2013 growing seasons of faba bean.
Key growth stages: SF, start of flowering; MS, mature seeds (harvest).

2.4. Experimental Material

Cultivar Vicia faba L. var. major “Bachus” was used in the experiment (“Spójnia” Plant Breeding
and Seed Production Ltd.). It is an early seed variety, with traditional (indeterminate) type of growth
and white flowers with a melanin stain on the wings. The cultivar is useful for preserving and direct
consumption. Its potential seed yield in Polish soil climatic conditions (rainfed) ranges from 2.4 to 4 t
ha−1 of dry matter. In our experiment, winter wheat was the forecrop in each year. Faba bean was
sown on the following dates: 4 April 2010, 29 March 2011, 1 April 2012, and 17 April 2013. Seeds were
planted by hand at a depth of 5 cm, with a population density of 30 plants per m2 and an inter-row
space of 0.40 m. Before sowing, the seeds were inoculated with Rhizobium leguminosarum bv. viciae
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bacteria (Nitragina, BIOFOOD s.c., Wałcz, Poland). During vegetation, plant protection included the
application of herbicides (active ingredients: linuron and/or chlomazon), fungicide (chlorothalonil),
and insecticide (pirimicarb).

2.5. Experimental Measurements

Faba bean was harvested at 2 growth stages to obtain: (i) immature seeds (GS); and (ii) mature
seeds (MS). The first harvest was at the vegetative stage, when the seeds are fresh and green, at a
moisture content of about 70%. According to the BBCH (in German: Biologische Bundesanstalt,
Bundessortenamt and CHemische Industrie) scale, phenological growth stages amounted to: (i) 85/87;
and (ii) 96/97 [42]. Faba bean samples were hand-harvested from an area of 7.5 m2. After harvesting,
seed samples were dried at 55 ◦C for 3–6 days to determine dry matter content.

2.6. Chemical Analysis

Crude protein (CP) content was determined by the Kjeldahl method (N × factor of 6.25) using a
Kjeltec Auto 1031 Analyzer (Foss Tecator, Sweden). For the determination of crude protein yield (CPY)
following expression was used:

CPY = CP × SY/100 (1)

where SY is seed yield in kg ha−1.
To determine amino acids (AA), dry seed samples were hydrolyzed at 110 ◦C for 24 h in the

presence of 6 mol dm−3 HCl [43]. After cooling, the hydrolysate was washed with distilled water,
filtered, and dried at 60 ◦C (under vacuum) in a rotary evaporator. The dried sample was then dissolved
in 0.01 mol dm−3 HCl. Chromatography analysis of hydrolysate was carried out using Na-citrate
buffers (pH 3.5, 4.25, and 9.45) and ninhydrin on a T-339 automatic amino acid analyzer with a column
of reverse-phase Ostion LG ANB (Ingos, Praha, Czech Republic). Tryptophan was not analyzed by this
method. Amino acid results were expressed as g 100 g−1 of CP.

Chemical analysis of tannin content (TC) was conducted by using the method with vanillin [44].
Tannins were extracted from seeds using a reflux condenser in a dimethylformamide (DMF) solution
and Na2S2O5. After filtering, vanillin in sulfuric acid solution was added to the analyzed solution.
The calibration curve was estimated using (+)-catechin as the standard and the results were expressed
as g (+)-catechin equivalent per kg. Color intensity was measured at a wavelength of 494 nm.

2.7. Chemical Score and Essential Amino Acid Index

The chemical score (CS) for amino acids and essential amino acid index (EAAI) were calculated
using the standard equations [45]:

CS = (AA × 100%)/AA of protein in requirement pattern (2)

EAAI = 10 log EAA (3)

where AA is amino acid or sum of amino acids in g 100−1 of CP; EAA is essential amino acids; log
EAA = 0.1[log(a1/a1s × 100) + log(a2/a2s × 100) + log(an/ans × 100)]; a1, . . . , an are the essential amino acid
contents in faba bean seeds; and a1s, . . . , ans are the required levels of EAA in the requirement pattern.

CS and EAAI were calculated taking into account the requirement pattern for humans (children)
and used for this purpose: sulfur amino acids (SSA) = 2.3, phenylalanine (Phe) + tyrosine (Tyr) = 4.1,
threonine (Thr) = 2.5, histidine (His) = 1.8, isoleucine (Ile) = 3.0, leucine (Leu) = 6.1, valine (Val) = 4.0,
and Lys = 4.8 g 100 g−1 of protein [46].

2.8. Statistical Analysis

The effects of individual research factors (year, potassium, sulfur) and their interactions were
assessed by means of 3-way ANOVA. The effects of factors on TC and AA composition were compared
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by means of 3-way ANOVA without replication. Means were separated by honest significant difference
(HSD) using Tukey’s method when the F-test indicated significant factorial effects at the level of p < 0.05.
The relationships between traits were analyzed using Pearson correlation and linear regression.
STATISTICA 12 software was used for all statistical analyses [47].

3. Results

3.1. Protein Content and Yield

ANOVA results show that CP depended significantly on the growing season. Potassium treatment
and S fertilization did not have any significant effect on this parameter. In contrast to CP, the yield of
crude protein (CPY) depended significantly on the K and S treatments, and interaction between these
factors. However, the first factor (year) can be considered as the major one (Table 2).

Table 2. Three-way ANOVA results (F values): effect of year (Y), potassium (K), sulfur (S) application,
and interaction between factors on crude protein content (CP) and crude protein yield (CPY) depending
on seed maturity. GS, immature seeds; MS, mature seeds.

Factor Degr. of Freedom
CP CPY

GS MS GS MS

Y 3 33.1 *** 93.3 *** 30.0 *** 42.6 ***
K 3 0.2 1.5 2.7 * 18.5 ***
S 2 0.0 1.0 1.7 4.9 **

Y × K 9 0.4 1.3 0.5 2.8 **
Y × S 6 0.3 1.0 0.5 0.8
K × S 6 0.2 0.6 1.7 2.6 *

Y × K × S 18 0.2 0.5 0.5 0.7
Error 144

*, **, and ***, significant level for p < 0.05, 0.01, and 0.001, respectively.

The significant highest concentration of CP was recorded in seeds harvested in dry years
(2010–2011), while the lowest content was registered in wet years (2012–2013). The average difference
in CP was 24.8 g kg−1 and 21.4 g kg−1, depending on seed maturity. As the studies determined,
the growing season had more impact on CP than the harvest time. Average content of crude protein in
GS was 281.1 g kg−1, and in MS was 272.6 g kg−1 (Table 3).

During growing seasons under moderately wet conditions (2012–2013), the obtained CPY was
considerably higher than in dry years (2010–2011). The average difference in CPY was 70.0% for GS,
and 52.6% for MS. The effect of K fertilization systems on CPY depended on harvest time. At first
growth stage, the CPY increase in K3 and K4 treatments and the control (K1) was 17.7% and 14.8%,
respectively. For MS, however, higher CPY increase was found. At this growth stage, the CPY increase
in K2 and K4 treatments and K1 treatment was 36.3% and 42.0%, respectively. Sulfur application had
no significant effect on CPY at first time of harvest. In contrast, at maturity, the mean CPY increase due
to application of 50 kg S ha−1 was at the level of 13.8% (Table 3).

At each growth stage, S application positively affected CPY (Figure 2). The highest increases of
CPY were noted in soil with the lowest content of K (K1 treatment) and/or an average rate of KCl (K3).
At maturity, a significant effect of fertilizers was seen. At this growth stage, the highest CPY value was
obtained in the K4/S0 treatment. The average difference between CPY in K1/S0 and K4/S0 was 83.0%.
A large difference (75.0%) was also observed between K1/S0 and K2/S50 treatments. In contrast to K1,
K2, and K3 plots, S application on K4 treatment resulted in decreased CPY. However, regardless of the
K treatment, the differences between S0 and S50 were not significant (Figure 2b).
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Table 3. Effect of growing season, K treatment, and S application on crude protein content (CP) and
crude protein yield (CPY) depending on seed maturity. GS, immature seeds; MS, mature seeds.

Factor

CP
g kg−1

CPY
kg ha−1

GS MS GS MS

Year
2010 312.0 a 296.3 a 412.7 b 520.5 b

2011 274.9 b 270.2 b 346.3 b 464.3 b

2012 266.9 c 256.8 c 633.5 a 772.1 a

2013 270.4 bc 266.9 b 656.5 a 730.9 a

K treatments
K1 280.6 275.3 468.5 b 490.1 b

K2 280.8 271.9 491.4 ab 667.8 a

K3 284.8 274.3 551.2 a 634.0 a

K4 281.0 268.7 537.9 a 696.0 a

S treatments
S0 281.4 273.4 480.9 586.6 b

S25 279.5 271.9 517.7 611.7 ab

S50 284.5 272.4 538.2 667.6 a

Different letters indicate statistically significant differences between treatments at p < 0.05 (Tukey’s test).
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Figure 2. Effect of interaction between K and S application on crude protein yield (CPY) in: (a)
immature seeds; and (b) mature seeds. K1, K2, K3, and K4 refer to levels of soil K availability and
fertilization; S0, S25, and S50 refer to sulfur application at rates of 0, 25, and 50 kg S ha−1, respectively.
Letters indicate significant differences between treatments (p < 0.05). Hatched bars represent 2 ×
standard error (SE) ranges.

3.2. Tannin Content

The main factor determining the TC was the course of weather conditions (F3,44 = 97.8 at
p < 0.001 and F3,44 = 7.09 at p < 0.001, for GS and MS, respectively). Regardless of the time of harvest,
in relatively wet years, seeds carried more tannins than in dry years (Table 4). The time of seed harvest
had less impact. On average, GS contained less tannin (0.437 g kg−1) than MS (0.466 g kg−1). TC also
depended on the K treatment. At each growth stage, K application decreased TC, especially in K2 and
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K4 treatments. Only in 2010, the result was not clear. Despite this, a significant influence of that factor
was recorded at maturity (F3,44 = 2.99 at p < 0.05). Seeds of plants grown on K-rich soil (K2 and K4)
featured considerably lower TC than in K1 (Table 4). Contrary to K treatment, the influence of S
application on TC was insignificant. The following values of TC were obtained for GS: S0, 0.448; S25,
0.464; and S50, 0.402 g kg−1. The following values of TC were obtained for MS: S0, 0.430; S25, 0.426; S50,
0.426 g kg−1.

Table 4. Effect of years and K treatments on tannin content (mg kg−1) in immature seeds (GS) and
mature seeds (MS) of faba bean.

Seed Maturity K Treatment
Year

Mean
2010 2011 2012 2013

GS K1 0.356 0.284 0.487 0.743 0.467
K2 0.385 0.242 0.379 0.679 0.421
K3 0.389 0.281 0.464 0.712 0.462
K4 0.328 0.219 0.350 0.712 0.402

Mean 0.364 b 0.256 c 0.420 b 0.711 a

MS K1 0.401 0.384 0.618 0.524 0.482 a

K2 0.396 0.355 0.378 0.474 0.401 b

K3 0.336 0.376 0.537 0.464 0.428 ab

K4 0.410 0.362 0.407 0.414 0.398 b

Mean 0.376 a 0.369 a 0.535 b 0.469 ab

Different letters indicate statistically significant differences between treatments at p < 0.05 (Tukey’s test).

3.3. Amino Acid Composition

The growing season significantly affected AA composition, regardless of seed maturity. In general,
during wet years CP contained more Lys and Arg than in dry years. Inversely, the highest content of
Cys, proline (Pro), and glutamic acid (Glu) was found in dry years (Tables 5 and 6).

Potassium treatment had no significant influence on average AA content. However, there was a
tendency toward lower Cys content in GS protein along with an increased rate of K, whereas at maturity
(MS), Cys, Met, Lys, Fen, and total EAA content increased in treatments with higher concentrations
of soil-available K. The experiment did not show a significant influence of S application on average
SAA content. Average essential amino acid (EAA) content was higher in crude protein in MS than GS.
At the same time, the share of EAA in total amino acids (TAA) remained on a similar level, i.e., 40.5%
and 41.0%, respectively (Tables 5 and 6).

Due to the importance of the topic, the results of SAA content, depending on growth stage and seed
maturity, and K and S fertilization, are shown in Figures 3 and 4. Cys content in MS showed a tendency
to increase as S rates rose, especially in K1 and K2 treatments. However, at the same time, Met content
showed a tendency to decrease. The only exception was K2 treatment at maturity (Figures 3 and 4).
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Table 5. Effect of growing season, K treatment, and S application on amino acid composition of immature seeds (GS) of faba bean (g 100g−1 of CP).

Factor Asp Tre Ser Glu Pro Cys Gli Ala Wal Met Ile Leu Tyr Fen His Liz Arg TAA 1 EAA 2

Year
2010 8.29 a 3.04 b 3.96 b 16.1 a 5.12 a 0.94 b 3.41 b 3.59 c 3.76 a 0.50 b 3.13 c 6.05 c 2.99 a 3.61 b 2.74 a 4.83 c 7.47 b 79.6 c 31.6 b

2011 8.58 b 2.80 c 3.76 c 16.2 a 4.93 a 1.05 a 3.48 b 3.77 b 3.77 b 0.60 b 3.26 b 6.39 b 2.57 c 3.21 c 2.30 c 5.04 b 6.36 d 78.1 c 31.0 b

2012 9.55 a 3.23 a 4.33 a 13.2 c 4.04 b 0.70 d 3.89 a 3.76 b 4.49 a 0.72 a 3.71 a 6.64 a 2.91 ab 4.03 a 2.54 b 6.58 a 9.38 a 83.7 a 35.6 a

2013 8.37 ab 2.63 d 3.44 d 14.1 b 2.78 c 0.85 c 3.21 c 4.41 a 3.66 b 0.57 b 3.06 c 5.51 d 2.72 bc 3.05 c 2.29 c 4.68 c 7.02 c 72.3 c 29.0 c

F3,44 *** *** *** *** *** *** *** *** *** *** *** *** *** *** *** *** *** *** ***

K treatments
K1 8.65 2.92 3.87 14.79 4.27 0.92 3.50 3.83 3.89 0.58 3.31 6.12 2.84 3.48 2.45 5.26 7.58 78.3 31.8
K2 8.69 2.90 3.88 14.99 4.27 0.90 3.49 3.95 4.12 0.60 3.31 6.15 2.83 3.50 2.48 5.31 7.55 78.9 32.1
K3 8.69 2.95 3.88 14.93 4.17 0.86 3.51 3.83 3.79 0.58 3.23 6.13 2.74 3.43 2.45 5.22 7.50 77.9 31.4
K4 8.76 2.93 3.86 14.98 4.15 0.84 3.50 3.93 3.87 0.63 3.30 6.18 2.79 3.49 2.49 5.34 7.60 78.6 31.9

F3,44 n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s.

S treatments
S0 8.63 2.93 3.87 14.9 4.18 0.88 3.49 3.86 4.04 0.63 3.31 6.16 2.84 3.54 2.50 5.32 7.63 78.7 32.2
S25 8.70 2.90 3.85 14.8 4.25 0.87 3.49 3.91 3.85 0.60 3.27 6.11 2.76 3.40 2.41 5.22 7.39 77.8 31.4
S50 8.77 2.94 3.89 15.0 4.22 0.89 3.52 3.87 3.87 0.56 3.28 6.17 2.80 3.48 2.49 5.31 7.65 78.7 31.8

F2,45 n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s.
1 TAA, total amino acid; 2 EAA, sum of exogenous amino acid; *, **, and *** F-ratio significant at p < 0.05, 0.01 and 0.001, respectively; n.s., no significant. Different letters indicate significant
differences between treatments at p < 0.05 (Tukey’s test).
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Table 6. Effect of growing season, K treatment, and S application on amino acid composition of mature seeds (MS) of faba bean (g 100g−1 of CP).

Factor Asp Tre Ser Glu Pro Cys Gli Ala Wal Met Ile Leu Tyr Fen His Liz Arg TAA 1 EAA 2

Year
2010 8.43 c 3.15 b 3.95 c 15.9 b 5.27 a 1.25 b 3.56 b 3.46 b 3.64 b 0.72 3.11 b 6.08 c 2.70 b 3.82 3.18 b 5.65 b 8.71 b 82.6 ab 33.3 b

2011 9.12 bc 3.27 ab 4.36 a 16.6 a 5.49 a 1.65 a 3.87 a 3.81 a 2.63 c 0.72 2.08 c 5.84 d 3.83 a 3.91 4.08 a 5.61 b 7.28 c 84.1 a 33.6 b

2012 9.40 ab 3.31 a 4.15 b 13.0 c 3.91 b 0.69 c 3.82 a 3.72 a 4.13 a 0.68 3.52 a 6.41 b 2.72 a 3.83 2.52 c 6.43 a 9.36 a 81.6 b 34.2 ab

2013 9.70 a 3.41 a 4.28ab 13.4 c 4.04 b 0.71 c 3.94 a 3.84 a 4.27 a 0.70 3.63 a 6.61 a 2.81 b 3.95 2.60 c 6.63 a 9.65 a 84.2 a 35.3 a

F3,44 *** *** *** *** *** *** *** *** *** n.s. *** *** *** n.s. *** *** *** ** ***

K treatments
K1 9.06 3.29 4.16 14.5 4.73 1.07 3.74 3.65 3.72 0.67 3.15 6.16 3.04 3.64 2.97 6.00 8.63 82.2 33.7
K2 9.28 3.36 4.27 14.9 4.56 1.08 3.82 3.75 3.77 0.73 3.15 6.31 2.96 3.99 2.91 6.12 8.78 83.8 34.4
K3 9.17 3.22 4.19 14.8 4.73 1.10 3.83 3.73 3.56 0.69 3.04 6.26 3.09 3.91 3.23 6.10 8.89 83.5 34.2
K4 9.14 3.27 4.11 14.7 4.69 1.06 3.79 3.69 3.62 0.74 3.01 6.22 2.96 3.97 3.29 6.11 8.71 83.1 34.2

F3,44 n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s.

S treatments
S0 9.15 3.27 4.18 14.7 4.69 1.09 3.83 3.70 3.65 0.72 3.07 6.24 3.15 3.82 3.05 6.11 8.76 83.2 34.2
S25 9.11 3.26 4.14 14.6 4.69 1.06 3.75 3.69 3.62 0.70 3.05 6.18 2.96 3.81 3.15 5.99 8.69 82.5 33.8
S50 9.22 3.32 4.23 14.8 4.66 1.09 3.81 3.73 3.73 0.70 3.14 6.29 2.93 4.00 3.08 6.13 8.81 83.7 34.4

F2,45 n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s.
1 TAA, total amino acid; 2 EAA, sum of exogenous amino acid; *, **, and *** F-ratio significant at p < 0.05, 0.01 and 0.001, respectively; n.s., no significant. Different letters indicate significant
differences between treatments at p < 0.05 (Tukey’s test).
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Figure 3. Effect of interaction between K and S application on Cys content in: (a) immature seeds; and
(b) mature seeds. K1, K2, K3, and K4 refer to levels of soil K availability and fertilization; S0, S25, and S50

refer to sulfur application at rates of 0, 25, and 50 kg S ha−1, respectively. Letters indicate significant
differences between treatments (p < 0.05). Hatched bars represent 2 × standard error (SE) ranges.
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Figure 4. Effect of interaction between K and S application on Met content in: (a) immature seeds; and
(b) mature seeds. K1, K2, K3, and K4 refer to levels of soil K availability and fertilization; S0, S25, and S50

refer to sulfur application at rates of 0, 25, and 50 kg S ha−1, respectively. Letters indicate significant
differences between treatments (p < 0.05). Hatched bars represent 2 × standard error (SE) ranges.

The biological value of protein, evaluated using EAAI, ranged 91–92% in relation to human
standards [46]. The analysis of CS for different EAA showed lower values for SAA (56.9% for GS and
68.6% for MS, on average). The values also fell below 100% for Val (93.3–87.3%) and Leu (97.6–99.0%).
The highest CS values were obtained for His (137.1–172.0%) and Tyr + Phe (136.3–149.8%). CS and EAAI
values significantly depended on growing season and time of seed harvest. In dry years (2010–2011),
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the biological value of protein, expressed in CSSAA indices, was considerably higher for MS than for
GS. A reverse tendency was observed for CSVal and CSLeu. Probably because of the diverse influence
of weather conditions on EAA, specific changes of EAAI cannot be observed. The studies did not
prove any significant impact of plant available K in soil and S application on CS and EAAI values.
However, at maturity, a tendency for CSSAA and EAAI values to increase with S application was
observed in the K2 treatment (Table 7).

Table 7. Chemical scores (CS) and essential amino acid indices (EAAI) of faba bean crude protein at
two stages of seed maturity. GS, immature seeds; MS, mature seeds.

Factor
CSSAA CSVal CSLeu EAAI

GS MS GS MS GS MS GS MS

Year
2010 55.5 b 75.9 b 89.6 b 86.7 b 96.0 c 96.5 c 90.2 b 94.3 a

2011 63.2 a 88.2 a 89.7 b 62.6 c 101.4 b 92.8 d 92.6 a 87.4 c

2012 54.6 b 52.8 c 106.9 a 98.4 a 105.4 a 101.7 b 92.6 a 92.0 b

2013 54.4 b 54.5 c 87.1 b 101.6 a 87.5 d 105.0 a 87.7 c 92.6 ab

F3,44 *** *** *** *** *** *** *** ***

K treatments
K1 57.8 63.7 92.7 88.6 97.1 97.8 91.2 91.5
K2 57.6 68.1 98.1 89.7 97.6 100.1 91.1 92.3
K3 55.6 68.8 90.3 84.9 97.3 99.4 90.0 91.1
K4 56.6 69.2 92.2 86.2 98.2 98.7 90.6 91.4

F3,44 n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s.

K × S interaction
K1 S0 61.7 65.7 93.1 90.8 97.8 98.3 92.2 92.1

S25 55.3 61.6 92.1 85.2 96.7 95.2 90.9 90.1
S50 56.4 63.8 92.8 90.0 96.9 99.8 91.0 91.4

K2 S0 57.5 66.0 108.4 89.7 97.3 100.0 91.3 91.9
S25 57.3 67.6 93.1 88.2 97.6 99.4 90.7 92.3
S50 58.1 70.7 92.9 91.2 98.1 100.9 91.2 92.7

K3 S0 56.9 67.8 91.6 83.3 98.2 97.9 91.0 90.2
S25 56.1 69.4 89.1 84.0 96.1 98.7 89.5 91.4
S50 53.9 69.2 90.2 87.3 97.7 101.4 89.6 91.7

K4 S0 56.7 69.1 92.0 84.3 98.1 99.8 90.4 90.9
S25 58.0 72.2 92.1 87.4 97.5 99.2 90.5 92.4
S50 55.2 66.1 92.5 86.7 99.0 97.0 90.9 91.0

F6,36 n.s. n.s. n.s. n.s. n.s. n.s. n.s. n.s.

*, **, and *** F-ratio significant at p < 0.05, 0.01, and 0.001, respectively; n.s., no significant. Different letters indicate
significant differences between treatments at p < 0.05 (Tukey’s test).

3.4. Relationships Between Features

A negative correlation was observed between CP and yield of GS (r2 = 0.33, p < 0.001; n = 48)
and between CP and yield of MS (r2 = 0.28, p < 0.001; n = 48). Our studies also showed a negative
relationship between CP and seed weight (r2 = 0.60, p < 0.001 and r2 = 0.42, p < 0.001, respectively,
for GS and MS). Along with the increase of SY, a higher concentration of aspartic acid (Asp) content
was observed at every stage of seed maturity, while increased alanine (Ala), Met, Lys, and Arg was
registered in immature seeds. A negative correlation was observed between SY and Cys, Glu, and Pro
content, regardless of the stage of seed maturity. Our studies also revealed a negative correlation
between Lys and CP. A negative correlation between Met and CP was observed only at the GS stage.
In contrast to Met, the Cys content correlated positively with CP (Table 8).

Tannins correlated positively with yield of immature seeds (R2 = 0.42, p < 0.001; n = 48) and
mature seeds (r2 = 0.29, p < 0.001; n = 48). Despite the growth stage, the TC correlated negatively with
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the concentration of Cys, Pro, and Glu. The studies did not confirm a significant correlation between
TC and Met (Table 8).

Table 8. Correlation coefficient (r) between amino acids and seed yield (SY), seed weight (SW), crude
protein (CP), and tannins (T) at two stages of seed maturity.

Amino Acids
Immature Seeds (GS) Mature Seeds (MS)

SY SW CP T SY SW CP T

Asp 0.43 ** 0.50 *** −0.51 *** −0.17 0.42 ** 0.64 *** −0.67 *** 0.25
Tre 0.04 −0.06 0.11 −0.42 ** 0.20 0.40 ** −0.42 ** 0.07
Se 0.02 0.01 0.02 −0.47 ** −0.07 0.37 * −0.40 ** 0.05

Glu −0.83 *** −0.42 ** 0.62 *** −0.56 *** −0.77 *** −0.51 *** 0.56 *** −0.57 ***
Pro −0.80 *** −0.44 ** 0.57 *** −0.87 *** −0.71 *** −0.47 ** 0.56 *** −0.59 ***
Cys −0.74 *** −0.23 0.32 * −0.40 ** −0.71 *** −0.39 ** 0.44 ** −0.57 ***
Gli 0.16 0.31 * −0.28 −0.42 ** 0.25 0.59 *** −0.60 *** 0.14
Ala 0.56 *** 0.40 ** −0.50 *** 0.77 *** 0.12 0.52 *** −0.59 *** 0.11
Val 0.18 0.17 −0.25 −0.16 0.54 *** 0.18 −0.21 0.49 ***
Met 0.34 * 0.43 ** −0.50 *** −0.07 −0.23 −0.12 0.02 −0.17
Ile 0.27 0.39 ** −0.45 ** −0.31 * 0.56 *** 0.16 −0.18 0.50 ***

Leu −0.16 0.22 −0.15 −0.71 *** 0.53 *** 0.37 * −0.38 ** 0.37 **
Tyr 0.01 −0.40 ** 0.28 −0.00 −0.37 * 0.10 −0.13 −0.30 *
Fen 0.12 −0.05 0.02 −0.33 * 0.03 0.12 −0.08 −0.05
His −0.21 −0.51 *** 0.59 *** −0.31 * −0.49 *** −0.14 0.24 −0.46 **
Liz 0.39 ** 0.38 ** −0.45 ** −0.21 0.65 *** 0.54 *** −0.56 *** 0.46 **
Arg 0.51 *** 0.13 −0.20 0.05 0.57 *** 0.20 −0.17 0.47 **

TAA 1 −0.11 0.01 0.04 −0.59 *** −0.23 0.08 −0.01 −0.20
EAA 2 0.13 0.15 −0.18 −0.40 ** 0.31 * 0.39 ** −0.37 ** 0.20
1 TAA, total amino acid; 2 EAA, exogenous amino acid; *, **, and ***, significant level for p < 0.05, 0.01,
and 0.001, respectively.

Cys content is particularly important for seed quality. For this reason, the correlation between SY
and Cys content was analyzed at three levels of S fertilization. The studies show a negative correlation
between SY and Cys regardless of the S rate. The strongest negative correlation between these features,
expressed by the R2 coefficient, was registered after the highest rate of S was applied (Figure 5).
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Figure 5. Cysteine (Cys) content as a function of seed yield (SY) at three levels of sulfur application: S0,
S25, S50 at rates of 0, 25, and 50 kg S ha−1, respectively, for: (a) immature seeds; and (b) mature seeds.
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4. Discussion

As our studies show, the main factor determining faba bean quality was the year of study.
This finding is in line with other studies [48–51]. Some authors reported that water deficiency leads
to an increased CP content in faba bean seeds [52,53]. In our study, the highest CP content was
recorded in 2010, despite a deeper drought in 2011. The volume of CP in pulses depends not only
on overall water availability, but also on the time and length of water stress occurring in the plant’s
growth stage [54]. According to Mwanamwenge et al. [55], water stress during flowering causes a 50%
reduction in faba bean yield. The main reason for the SY reduction was distortions in flower bud and
pod formation, and consequently decreases in number of pods per plant. However, the compensatory
effect was observed in 2011, when along with the lowest number of pods per plant, an increase in
seed weight was observed [31,56]. The drought in 2010 came later than in 2011 (during seed-filling),
the consequence of which was decreased seed weight, therefore increased CP content. Our studies
showed a negative relationship between CP and seed weight. A negative correlation was also
observed between CP and SY. A negative relationship between SY and CP content was already
described in earlier studies [38,51,52]. However, our studies also indicate that the determination
coefficient R2 value of the obtained dependencies relied on the time of harvest to a very small degree.
A considerable impact of K and S fertilization on CPY was a direct result of a significant correlation
of that feature with the seed yield (SY). For GS, the value of the determination coefficient (R2) was
0.97 (p < 0.001, CPY = 55.7 SY + 247.9), and for MS it also equaled 0.97 (p < 0.001, CPY = 67.5 SY +

240.5). Thus, the observed CPY value variations, can be explained by the changes in the SY, which
resulted directly from the yield-forming functions of K and S [57–62]. In our study, the influence of K
treatments on CPY depended on the harvest time. It was concluded that, for GS, the most important
factor was the current level of K fertilization (K rate). For MSY, however, a positive influence of earlier
soil-accumulated K was observed, demonstrated by a higher yield of K2 than K3 (despite the higher
rate of K in K3 than in K2). The difference between K fertilization and the exploitation of K reserves
from soil was particularly transparent in wet years. It is well recognized that a decrease in soil water
content is accompanied by a subsequent decrease in transpiration rate, resulting in less mass flow of K
to the root surface [12]. A positive role of S was most apparent on soil with a low concentration of K.
On soil rich in K, however, S fertilization resulted in lower CPY. However, regardless of the K treatment
and seed maturity, the differences between S0 and S50 were not significant. This result corroborates a
greater yield-forming role of K than S within the studied conditions. In our studies, the soil contained
an average S–SO4 content, and faba bean therefore had sufficient S content. However, the observed
patterns indicate a need to include this element in faba bean fertilization. On average, the highest
CPY increase (+30.4%) was obtained K1/S50 treatment (at maturity). For comparison, according to
Cazzato et al. [28], application of 30 and 60 Kg S ha−1 increases CPY by 13.8–20.2%.

As the experiments showed, the AA composition depended considerably on the course of the
weather during the growing season. The lowest EAA content in CP was registered in dry years (2010 and
2011). The scientific literature shows that Cys, Met, and Lys content correlate negatively with CP content
in faba bean seeds [48,50]. In drought conditions, the albumin and globulin contents decrease and the
glutelin and prolamine contents increase, which potentially lowers the EAA content [52]. According to
Schumacher et al. [50], during water stress, total AA content increases, while the nutritional value of
protein decreases slightly. This is a result of fewer Lys and other EAAs. Our studies also revealed
a negative correlation between Lys and CP. A negative correlation between Met and CP was only
observed at the GS stage. In addition, Cys content correlated positively with CP. Cys content, however,
was negatively correlated with SY, regardless of the S rate. The obtained result clearly indicates a
dilution effect of Cys in high-yielding plant seeds [8].

The S fertilization as reported by some authors positively affected content of SAA in pulses [25,33].
Our study does not support this phenomenon. One of the reasons could be different contents of
available forms of S in the soil and type of S fertilizer. In light of the scientific literature, the effect of S
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fertilization may also depend on the genotype, i.e. variety [63]. Our results, however, are in line with
Mona et al. [21], who proved that K fertilization causes slim increase in Lys and Cys in faba bean seeds.

The TC in seeds was approximately 0.256–0.711 g kg−1. This was close to the results obtained in
other experiments carried out on large seed varieties of faba bean [64]. As the studies determined,
the growing season had more impact on TC than the harvest time. Moreover, as opposed to other
quality determining features, the TC also depended on the K fertilization system. A significant influence
of that factor was recorded at maturity. Seeds of plants grown on K-rich soil (K2 and K4) featured
a considerably lower concentration of tannins than those in K1, especially in wet years. Probably K
fertilization prolongs the seed-filling stage and increases their weight [31]. This process leads to the
dilution of tannins in the samples of whole-seed ground material, because they accumulate mainly
in the seed coat [65]. Contrary to K treatment, the influence of S application on TC was insignificant.
Previous studies indicated that elemental S application at the rates of 25 and 50 kg S ha−1 significantly
increased TC [33].

5. Conclusions

The experiment did not show a significant influence of K and elemental S fertilization on CP
content and AA composition. The main factor determining faba bean quality was the course of weather
during growing season. However, a slight enhancement of biological value of protein in mature seeds
is possible through increased sulfur AA content, especially Met, during a simultaneous application of
S (50 kg S ha−1) and lower rate of K (33.3 kg K ha−1), on soils with medium concentration of plant
available K. In contrast to CP and AAs, tannin content was significantly dependent on K fertilization.
The increase of plant available K in soil resulted in a lower tannin content, especially in mature seeds.
To ensure a high yield of protein, the soil should be also characterized by a high content of available K.
In soil with low or medium K content, additional application of elemental S at the rate of 50 kg S ha−1

contributed to increased soil K productivity.
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