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Abstract: Amaranth (Amaranthus spp.) is a promising biomass crop for silage and biogas production.
Under long-day conditions, it exhibits prolonged vegetative growth. To evaluate the breeding
potential of amaranth for biomass production, we characterized phenotypic variation in biomass yield
components, quantitative genetic parameters, and the relationships between traits. We conducted
field trials of 10 biomass-type genotypes exhibiting a ‘giant’ growth habit derived from spontaneous
hybridization between genetically diverse parents, and used the variety “Bärnkrafft” as check.
We observed two contrasting growth patterns: Bärnkrafft is a variety for grain production and was
characterized by a short vegetative growth followed by a long seed ripening. In contrast, the biomass
genotypes displayed a long vegetative growth followed by a short seed ripening. We observed
strong correlations between dry matter content and stem diameter (r =−0.78, p < 0.01) and between
plant height and biomass score (r = 0.95, p < 0.001). High values for broad-sense heritability of stem
diameter (H2 = 0.88) and plant height (H2 = 0.92) suggest that the dry matter content and yield can
be improved by indirect phenotypic selection. We hypothesize that selection for dry matter content
and yield implies a trade-off between earliness and photoperiod sensitivity. Hence, dry matter
content should be improved first by recurrent selection, which can be then combined with short-
day genes to improve dry matter yield. Overall, this work provides an avenue to the breeding of
biomass amaranth.

Keywords: amaranth; biomass; quantitative genetics; photoperiod sensitivity; dry matter yield

1. Introduction

The production of bioenergy is an important component in efforts to reduce depen-
dence on fossil fuels. One way to produce bioenergy is the anaerobic digestion of plant
material in bioreactors and a consecutive conversion of the resulting biogas into electric-
ity and heat through a generator [1]. In Germany, biogas production from energy crops
has grown rapidly with 9200 biogas plants that produce 4.2 GigaWatts as of 2016 [2].
Maize silage is the most popular biogas substrate in Germany, with a mass-based contribu-
tion of about 70% among energy crops [3]. Given that methane yield is mainly determined
by dry matter yield, high dry matter yield is the primary breeding objective in biogas
crops [4,5]. Maize has become the predominant biogas crop because it combines high dry
matter yield and content [6]. However, potential negative impacts of maize monoculture,
such as increased risk of soil erosion and a decrease in agrobiodiversity, create a demand
for alternative energy crops [7,8].

Amaranth is a possible alternative bioenergy crop. The genus Amaranthus harbors
more than 60 species, of which several species are cultivated as grain crops, leaf vegetables
or ornamental plants [9]. In Central and South America, grain amaranth species are ancient
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crops [10,11] that have been rediscovered in the last decades due to their favorable nutri-
tional qualities [12]. However, most Amaranthus species are undomesticated and weeds
in agricultural production areas [13,14]. Amaranths are C4 plants and therefore able to
photosynthesize at high temperatures in conjunction with a higher water use efficiency
than many C3 plants [15]. These characteristics facilitate the introduction of amaranth
as a crop to dry and marginal zones [16,17]. In the temperate Central European climate
amaranth showed better drought stress tolerance than maize in a comparison of both crops
for biogas suitability [18]. In addition, amaranth can be used as forage crop [19–21].

Amaranthus species differ in their photoperiodic response [22], which can be utilized
to develop varieties suitable for biomass production. Many amaranth species need a short
daylight duration below 12 h for flowering induction. Among the three cultivated grain
amaranths (A. caudatus L., A. cruentus L. and A. hypochondriacus L.), A. caudatus, requires
less than eight hours [11,15,23]. In contrast, A. cruentus is the most photoperiod insensitive
amaranth species [9]. Under long-day conditions of Central Europe, short-day crops delay
flowering and prolong biomass accumulation [24]. Since most amaranths are short-day
plants with an elongated vegetative growth under long-day environments, amaranth was
considered as potential biomass and biogas crop for cultivation in Europe.

Amaranth is mainly self-pollinating with an out-crossing rate between 3–32% [25,26],
which makes it an attractive species for plant breeding because it allows breeding methods
used for both autogamous and allogamous crops. Even though up to 88% mid-parent
biomass heterosis was observed in F1 generation hybrids [27], an efficient large-scale
method for hybrid seed production does currently not exist for amaranth. However, meth-
ods for experimental crosses have been successfully applied [28] and the existence of
cytoplasmic male sterile (CMS) line and the restorer line (A. hypochondriacus L.) may allow a
large-scale production of F1 seeds and may serve to exploit biomass heterosis commercially
in the future [29].

The biomass and biogas potential of amaranth was investigated in several stud-
ies [6,18,20,30–34]. Comparative studies evaluated whether amaranths are competitive
with maize as a bioenergy crop and revealed that maize is superior to amaranth due
to its high performance in both dry matter yield and content. Such an advantage of
maize is expected because it has been improved by long-running commercial hybrid
breeding programs that utilized heterosis [35–37]. As a consequence, a large number of
high yielding biogas type maize varieties have been released. In contrast, breeding efforts
in grain amaranths have been restricted to the selection of individual genotypes from
landrace populations [38]. In vegetable amaranth, breeding efforts have been limited to
the acclimatization of a small number of lines in India [39,40], but quantitative genetic
parameters estimated in trials indicated a positive potential for future improvement of
vegetable amaranth by breeding [41]. Overall, a lack of breeding activities likely contributes
to the current position of amaranths as minor crop.

Although amaranth genebank accessions and landraces were evaluated for their
suitability as biomass crops and for biogas production, no variety for biomass production
was released to date [18]. The necessity of additional breeding efforts to improve amaranth
as potential biogas crop was recognized [18]. So far, no study has investigated the plant
breeding potential of amaranth as bioenergy crop, and estimated quantitative genetic
parameters relevant for breeding. In this study, we evaluate the potential of breeding for
biomass amaranth by: (1) characterizing phenotypic variation in biomass yield components,
(2) determining the components of phenotypic variation and detecting correlations between
traits, and (3) proposing a breeding strategy for amaranth with high dry matter yield.
Our results suggest that amaranth could become a suitable addition to existing biomass
crops by targeted breeding programs.
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2. Materials and Methods
2.1. Plant Material

We focused on ten genotypes from our biomass amaranth breeding pool, whose ances-
tors include putative F1 generation hybrids derived from spontaneous outcrossing events
between Bärnkrafft, Puerto Moutt (A. cruentus), C6 (A. caudatus) and Pastewny (A. hybridus)
that occurred during field trials in 2012, as well as multiple genebank accessions cultivated
with these four genotypes. These species are diploid and their chromosome number is
2n = 32 [15]. We selected putative hybrid plants based on a giant growth habit and exces-
sive plant height in 2013. Seeds of selected individuals were sown in a greenhouse after
harvest to obtain F2 generation plants. In the next growing season of 2014, we tested F2
generation seeds originating from the 2013 field trial, as well as F3 generation seeds pro-
duced in a greenhouse, and 120 genebank accessions from which individuals with gigantic
growth habit in a field trial were selected. From all of these populations, we harvested
seeds of putative biomass type individuals. Due to the large number of plants, they were
not covered with bags, and for this reason, outcrossing was possible, which may contribute
to heterogeneity in the next generation. Collected seeds were planted and the best ten
individual plants were selected for intensive evaluation in repeated trials in 2015. Seeds
of these individuals were used in our study. In addition, we included Bärnkrafft, which
was the only amaranth variety registered in Germany at that time [42] as check variety.
Bärnkrafft is a grain amaranth variety, and has a stable phenotype that has been selected
for cultivation in Central European climates.

2.2. Experimental Design and Phenotypic Evaluation of Field Trials

In 2016, we tested the eleven genotypes at the Heidfeldhof agricultural station
(48◦43′07.3” N 9◦11′08.7” E, 395 m a.s.l.) and the Eckartsweier agricultural station (48◦32′52.4” N
7◦52′32.5” E, 140 m a.s.l.) of the University of Hohenheim. These two locations differ in the
distribution of precipitation and temperature during the vegetation period. Eckartsweier is
a suitable growth environment for amaranth due to its high temperature and Heidfeldhof
was used for receiving higher precipitation (Figure 1). The soil type was silty loam in both
locations. The field trial had a randomized complete block design with three blocks per
location that each contained the eleven genotypes in individual plots. Double-row plots
had a length of 5 m with a distance of 0.75 m between rows. Plots within blocks were
separated by 75 cm and between blocks by 1 m distance. Each experiment was surrounded
by a check variety to prevent border effects. Sowing and thinning were conducted man-
ually by leaving 10 cm distance between plants. The two experiments were planted on
4 May 2016 and 9 May 2016 and harvested on 12 October 2016 and 11 October 2016 in
Heidfeldhof and Eckartsweier, respectively. Weed control was carried out manually and
mechanically, and no irrigation or fertilization was applied. We recorded five biomass yield
components: plant height (in cm), dry matter content (as the percentage) and stem diameter
(in mm). Plant height was measured from the ground surface to the top of the inflorescence,
and was recorded ten times during the growing season at Heidfeldhof and eight times at
Eckartsweier. For this, 15 plants were randomly selected at the young plant stage approxi-
mately a month after the sowing in each plot and were labeled. All further measurements
were taken from these individuals. For plant height, only the last measurements taken
at harvest time in each location were used in the statistical analysis. Stem diameter was
measured from 10 cm above the ground surface with a caliper, and recorded on the same
15 plants at harvest time. Dry matter content was estimated on five randomly selected
individuals that were located in the inner part of a plot at harvest time. Harvested plants
were cut above the ground surface and their roots were left in the soil. A sample from the
fresh biomass from these five individuals was weighted (fresh weight). After drying in a
ventilated oven at 110 ◦C for 72 h, samples were again weighed (dry weight). The ratio
of dry weight to fresh weight was considered as dry matter content. We scored the plots
visually for biomass and inflorescence volume at harvest time using the 1–9 scale, where
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1 refers to the most inferior and 9 to the most superior performance based on the visual
volume of the plots for the respective traits.
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Figure 1. Monthly mean values of (A) temperature (◦C) and (B) precipitation (mm) belong to the experimental locations
between May–October 2016 (Agrarmeteorologie Baden-Württemberg, 2016).

2.3. Statistical Analysis

Location-specific and adjusted genotype means were estimated for each trait with a
linear and a linear mixed model, respectively. In the estimation of adjusted genotype means,
only genotype effect was taken as fixed and all other effects as random, whereas all effects in
both the linear and linear mixed models were taken as random in the estimation of variance
components. A Friedman test was used to estimate genotype means in the location-specific
analyses of the score traits [43]. We used Kenward–Roger method to approximate degrees
of freedom and standard errors in the linear mixed model analyses [44]. In the linear and
linear mixed models, the significance of the genotype effect was evaluated with a type 3
test of fixed effects. In the linear model, linear mixed models, and Friedman test, pairwise
comparisons of genotype means were conducted with Fisher’s least significant difference
(LSD) test at a significance level of 0.05.

We used the following linear mixed model:

yijk = µ + αi + βj + (αβ)ij + bjk + eijk (1)

where yijk is the observation value of response variable obtained from i-th genotype in k-th
block in j-th location, µ is the overall mean, αi the effect of i-th genotype, βj the effect of
j-th location, (αβ)ij the interaction of the i-th genotype and j-th location, bjk the effect of k-th
block nested within j-th location and eijk the error associated with yijk.

The linear model was:
yij = µ + bj + αi + eij (2)

where yij is the observation value of response variable obtained from i-th genotype in j-th
block, µ is the overall mean, bj is the effect of j-th block, αi is the effect of i-th genotype and
eij the error associated with yij.

Broad-sense heritability H2 was calculated as [45]

H2 = (σ2
g)/(σ2

g + (σ2
gxe)/m + σ2/rm) (3)

and plot-based repeatability as [46]

w = (σ2
g)/(σ2

g + σ2/r) (4)
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where σ2
g is the genetic variance, σ2

gxe is the genotype by environment interaction variance,
σ2 is the residual error variance, m is the number environments, and r is the number of
replicates per environment.

Relationships between traits were studied based on adjusted genotype means using
Pearson’s correlation. We performed statistical analyses with linear mixed and linear
models, and estimations of variance components using the MIXED procedure of SAS
9.4. [47]. The SAS/IM macro %MULT, developed by Piepho [48] was used for ensuring
the robust notation of the significant differences among the pairwise comparisons in linear
mixed and linear model analyses. The Friedman test was performed with the agricolae
package [49] and the correlation analysis was performed using the GGally package of the
R statistical environment [50].

3. Results
3.1. Differences between Biomass Types and Grain Types

For several quantitative and morphological traits we observed heterogeneity within
lines due to residual genetic segregation (Figure 2). Lines with residual heterogeneity were
most easily recognized in qualitative color traits such as inflorescence, leaf and stem color,
whereas plant height and stem color were the quantitative traits with a high heterogeneity.
To minimize the effect of variation within lines, we did not take averages for each plot,
but collected observations from 15 randomly selected individuals per plot. The mean
number of individuals recorded per plot was 13.70 (SD: 1.66) for plant height, and 13.85
(SD: 1.33) for stem diameter, respectively. Losses were mainly caused by an insufficient
emergence of two or three genotypes at Heidfeldhof and rarely by plant lodging, which
was equally distributed over plots.
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The extent of heterogeneity varied among genotypes. The biomass genotypes differed
in their heterogeneity, e.g., were more heterogeneous in quantitative traits such as plant
height and stem diameter (Figure 2A,B) than Bärnkrafft, which was essentially uniform.
Overall, the grain type variety Bärnkrafft differed strongly from the biomass genotypes in
all three quantitative traits and was characterized by a lower plant height, smaller stem
diameter, but higher dry matter content (Figure 2A–C). Bärnkrafft reached its final height
after approximately 100 days in contrast to the other genotypes, which spent a longer time
in the vegetative growth phase before switching to the generative growth phase (Figure 2D).
Due to these differences, we conducted the following statistical analyses both with and
without Bärnkrafft to evaluate the effect of this distinct variety on parameter estimates.

3.2. Variation in Biomass Yield Components

We estimated ranges for trait values based on adjusted genotype means of two lo-
cations (Table 1 and Supplementary Table S1). A wide phenotypic range was obtained
for plant height (109–253 cm) and stem diameter (14–23 mm), and a narrower range for
dry matter content (19 to 24%). The traits with scores (biomass, inflorescence volume)
were normally distributed in the joint analysis and therefore directly used without data
transformation. Biomass score was highly variable between genotypes (1.50–8.17), but the
range was narrower for inflorescence volume score (3.67–7.67).

Table 1. Trait means, associated standard errors and ranges based on adjusted genotype means, mixed model analyses
(Type 3 tests of fixed effects) with biomass yield components as dependent variables and genotype as fixed effect, and
broad-sense heritability and plot-based repeatability values estimated in Heidfeldhof and Eckartsweier, including and
excluding Bärnkrafft.

Type 3 Tests for Genotype Effect
(Including Bärnkrafft)

Broad-Sense Heritability and Plot-Based Repeatability
(Including Bärnkrafft)

Traits Mean ± SE Range Num DF Den DF F-Value Pr > F H2 wH wE

Biomass score 5.47 ± 0.52 1.50 – 8.17 10 10 13.51 0.0002 *** 0.93 0.91 0.97

Inflorescence
volume score 5.41 ± 0.36 3.67 – 7.67 10 10 6.08 0.0043 ** 0.84 0.74 0.76

Dry matter
content (%) 21.93 ± 0.38 19.59 – 24.48 10 10 3.83 0.0227 * 0.74 0.78 0.79

Plant height (cm) 199.90 ± 11.80 109.46 – 253.36 10 10 11.87 0.0003 *** 0.92 0.90 0.95

Stem diameter
(mm) 18.18 ± 0.83 14.29 – 23.46 10 10 8.23 0.0013 ** 0.88 0.78 0.80

Type 3 Tests for Genotype Effect
(Excluding Bärnkrafft)

Broad-Sense Heritability and Plot-Based Repeatability
(Excluding Bärnkrafft)

Traits Mean ± SE Range Num DF Den DF F-Value Pr > F H2 wH wE

Biomass score 5.87 ± 0.37 3.50 – 8.17 9 9 5.94 0.007 ** 0.83 0.82 0.93

Inflorescence
volume score 5.27 ± 0.40 3.67 – 7.67 9 9 5.60 0.0086 ** 0.82 0.74 0.72

Dry matter
content (%) 21.67 ± 0.28 19.59 – 22.93 9 9 2.47 0.0966 ns 0.60 0.44 0.75

Plant height (cm) 208.95 ± 8.37 161.36 – 253.36 9 9 5.41 0.0096 ** 0.82 0.75 0.89

Stem diameter
(mm) 18.57 ± 0.81 14.91 – 23.46 9 9 6.63 0.0047 ** 0.85 0.75 0.74

*, **, *** significant at p < 0.05, p < 0.01 and p < 0.001, respectively, whereas ns shows non-significance. wH and wE reprsesents plot-based
repeatability values estimated in Heidfeldhof and Eckartsweier, respectively.

In the joint analyses of both locations, Bärnkrafft reached the highest dry matter con-
tent in the experiment and it was different than other genotypes, except a single genotype
(p = 0.0227, Supplementary Materials File S1), whereas we observed no difference among
biomass genotypes when Bärnkrafft was excluded (p = 0.0966). In the location-specific
analyses for dry matter content, Bärnkrafft was also different from the other genotypes
(Supplementary Table S1). However, the biomass genotypes were not different from
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each other in Heidfeldhof, but were different from each other in Eckartsweier, when we
performed the analyses without Bärnkrafft (Supplementary Table S1).

Phenotypic trait means differed between the two locations. Larger trait means were
estimated in Heidfeldhof for dry matter content and in Eckartsweier for plant height in
location-specific analyses (Supplementary Table S1). Since the traits biomass and inflores-
cence volume score were not normally distributed in location-specific analyses, we per-
formed a non-parametric Friedman test to compare genotype means and found genotypes
to be different in both traits and in both locations (Supplementary Table S1). However,
a Friedman test did not allow to estimate location-specific trait means, as it is a rank-based
test and characterized by sample size. Therefore, we estimated median and interquartile
range in these traits for the location-specific trait comparisons (Supplementary Table S1).

3.3. Quantitative Genetics Parameters and Relationships between Traits

We estimated two different broad-sense heritability and plot-based repeatability values
for each quantitative trait both with and without Bärnkrafft (Table 1). Heritabilities were
generally high, but showed lower values when Bärnkrafft was excluded. The lowest
heritability was estimated for dry matter content (H2 = 0.74). Similarly, large values were
obtained for plot-based repeatability (Table 1). Like heritability estimates, repeatability
values were lower when Bärnkrafft was excluded. Dry matter content showed the biggest
difference in repeatability, with a value of 0.78 with and 0.44 without Bärnkrafft in the
Heidfeldhof field trial.

We also correlated trait values based on the adjusted genotype means by including and
excluding Bärnkrafft (Figure 3). The correlation between biomass score and plant height
and between dry matter content and stem diameter were significant in both analyses.
There was a strong positive correlation between biomass score and plant height with
(r = 0.95, p < 0.001) and without Bärnkrafft (r = 0.88 p < 0.001). Dry matter content and
stem diameter were negatively correlated with (r = −0.78, p < 0.01) and without Bärnkrafft
(r = −0.72, p < 0.05). Dry matter content was negatively correlated with plant height
(r = −0.71, p < 0.05) and biomass score (r = −0.71 p < 0.05). Finally, plant height showed a
positive correlation with stem diameter (r = 0.64, p < 0.05) when Bärnkrafft was included.
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4. Discussion
4.1. Variation in Biomass Yield Components

We observed a strong difference in average dry matter content between the ten biomass
lines (average 21.7 %) and the single grain type variety Bärnkrafft (24.5%, Supplementary
Materials File S1). A higher dry matter content in Bärnkrafft is expected because of its
earlier maturity. This difference explained also the significance in genotype effect for dry
matter content in the joint analysis of all 11 genotypes and the non-significance in the
10 biomass genotypes. Dry matter content should be at least 28% for a satisfactory ensiling
process in biogas production [5]. In our study, the grain type variety Bärnkrafft reached
26.6% dry matter content at the Heidfeldhof site and von Cossel et al. [18] reported up to
27.6%. These results suggest that amaranth has the potential to meet this requirement by
further breeding. Furthermore, we note that amaranth has smaller particle sizes for seed
and chaff than maize. Franco et al. [52] suggested that a smaller particle size improves
methane yield production and a dry matter content threshold of 28% for maize may be be
lower for amaranth.

We analyzed inflorescence volume score as an indirect measure of grain yield and
found significant genotype effect when Bärnkrafft was both included and excluded. This sig-
nificance presumably originated from variation in number of days required to reach physio-
logical maturity among biomass genotypes. We also found genotypes to be different in the
traits related to vegetative growth such as plant height and stem diameter probably because
genotypes had a longer time until harvest to demonstrate their differences. Although we
could not obtain dry matter yield values for comparison, a highly significant genotype
effect in biomass score is a positive indicator for the improvement of dry matter yield
(Table 1).

4.2. Trade-Off between Earliness and Photoperiod Sensitivity

We did not phenotype flowering time in our study due to residual segregation for
this trait, however, the time point at which genotypes achieve a constant plant height can
be used as a proxy for flowering time, when plants switch from vegetative to generative
growth [53]. According to this definition, the difference in days for the beginning of
flowering is quite large between Bärnkrafft and the biomass genotypes, but much smaller
among the ten biomass genotypes (Figure 2). We suggest that the differences in dry matter
content and plant height between Bärnkrafft and the biomass genotypes are mainly caused
by variation in flowering time, as early flowering leads to a longer seed ripening phase
and improved dry matter content, whereas late flowering due to short-day genes leads to
longer vegetative growth and higher plant height.

Although the exact parents of biomass genotypes are unknown, they include A. cauda-
tus and A. cruentus accessions, which are photoperiod sensitive and insensitive, respectively,
that were involved in spontaneous crossing events [9,15,23]. Therefore, we hypothesize
that short-day genes were introgressed into the biomass genotypes that lead to prolonged
vegetative growth of the biomass genotypes by a combination of two factors: (I) the
presence of short-day genes responsible for photoperiodic response and (II) long-day con-
ditions during the growth phase that caused delayed flowering in the presence of short-day
genes [22,54,55]. According to their genetic architecture of flowering time, individuals
delayed or completely withheld flowering and continued to accumulate biomass through-
out the cultivation period. Therefore, a widely known pattern in energy crops—delayed
flowering leading to higher biomass yield—appears to hold true in amaranths as in other
crops [22,24,55,56]. However, testing the effect of flowering time on biomass yield requires
further analysis of segregating populations.

The composition of dry matter yield i.e., the contribution of grains to total dry matter
yield is of crucial importance to secure sufficient dry matter content. In forage maize,
cob to total dry matter yield ratio is around 50% [57], and the main breeding objective
is digestibility, which is determined by dry matter content [4]. It promotes the use of
earliness genes for higher grain yield and restricts the use of short-day genes. In contrast,
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the main objective of biogas maize breeding is high dry matter yield, and the exploitation
of short-day genes is more flexible, provided that 28% dry matter content is secured [4].
Similarly, in biomass sorghum, the use of short-day genes increases dry matter yield, but a
low dry matter content requires to prioritize increased panicle contribution to total dry
matter yield. Windpassinger et al. [58] propose the use of silage type sorghum for biogas
production, whose ratio of panicle to total dry matter yield ranges between 40–50%, and
therefore outperforms biomass type sorghum in methane yield and dry matter content.

Similar to the situation in these grass species, our study supports the hypothesis
of a trade-off between earliness genes, for increased dry matter content, and short-day
genes, for increased dry matter yield. We therefore propose that variation in flowering
time is required to select for both earliness and photoperiod-sensitivity. Selection for a
defined flowering time and the introduction of short-day genes may improve dry matter
yield. More specifically, a flowering time interval within dry matter yield is maximized
should be determined, since the inclusion of short day genes may likely influence such an
interval across a set of environments. To achieve maximum dry matter yield, the optimal
inflorescence to biomass ratio and its dependence on flowering time have to be evaluated.
As a first step, selection for improved dry matter content should be prioritized and short-
day genes can subsequently be used to improve dry matter yield, provided the requirement
of a high dry matter content is fulfilled.

4.3. Quantitative Genetics Parameters and Relationships between Traits

In the first step, a suitable base population for dry matter content improvement can be
generated by using photoperiod insensitive A. cruentus accessions, which have a panicle
to total dry matter yield ratio of around 50% [30]. In the second step, high dry matter
content can be combined with short-day genes to improve dry matter yield, by making
crosses between photoperiod insensitive and sensitive genotypes. Accordingly, genotypes
combining high dry matter content and prolonged vegetative growth can be selected from
such populations with a large segregation variance. A similar approach succeeded in an
energy maize breeding program in Germany, by combining photoperiod sensitivity genes
from exotic Peruvian and Mexican populations, high grain yield potential from Italian
populations and cold-tolerance genes from German populations [59]. In our study, stem
diameter and plant height were highly heritable and also were strongly correlated to dry
matter content and yield, respectively (Figure 3). Therefore, these traits seem promising to
be used in an indirect phenotypic selection of the target traits. In addition, we observed dry
matter content and inflorescence volume score to be nearly uncorrelated, particularly when
Bärnkrafft is excluded. This can be explained with the low dry matter content variation of
our biomass genotypes in contrast to high variation in inflorescence volume score that does
not include a genotype with an outlier performance. Hence, future studies should represent
grain type amaranths with more genotypes for re-examination of the selection efficiency
of stem diameter and plant height and more accurate correlation estimates between grain
yield components and dry matter content. Consistent with our study, moderate to strong
positive correlations between plant height and dry matter yield (r = 0.81 and 0.71) were
also reported in biogas maize and sorghum, respectively [4,58].

The residual heterogeneity within plots was also a source of genetic variance, but is
explained by the residual error term in the mixed model. This heterogeneity may cause an
underestimation of genetic variance and an overestimation of the residual error term, which
then results in an underestimation of broad-sense heritability and plot-based repeatability
parameters. Since the residual error variance is larger than the genetic variance for dry
matter content, heritability and repeatability may be underestimated for this trait, but its
effect on genetic variance cannot be estimated with our design. Furthermore, the execution
of multi-environment field trials across several years with a higher number of target
environments would allow more accurate parameter estimations in future studies.
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4.4. Future Prospects

Future breeding efforts in biomass amaranth should primarily address the genetic
characterization of flowering time and photoperiod sensitivity because of the role of
variation in the trade-off of these two traits. Such a goal can be achieved because of the
availability of a high-quality reference genome (A. hypochondriacus L.) and crossing methods
to generate mapping populations [28,60–62]. Here, we focused on primary biomass traits,
but traits like lignocellulose, sugar, protein, and lipid contents, as well as nutrients and trace
elements can be alternative selection targets for an optimized biochemical composition
of biomass amaranths [63]. Overall, the application of novel breeding methods such as
genomic selection combined with speed breeding may rapidly improve the selection gain
in the desired traits and promote the use of this minor crop as a resilient alternative to
current biomass crops that is suitable for cultivation in marginal areas, and thereby reduces
competition for food and feed.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/agronomy11050970/s1.

Author Contributions: Designed the experiment, A.B., M.G.S., and K.S.; developed the genotypes,
M.G.S.; collected and analyzed the data, A.B.; wrote the manuscript, A.B. and K.S. All authors have
read and agreed to the published version of the manuscript.

Funding: This work was supported by the F. W. Schnell endowed Professorship of the Stifterverband
and the Hohenheim-Tübingen Regional Alliance of the Ministry of Science and Culture (MWK) of
Baden Württemberg.

Data Availability Statement: The phenotypic data and the supplementary files are available from
Figshare (10.6084/m9.figshare.c.5421621).

Acknowledgments: We thank Viola Abraham and the staff of the Hohenheim experimental stations
for help with the field experiments and Hans-Peter Piepho for statistical advice.

Conflicts of Interest: The authors declare that the research was conducted in the absence of any
commercial or financial relationships that could be construed as a potential conflict of interest.

References
1. Weiland, P. Biogas production: Current state and perspectives. Appl. Microbiol. Biotechnol. 2010, 85, 849–860. [CrossRef]
2. Myrna, O.; Odening, M.; Ritter, M. The Influence of Wind Energy and Biogas on Farmland Prices. Land 2019, 8, 19. [CrossRef]
3. Daniel-Gromke, J.; Rensberg, N.; Denysenko, V.; Stinner, W.; Schmalfuß, T.; Scheftelowitz, M.; Nelles, M.; Liebetrau, J. Current

Developments in Production and Utilization of Biogas and Biomethane in Germany. Chem. Ing. Tech. 2017, 90, 17–35. [CrossRef]
4. Grieder, C.; Dhillon, B.S.; Schipprack, W.; Melchinger, A.E. Breeding maize as biogas substrate in Central Europe: II. Quantitative-

genetic parameters for inbred lines and correlations with testcross performance. Theor. Appl. Genet. 2012, 124, 981–988. [CrossRef]
[PubMed]

5. Herrmann, A.; Rath, J. Biogas Production from Maize: Current State, Challenges, and Prospects. 1. Methane Yield Potential.
Bioenergy Res. 2012, 5, 1027–1042. [CrossRef]

6. Balodis, O.; Bartuševics, J.; Gaile, Z. Biomass Yield of Different Plants for Biogas Production. Environ. Technol. Resour. 2011, 1,
238–245.

7. Brauer-Siebrecht, W.; Jacobs, A.; Christen, O.; Götze, P.; Koch, H.-J.; Rücknagel, J.; Märländer, B. Silage Maize and Sugar Beet
for Biogas Production in Rotations and Continuous Cultivation: Dry Matter and Estimated Methane Yield. Agronomy 2016, 6, 2.
[CrossRef]

8. Vogel, E.; Deumlich, D.; Kaupenjohann, M. Bioenergy maize and soil erosion-Risk assessment and erosion control concepts.
Geoderma 2016, 261, 80–92. [CrossRef]

9. Brenner, D.M.; Baltensperger, D.D.; Kulakow, P.A.; Lehmann, J.W.; Myers, R.L.; Slabbert, M.M.; Sleugh, B.B. Genetic Resources
and Breeding of Amaranthus. Plant Breed. Rev. 2010, 19, 227–285.

10. Sauer, J.D. The grain amaranths and their relatives: A revised taxonomic and geo- graphic survey. Ann. Missouri Bot. Gard. 1967,
54, 102–137. [CrossRef]

11. National Research Council, Amaranth Modern Prospects for an Ancient Crop; National Academy Press: Washington, DC, USA, 1984.
12. Stallknecht, G.F.; Schulz-Schaeffer, J.R. Amaranth Rediscovered; Janick, J., Simon, J.E., Eds.; New Crops Wiley: New York, NY, USA,

1993; pp. 211–218.
13. Sauer, J.D. The Grain Amaranths: A Survey of Their History and Classification. Ann. Mo. Bot. Gard. 1950, 37, 561. [CrossRef]

https://www.mdpi.com/article/10.3390/agronomy11050970/s1
https://www.mdpi.com/article/10.3390/agronomy11050970/s1
http://doi.org/10.1007/s00253-009-2246-7
http://doi.org/10.3390/land8010019
http://doi.org/10.1002/cite.201700077
http://doi.org/10.1007/s00122-011-1762-x
http://www.ncbi.nlm.nih.gov/pubmed/22159757
http://doi.org/10.1007/s12155-012-9202-6
http://doi.org/10.3390/agronomy6010002
http://doi.org/10.1016/j.geoderma.2015.06.020
http://doi.org/10.2307/2394998
http://doi.org/10.2307/2394403


Agronomy 2021, 11, 970 11 of 12

14. Costea, M.; Tardif, F.J. The biology of Canadian weeds. 130. Amaranthus retroflexus L., A. powellii S. Watson and A. hybridus L.
(update). Can. J. Plant Sci. 2004, 84, 631–668. [CrossRef]

15. Assad, R.; Reshi, Z.A.; Jan, S.; Rashid, I. Biology of Amaranths. Bot. Rev. 2017, 83, 382–436. [CrossRef]
16. Myers, R.L. Amaranth: New Crop Opportunity Progress in New Crops; ASHS Press: Alexandria, VA, USA, 1996; pp. 207–220.
17. Liu, F.; Stützel, H. Biomass partitioning, specific leaf area, and water use efficiency of vegetable amaranth (Amaranthus spp.) in

response to drought stress. Sci. Hortic. (Amst.) 2004, 102, 15–27. [CrossRef]
18. Von Cossel, M.; Möhring, J.; Kiesel, A.; Lewandowski, I. Methane yield performance of amaranth (Amaranthus hypochondriacus L.)

and its suitability for legume intercropping in comparison to maize (Zea mays L.). Ind. Crop. Prod. 2017, 103, 107–121. [CrossRef]
19. Sleugh, B.B.; Moore, K.J.; Brummer, E.; Knapp, A.D.; Russell, J.; Gibson, L. Forage Nutritive Value of Various Amaranth Species at

Different Harvest Dates. Crop. Sci. 2001, 41, 466–472. [CrossRef]
20. Svirskis, A. Prospects for non-traditional plant species cultivated for forage in Lithuania. Not. Bot. Horti Agrobot. Cluj-Napoca

2009, 37, 215–218.
21. Seguin, P.; Mustafa, A.F.; Donnelly, D.J.; Gélinas, B. Chemical composition and ruminal nutrient degradability of fresh and ensiled

amaranth forage. J. Sci. Food Agric. 2013, 93, 3730–3736. [CrossRef] [PubMed]
22. Wu, H.; Sun, M.; Yue, S.; Cai, Y.; Huang, R.; Brenner, D.; Corke, H. Field evaluation of an Amaranthus genetic resource collection

in China. Genet. Resour. Crop. Evol. 2000, 47, 43–53. [CrossRef]
23. Fuller, H.J. Photoperiodic Responses of Chenopodium quinoa Willd. and Amaranthus caudatus L. Am. J. Bot. 1949, 36, 175. [CrossRef]
24. Jung, C.; Müller, A.E. Flowering time control and applications in plant breeding. Trends Plant Sci. 2009, 14, 563–573. [CrossRef]

[PubMed]
25. Jain, S.K.; Hauptil, H.; Vaidya, K.R. Outcrossing rate in grain amaranths. J. Hered. 1982, 73, 71–72. [CrossRef]
26. Hauptli, H.; Jain, S. Genetic variation in outcrossing rate and correlated floral traits in a population of grain amaranth

(Amaranthus cruentus L.). Genetica 1985, 66, 21–27. [CrossRef]
27. Lehmann, J.W.; Clark, R.L.; Frey, K.J. Biomass Heterosis and Combining Ability in Interspecific and Intraspecific Matings of Grain

Amaranths. Crop. Sci. 1991, 31, 1111–1116. [CrossRef]
28. Stetter, M.G.; Zeitler, L.; Steinhaus, A.; Kroener, K.; Biljecki, M.; Schmid, K.J. Crossing Methods and Cultivation Conditions for

Rapid Production of Segregating Populations in Three Grain Amaranth Species. Front. Plant Sci. 2016, 7, 816. [CrossRef]
29. Brenner, D.M. Registration of DB 199313, Cytoplasmic Male Sterile Grain Amaranth Genetic Stock. J. Plant Regist. 2019, 13,

251–253. [CrossRef]
30. Rivelli, A.R.; Gherbin, P.; De Maria, S.; Pizza, S. Field evaluation of Amaranthus species for seed and biomass yields in southern

Italy. Ital. J. Agron. 2008, 3, 225–229. [CrossRef]
31. Mursec, B.; Vindis, P.; Janzekovic, M.; Brus, M.; Cus, F. Analysis of different substrates for processing into biogas Manufacturing

and processing. J. Achiev. Mater. Manuf. Eng. 2009, 37, 652–659.
32. Pospišil, A. Yield and Quality of Forage Sorghum and Different Amaranth Species (Amaranthus spp.) Biomass. Agric. Conspec. Sci.

2009, 74, 85–89.
33. Seppälä, M.; Laine, A.; Rintala, J. Screening of novel plants for biogas production in northern conditions. Bioresour. Technol. 2013,

139, 355–362. [CrossRef]
34. Sitkey, V.; Gaduš, J.; Kliský, L’.; Dudák, A. Biogas Production from Amaranth Biomass. Acta Reg. Environ. 2013, 10, 59–62.

[CrossRef]
35. Melchinger, A.E.; Gumber, R.K. Overview of Heterosis and Heterotic Groups in Agronomic Crops. In Yield Gains in Major U.S.

Field Crops; Wiley: New York, NY, USA, 2015; pp. 29–44.
36. Duvick, D.N. The Contribution of Breeding to Yield Advances in maize (Zea mays L.). Adv. Agron. 2005, 86, 83–145.
37. Fu, D.; Xiao, M.; Hayward, A.; Fu, Y.; Liu, G.; Jiang, G.; Zhang, H. Utilization of crop heterosis: A review. Euphytica 2014, 197,

161–173. [CrossRef]
38. Joshi, D.C.; Sood, S.; Hosahatti, R.; Kant, L.; Pattanayak, A.; Kumar, A.; Yadav, D.; Stetter, M.G. From zero to hero: The past,

present and future of grain amaranth breeding. Theor. Appl. Genet. 2018, 131, 1807–1823. [CrossRef] [PubMed]
39. Shukla, S.; Pandey, V.; Pachauri, G.; Dixit, B.S.; Banerji, R.; Singh, S.P. Nutritional contents of different foliage cuttings of vegetable

amaranth. Plant Foods Hum. Nutr. 2003, 58, 1–8. [CrossRef]
40. Shukla, S.; Bhargava, A.; Chatterjee, A.; Singh, S.P. Estimates of genetic parameters to determine variability for foliage yield and

its different quantitative and qualitative traits in vegetable amaranth (A. tricolor) [India]. J. Genet. Breed. 2004, 58, 169–176.
41. Shukla, S.; Bhargava, A.; Chatterjee, A.; Srivastava, A.; Singh, S.P. Genotypic variability in vegetable amaranth (Amaranthus

tricolor L. for foliage yield and its contributing traits over successive cuttings and years. Euphytica 2006, 151, 103–110. [CrossRef]
42. Bundessortenamt-Deleted Varieties. Available online: http://www.bundessortenamt.de/internet30/index.php?id=141 (accessed

on 18 November 2016).
43. Bewick, V.; Cheek, L.; Ball, J. Statistics review 10: Further nonparametric methods. Crit. Care 2004, 8, 196–199. [CrossRef]
44. Kenward, M.G.; Roger, J.H. Small Sample Inference for Fixed Effects from Restricted Maximum Likelihood. Biometrics 1997, 53,

983–997. [CrossRef]
45. Piepho, H.-P.; Möhring, J. Computing heritability and selection response from unbalanced plant breeding trials. Genetics 2007,

177, 1881–1888. [CrossRef]

http://doi.org/10.4141/P02-183
http://doi.org/10.1007/s12229-017-9194-1
http://doi.org/10.1016/j.scienta.2003.11.014
http://doi.org/10.1016/j.indcrop.2017.03.047
http://doi.org/10.2135/cropsci2001.412466x
http://doi.org/10.1002/jsfa.6218
http://www.ncbi.nlm.nih.gov/pubmed/23653266
http://doi.org/10.1023/A:1008771103826
http://doi.org/10.1002/j.1537-2197.1949.tb05245.x
http://doi.org/10.1016/j.tplants.2009.07.005
http://www.ncbi.nlm.nih.gov/pubmed/19716745
http://doi.org/10.1093/oxfordjournals.jhered.a109580
http://doi.org/10.1007/BF00123602
http://doi.org/10.2135/cropsci1991.0011183X003100050004x
http://doi.org/10.3389/fpls.2016.00816
http://doi.org/10.3198/jpr2018.06.0042crgs
http://doi.org/10.4081/ija.2008.225
http://doi.org/10.1016/j.biortech.2013.04.014
http://doi.org/10.2478/aree-2013-0013
http://doi.org/10.1007/s10681-014-1103-7
http://doi.org/10.1007/s00122-018-3138-y
http://www.ncbi.nlm.nih.gov/pubmed/29992369
http://doi.org/10.1023/B:QUAL.0000040338.33755.b5
http://doi.org/10.1007/s10681-006-9134-3
http://www.bundessortenamt.de/internet30/index.php?id=141
http://doi.org/10.1186/cc2857
http://doi.org/10.2307/2533558
http://doi.org/10.1534/genetics.107.074229


Agronomy 2021, 11, 970 12 of 12

46. Pucher, A.; Høgh-Jensen, H.; Gondah, J.; Hash, C.T.; Haussmann, B.I.G. Micronutrient Density and Stability in West African Pearl
Millet-Potential for Biofortification. Crop. Sci. 2014, 54, 1709–1720. [CrossRef]

47. Base SAS® 9.4 Procedures Guide: Statistical Procedures, 2nd ed.; SAS Institute Inc.: Cary, NC, USA, 2013.
48. Piepho, H.-P. A SAS macro for generating letter displays of pairwise mean comparisons. Commun. Biometry Crop. Sci. 2021, 13,

456–466.
49. de Mendiburu, F. Agricolae: Statistical Procedures for Agricultural Research. R Package Version 1.3-3. 2020. Available online:

https://CRAN.R-project.org/package=agricolae (accessed on 18 November 2016).
50. Schloerke, B.; Crowley, C.; Cook, D.; Hofmann, H. Ggally: Extension to ggplot2. R package version 2.0.0. 2020. Avail-

able online: https://www.semanticscholar.org/paper/Extension-to-%27ggplot2%27-%5BR-package-GGally-version-Schloerke-
Cook/be3249f353c1766493da6f357708aaa00f70754a (accessed on 18 November 2016).

51. Lemenkova, P. Regression Models by GRETL and R Statistical Packages for Data Analysis in Marine Geology. Int. J. Environ.
Trends 2019, 3, 39–59.

52. Franco, R.T.; Buffière, P.; Bayard, R. Ensiling for biogas production: Critical parameters. A review. Biomass Bioenergy 2016, 94,
94–104. [CrossRef]

53. Li, Y.; Xu, M. CCT family genes in cereal crops: A current overview. Crop. J. 2017, 5, 449–458. [CrossRef]
54. Kulakow, P.A.; Jain, S.K. The inheritance of flowering time in Amaranthus species. J. Genet. 1985, 64, 85–100. [CrossRef]
55. Jähne, F.; Hahn, V.; Würschum, T.; Leiser, W.L. Speed breeding short-day crops by LED-controlled light schemes. Theor. Appl.

Genet. 2020, 133, 2335–2342. [CrossRef]
56. Fernandez, M.G.S.; Becraft, P.W.; Yin, Y.; Lübberstedt, T. From dwarves to giants? Plant height manipulation for biomass yield.

Trends Plant Sci. 2009, 14, 454–461. [CrossRef] [PubMed]
57. Lynch, J.P.; O’Kiely, P.; Doyle, E.M. Yield and chemical composition of contrasting maize cultivars at sequential stages of maturity.

Adv. Anim. Biosci. 2010, 1, 322. [CrossRef]
58. Windpassinger, S.; Friedt, W.; Frauen, M.; Snowdon, R.J.; Wittkop, B. Designing adapted sorghum silage types with an enhanced

energy density for biogas generation in temperate Europe. Biomass Bioenergy 2015, 81, 496–504. [CrossRef]
59. Schmidt, W. Hybridmaiszüchtung bei der KWS SAAT AG. In Bericht über die 54. Tagung 2003 der Vereinigung der Pflanzenzüchter und

Saatgutkaufleute Österreichs; BAL Gumpenstein; 2003; pp. 1–6. Available online: https://raumberg-gumpenstein.at/jdownloads/
Tagungen/Saatzuechtertagung/Saatzuechtertagung_2003/2s_2003_schmidt.pdf (accessed on 18 November 2016).

60. Lehmann, J.W. Rapid cycling of grain amaranths. Legacy 1995, 8, 15–17.
61. Brenner, D.M.; Widriechner, M.P. Amaranthus seed regeneration in plastic tents in greenhouses. Plant Genet. Resour. Newsl. 1998,

116, 1–4.
62. Lightfoot, D.J.; Jarvis, D.E.; Ramaraj, T.; Lee, R.; Jellen, E.N.; Maughan, P.J. Single-molecule sequencing and Hi-C-based proximity-

guided assembly of amaranth (Amaranthus hypochondriacus) chromosomes provide insights into genome evolution. BMC Biol.
2017, 15, 1–15. [CrossRef] [PubMed]

63. Lübken, M.; Gehring, T.; Wichern, M. Microbiological fermentation of lignocellulosic biomass: Current state and prospects of
mathematical modeling. Appl. Microbiol. Biotechnol. 2009, 85, 1643–1652. [CrossRef] [PubMed]

http://doi.org/10.2135/cropsci2013.11.0744
https://CRAN.R-project.org/package=agricolae
https://www.semanticscholar.org/paper/Extension-to-%27ggplot2%27-%5BR-package-GGally-version-Schloerke-Cook/be3249f353c1766493da6f357708aaa00f70754a
https://www.semanticscholar.org/paper/Extension-to-%27ggplot2%27-%5BR-package-GGally-version-Schloerke-Cook/be3249f353c1766493da6f357708aaa00f70754a
http://doi.org/10.1016/j.biombioe.2016.08.014
http://doi.org/10.1016/j.cj.2017.07.001
http://doi.org/10.1007/BF02931137
http://doi.org/10.1007/s00122-020-03601-4
http://doi.org/10.1016/j.tplants.2009.06.005
http://www.ncbi.nlm.nih.gov/pubmed/19616467
http://doi.org/10.1017/S2040470010004656
http://doi.org/10.1016/j.biombioe.2015.08.005
https://raumberg-gumpenstein.at/jdownloads/Tagungen/Saatzuechtertagung/Saatzuechtertagung_2003/2s_2003_schmidt.pdf
https://raumberg-gumpenstein.at/jdownloads/Tagungen/Saatzuechtertagung/Saatzuechtertagung_2003/2s_2003_schmidt.pdf
http://doi.org/10.1186/s12915-017-0412-4
http://www.ncbi.nlm.nih.gov/pubmed/28854926
http://doi.org/10.1007/s00253-009-2365-1
http://www.ncbi.nlm.nih.gov/pubmed/19960191

	Introduction 
	Materials and Methods 
	Plant Material 
	Experimental Design and Phenotypic Evaluation of Field Trials 
	Statistical Analysis 

	Results 
	Differences between Biomass Types and Grain Types 
	Variation in Biomass Yield Components 
	Quantitative Genetics Parameters and Relationships between Traits 

	Discussion 
	Variation in Biomass Yield Components 
	Trade-Off between Earliness and Photoperiod Sensitivity 
	Quantitative Genetics Parameters and Relationships between Traits 
	Future Prospects 

	References

