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1. General introduction

Renewable sources of energy are increasingly used worldwide, among which bioenergy,
defined as the energy produced from biomass, is the largest (World Bioenergy Association
2019). In the European Union (EU), bioenergy should represent at least 20% of the energy
demanded by the end of 2020 (European Union 2009). The biogas sector in the EU can
contribute towards a low carbon economy and has undergone, consequently, an exponential
growth mostly driven by the anaerobic fermentation of agricultural feedstocks (Calderdn et
al. 2019). In Germany, the largest European biogas producer, silage maize is by far the most
important fermentation substrate (Fachagentur Nachwachsende Rohstoffe e.V. 2019).
Improved agricultural practices (e.g. crop rotations) are required to enhance the savings of
greenhouse gas emissions from soil carbon accumulation. Maize as the predominant crop
should be particularly reduced in acreage and, for 2021, a maximum of 44% of maize is
acceptable in the fermentation substrate by the German Renewable Energy Sources Act
"Erneuerbare-Energien-Gesetz" (EEG 2012, 2017). Therefore, the rising needs for substitute
sources of biomass represent an exciting opportunity for alternative dual-purpose crops

adapted to the European agroclimatic conditions, like rye or triticale.

1.1. Rye — a versatile dual-purpose crop

Winter rye (Secale cereale L.) is a prominent cereal in Europe, with about 70% of the total
global area (4.1 million hectares) found in Russia, Poland, Germany, Belarus, Fenno-
Scandinavia, and Ukraine (FAO 2020). Unlike many other small-grain cereals, rye is an
allogamous species owning an effective gametophytic self-incompatibility system and,
therefore, a strictly out-crossing crop (Lundqvist 1956). This unique characteristic was
traditionally used to release open-pollinated and synthetic cultivars; however, the
performance of these population varieties was surpassed already by the first developed
hybrids in the early 1980s (Geiger and Miedaner 1999, 2009, Miedaner and Laidig 2019).
Hybrid breeding in rye started at the University of Hohenheim (Geiger and Miedaner 2009)
after the discovery of both, a source of cytoplasmic-male sterility (CMS) called "Pampa"

coming from an Argentinian landrace (Geiger and Schnell 1970) and dominant genes



allowing the restoration of pollen fertility (Geiger 1972). Additionally, the presence of well-
established genetically distinct heterotic groups (Petkus and Carsten pools) allows to exploit
heterosis for relevant economic traits; thus, hybrids emerged as the cultivars of choice by
European farmers (Geiger and Miedaner 2009). For instance, 76% of the German rye acreage
is covered by hybrid varieties (Bundesministerium fir Erndhrung, Landwirtschaft und

Verbraucherschutz 2019).

Rye outstands for its vigorous growth, high yield potential, superior adaptation to infertile,
light, or acid soils, and high tolerance to abiotic and biotic stress factors, resulting in an
attractive alternative not only under good agroclimatic conditions but also in vast regions
less suitable for the cultivation of other cereals (Geiger and Miedaner 2009). Rye was
traditionally used for bread making, however, by 2018 in Germany, animal feeding (52%) is
the most important rye market followed by food (23%) and bioenergy production (18%;
Bundesanstalt fiur Landwirtschaft und Erndhrung 2019). Thus, rye has recently attracted
increased attention as a source of renewables with reduced food-bioenergy trade-off,
emerging biomass yield as a new target trait in rye breeding (Miedaner et al. 2010, Roux et
al. 2010, Hubner et al. 2011, Haffke et al. 2014, Igos et al. 2016). Nevertheless, the
incorporation of biomass as a key trait within breeding programs is challenging. The
traditional and costly destructive sampling techniques commonly used (Catchpole and
Wheeler 1992) prevent grain yield (GY) from being recorded in those same plots.
Considering the major advancement in digital tools with breeding applications, the
integration of state-of-the-art technologies in optimized breeding programs may contribute

to enhance biomass yields affordably (Furbank et al. 2019).

1.2, Breeding rye for enhanced biomass yield

The response to selection, also known as "the breeder's equation", is a useful guide to
estimate the achievable response to selection for a given trait, and therefore, represents a
suitable framework to evaluate the prospects of breeding programs (Cobb et al. 2019). As

stated in Falconer and Mackay (1996, p.189), this model can be written as

R = ih*a, (1)



where R is the response to selection, i is the intensity of selection (selection differential in
phenotypic standard deviations), h? the heritability of the target trait, and 0, is the standard
deviation of the phenotypic values of individuals. The efficiency of R over a certain period

can be estimated by dividing R by the length (in years) of the selection cycle (Eberhart 1970).

The enhancement of dry matter yield (DMY), which is highly correlated (r =0.95, P < 0.01) to
methane yield (Hlbner et al. 2011), is the most important trait for breeding hybrid rye as
biogas substrate (Miedaner et al. 2010). Assessed among different elite rye populations,
DMY showed large phenotypic as well as genotypic variations (Miedaner et al. 2010, Hibner
et al. 2011, Haffke et al. 2014) and its heritability (h?=0.49) was slightly lower than that
observed for a mid-heritable trait such as GY (h?=0.52; Haffke et al. 2014). Thus, the amount
of heritable variability for DMY shows that an essential requirement for successfully
breeding rye as a bioenergy crop is fulfilled (eq. 1). However, the favorable prospect for

breeding biomass rye seems not to be in line with traditional breeding programs.

As described in Miedaner and Laidig (2019), a selection cycle in hybrid rye breeding begins
with the crossing of parental lines followed by several selfings and the evaluation of their per
se performance in one-row observation plots at two to three locations for highly heritable
traits (e.g., flowering time, plant height (PH), disease and lodging resistances, and thousand-
kernel weight). The selected parental components (S,-lines) are then topcrossed with testers
from the opposite heterotic pool under strictly isolated field plots to avoid contamination by
foreign pollen. The obtained testcrosses are then subject to a two-stage evaluation of their
general combining ability (GCA) on larger plots (5-6 m?) at several locations. Selection at the
first stage (GCA-1) is primarily driven by GY, although some other secondary traits such as
PH, lodging resistance, and quality traits are also scored. In the following year, a selected
fraction of the lines is reevaluated for GY at a second stage (GCA-2) with more testers at a
higher number of locations. At this stage, DMY is usually incorporated as a breeding target
and is traditionally assessed by destructive methods at the late milk stage (BBCH 77, Meier
1997), making it necessary to plant GCA-2 trials twice for the estimation of both GY and
DMY. A new selection cycle is started each year with new parental components derived from

multiple genetic backgrounds.

Consequently, the genetic variation present in the population, a crucial factor determining

the expected response to selection (eq. 1), can be entirely exploited for the enhancement of



GY. In contrast, the selection for improved DMY is carried out in a later stage in a strongly
reduced population, mainly due to the high costs associated with this traditional harvest
technique for large populations (Haffke et al. 2014). However, the exceptionally high cost
associated with duplicating early-stage field experiments (e.g., large-scale GCA-1 trials)
would not be feasible due to constraints of market share and budget (Miedaner et al. 2012).
Thus, the enhancement of DMY in rye relies during the first selection stages on an adequate
utilization of indirect selection (Falconer and Mackay 1996). PH at the heading stage, whose
correlation with DMY is almost double that of GY (r = 0.33 and 0.64, respectively, P < 0.01;
Haffke et al. 2014), was suggested as a superior secondary trait than GY to indirectly select
DMY. However, selection for lodging resistance is then highly important (Roux et al. 2010,
Haffke et al. 2014). To establish an effective and affordable dual-purpose breeding program
in rye emerges, therefore, as crucial to introduce superior indirect criteria to take advantage

of the full genotypic variance present at early stages for DMY in a cost-effective manner.

Fig. 1 Biomass estimation in rye carried out by destructive means



1.3. Incorporation of molecular data into plant breeding programs

1.3.1. Marker-assisted selection

From the early 1980s until the turn of the millennium, the use of molecular data for
accelerating the selection gain in plant breeding was fundamentally focused on identifying
molecular markers associated with major-effect quantitative trait locus (QTL) for their
further use in marker-assisted breeding (Xu and Crouch 2008, Ben-Ari and Lavi 2013). After
more than 20 years of intensive research, marker-assisted selection (MAS; Beckmann and
Soller 1986) emerged as an appropriate genetic tool for traits controlled by few, large effect
QTLs but ineffective for polygenic traits, which are influenced by numerous small-effect QTLs
(Bernardo 2008). The low effectiveness of MAS for complex traits is fundamentally explained
by the potentially overestimated marker effects resulted from the required QTL
identification and validation and the small amount of the genetic variation that may be
explained by these preselected QTLs (Beavis 1998, Meuwissen et al. 2001, Schén et al. 2004).
Since a complex genetic architecture determines most of the traits with agronomic relevance
in plant breeding, the practical applicability of MAS has been greatly limited (Tsai et al.
2020). However, the combination of significant advancements in the fields of marker
technologies and statistics has allowed to affordably and precisely score many thousands of
markers evenly distributed throughout the genome and the estimation of their effects
altogether, without prior bias-prone marker selection (Whittaker et al. 2000), opening new
avenues to reduce the cost and cycle length of breeding for quantitatively inherited traits

(Heffner et al. 2009, Heffner et al. 2010, Jannink et al. 2010).

1.3.2. Genomic selection

The genomic information available for rye has been extraordinarily increased by the advent
of medium-density marker assays with multiple potential benefits for practical breeding,

including the direct incorporation of genomic selection (GS; Meuwissen et al. 2001) into



practical breeding routines (Miedaner et al. 2019). GS exploits genomewide molecular
markers underlying a quantitative trait of interest instead of targeting large-effect QTLs.
Several studies have shown the superiority of GS over MAS for enhancing quantitatively
inherited traits in plant breeding (Bernardo and Yu 2007, Wong and Bernardo 2008,
Lorenzana and Bernardo 2009, Heffner et al. 2010, Lorenz et al. 2011). Similarly, GS
surpassed the prediction ability of MAS for polygenic traits such as GY and GY-related traits
also in rye when analyzed within two bi-parental populations (Wang et al. 2014, Wang et al.

2015).

In GS, a group of genotyped and phenotyped individuals (training set, TRN) is used to
calibrate a prediction model for selecting among genotyped individuals lacking phenotypic
values (validation set, VAL) based on genomic estimated breeding values (GEBVs; Heffner et
al. 2009, Jannink et al. 2010, Lorenz et al. 2011). The prediction ability of GS, defined as the
correlation between GEBVs and the observed phenotypic values, is then commonly assessed
by cross-validation (CV) procedures (Hastie et al. 2009). In this context, abundant marker
data (p) are available for estimating the performance of by far less numerous genotypes (n),
an impossible situation for standard multiple linear models commonly referred to as "large

p, small n" problem (Jannink et al. 2010).

Several statistical methods have been developed to overcome this limitation, among which
the genomic best linear unbiased prediction (GBLUP; Habier et al. 2013) is one of the most
commonly used (Isidro et al. 2015, Vieira et al. 2017). In GBLUP, GEBVs are directly
estimated by using a so-called genomic relationship matrix that explains the genetic
relationship among individuals based on dense marker data (e.g., single nucleotide
polymorphisms) in place of the traditional pedigree-based selection models proposed in
animal breeding (Henderson 1975). The main advantage of replacing the pedigree-based by
a marker-estimated matrix is that the latter allows a more accurate estimation of the
random segregation that constitute the Mendelian sampling effect (i.e., the unequal
transmission of the parental genome) reducing the co-selection of sibs and the inbreeding
rate per generation (Daetwyler et al. 2007, Heffner et al. 2009). The Mendelian segregation
is a crucial factor explaining the genetic variation in additive models under the absence of
inbreeding (Pérez et al. 2010, Burguefio et al. 2012). Consequently, for traits of economic

interest in plant breeding, marker-based models are preferred over models based only on



pedigree data (de los Campos et al. 2009, de los Campos et al. 2010, Crossa et al. 2010,
Crossa et al. 2011, Burgueiio et al. 2012). As shown by Habier et al. (2007), GBLUP is
equivalent to the ridge regression best linear unbiased prediction (RR-BLUP; Whittaker et al.
2000, Meuwissen et al. 2001), a well-established penalized regression model that
simultaneously and equally shrinks all marker effects towards zero as it assumes that all

variables have a mean of zero and the same variance.

The use of GS for predicting breeding values across selection cycles, i.e., when genotypes
used for model training and validation derived from different cycles, is the main application
of GS towards more efficient breeding programs (Miedaner et al. 2019). However, the
ability of GS for predicting complex traits is affected by multiple factors, which have received
much interest in animal and plant breeding studies, such as the genetic relatedness of
individuals included in TRN and VAL (Habier et al. 2007, Wientjes et al. 2013, Crossa et al.
2014, Marulanda et al. 2015). The low genetic relatedness typically observed among
selection cycles in rye breeding suggests that across-cycles prediction of DMY emerges as
highly challenging based only on marker data. Moreover, field trials are usually conducted
among several contrasting environments, a situation that needs to be properly modeled
since GS is also influenced by genotype-by-environment (GxE) interactions (Piepho 2009,
Heslot et al. 2014, Crossa et al. 2014). Furthermore, GS also depends on the TRN size
(VanRaden et al. 2009, Lorenz 2013, Marulanda et al. 2015), an aspect of great influence on
the time and capital expenditures required for biomass breeding. The heritability of the trait
under study also determines the prospects of GS (Heffner et al. 2009, Marulanda et al.
2015). The ability of GS for traits showing low heritability can be improved when correlated

highly heritable traits are incorporated into multivariate models (Jia and Jannink 2012).

1.4. High-throughput phenotyping as a valuable breeding tool

The progress in plant phenotyping has been much slower than the fast development of
genotyping technologies, remaining the accurate phenotyping of large-scale multi-location
field trials as a significant challenge for the advancement of genetic research (Montes et al.
2007, Furbank 2009, White et al. 2012, Araus and Cairns 2014). However, the latest

improvements in image data acquisition and modeling, data mining, aeronautics, as well as



robotics, have increased the interest in crop “phenomics”, a scientific discipline aiming at the
description of phenotypes based on the gathering of high-dimensional phenotypic data
(Houle et al. 2010). High-throughput phenotyping platforms (HTPPs), including uncrewed
aerial vehicles (UAVs), have emerged, therefore, as a suitable option to alleviate the
phenotyping bottleneck in a resources-effective and time-saving manner, potentially
leveraging the genetic gain in breeding programs (Furbank and Tester 2011, Araus et al.
2018). The non-invasive measurement of the radiation reflected or emitted by the plants
constitute the basis underlying the wide range of uses of remote sensing in agriculture,
which includes the assessment of several agronomic and physiological crop parameters
(Atzberger 2013, Mulla 2013), including the high throughput and repeatable estimation of
biomass (Hansen and Schjoerring 2003, Mutanga and Skidmore 2004, Jong et al. 2010,
Busemeyer et al. 2013, Bendig et al. 2014, Prabhakara et al. 2015, Cheng et al. 2017, Yue et
al. 2017, Zhang et al. 2017, Li et al. 2018, Han et al. 2019, Walter et al. 2019, Jin et al. 2020).

UAVs are increasingly used in plant breeding for phenotyping large-scale trials due to their
lower capital and time requirements, larger flexibility, higher working capacity, and superior
spatio-temporal resolution compared not only to destructive sampling but also to other
remote sensing approaches, such as proximal sensing conducted with ground-based devices
and satellite-based imagery (Tattaris et al. 2016, Yang et al. 2017). Moreover, the
replacement of conventional digital cameras by hyperspectral devices has expanded further
the applications of UAVs in crop sciences (Araus and Cairns 2014). In contrast to digital
cameras which collect only the information present at the red, green, and blue channels
within the visible spectrum (400 - 700 nm; VS), hyperspectral cameras are high-resolution
sensors (up to <1 nm) capable of exploring and recording also infrared radiation (IR)
wavelengths (up to 2500 under special configurations) in a continuous mode (Mahlein et al.
2012, Araus and Cairns 2014). Thus, UAVs equipped with hyperspectral sensors stand as a
powerful technology for biomass estimation and other agricultural applications (Addo et al.

2017).

The processing of the data collected by HTPPs has increased its complexity in proportion to
the higher resolution of these devices mainly due to greater data dimensionality (Fahlgren et
al. 2015, Yang et al. 2017), potentially delaying the adoption of this technology for field

phenotyping (Araus and Cairns 2014). The development of vegetation indices (VIs)



represents a common approach for a straightforward extraction of meaningful information
from vast reflectance datasets for measuring major vegetation characteristics, including
biomass, vegetation cover, leaf area index (LAI) as well as chlorophyll and water content
(Xue and Su 2017). However, Vls are based on a very small fraction of the total hyperspectral
information available, hindering their ability to characterize complex traits in detail (Pauli et
al. 2016). Consequently, a substantial information loss may occur (Aguate et al. 2017).
Several statistical procedures have been proposed for modeling hyperspectral data beyond
the calculation of Vs, allowing the use of whole-spectrum data for a better estimation of key
plant traits (Thorp et al. 2017, Araus et al. 2018). With the progress of "omics" technologies,
massive datasets are available for crop studies, whose integration into predictive modeling
creates a unique opportunity for advancements in plant breeding (Langridge and Fleury
2011). Consequently, combining data obtained from high-throughput genotyping and
phenotyping into prediction modeling opens new avenues for improving the estimation of

the genetic merit of unphenotyped individuals with multiple benefits for affordably breed

dual-purpose rye.

Fig. 2 Hyperspectral sensor-bearing UAV for biomass estimation in large-scale rye field trials.



2. Objectives

The aim of this research thesis was to investigate the prospects of combining hyperspectral,

genomic, and phenotypic data for unlocking the potential of hybrid rye as a dual-purpose

crop to meet the increasing demand for renewable sources of energy affordably.

In particular, the objectives were to:

Estimate relevant population parameters for vegetation indices (VIs) and agronomic
traits (grain and biomass yields, plant height, and thousand-kernel weight) as well as
the correlation among them (Publication I);

Assess the prediction ability for dry matter yield (DMY) within and among
environments by including VIs and agronomic data as secondary traits in multiple
linear regression models (Publication I);

Integrate hyperspectral and genomic information as well as plant height into multi-
kernel and bivariate models and compare their predictive power over single-kernel
models across different training set (TRN) sizes (Publication 11);

Perform variable selection to identify the most informative spectral regions to DMY
prediction in rye (Publication Il);

Investigate the influence of the genetic and environmental relationships between
TRN and validation set (VAL) as well as trait heritability on the prediction ability of

genomic- and hyperspectral-based models (Publication IIl).
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Abstract

Winter rye (Secale cereale L.), a potential alternative substrate for biogas production, is
generally bred for grain yield. Thus, we aimed to evaluate the prospects of dry matter yield
prediction by integrating vegetation indices derived from visible to NIR spectral data. A total
of 404 elite rye hybrids were evaluated for grain yield and a subset of this comprising 274
hybrids were also assessed for dry matter yield over two years and at four locations in
Germany (i.e., eight environments). Spectral reflectance data (410 to 993 nm) were collected
around solar noontime on mostly clear sky by an uncrewed aerial vehicle (UAV) on two
dates. Observed variation among tested hybrids ranged between 3.64-10.53 Mg ha™ for
grain yield and 8.44-14.66 Mg ha™ for dry matter yield across different environments. The 23
vegetation indices and the agronomic traits, such as dry matter yield, grain yield, and plant
height, showed mostly moderate to high heritability estimates (h?>0.50), and their genetic
variances were significantly (P<0.001) different from zero. Plant height was preferred over
grain yield for indirect selection of high dry matter yield. An index combining hyperspectral
and agronomic data developed by a multiple regression procedure showed a cross-validated
prediction ability of 0.75, resulting in an improvement of about 6% to a model based only on
agronomic traits. In earlier selection stages, the proposed index could be a suitable tool for
the cost-effective selection of improved candidates for biomass experiments based on grain

yield trials.
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Abstract

Key message Hyperspectral and genomic data are effective predictors of biomass yield in winter rye. Variable selec-
tion procedures can improve the informativeness of reflectance data.

Abstract Integrating cutting-edge technologies is imperative to sustainably breed crops for a growing global population. To
predict dry matter yield (DMY) in winter rye (Secale cereale L.), we tested single-kernel models based on genomic (GBLUP)
and hyperspectral reflectance-derived (HBLUP) relationship matrices, a multi-kernel model combining both matrices and
a bivariate model fitted with plant height as a secondary trait. In total, 274 elite rye lines were genotyped using a 10 k-SNP
array and phenotyped as testcrosses for DMY and plant height at four locations in Germany in two years (eight environments).
Spectral data consisted of 400 discrete narrow bands ranging between 410 and 993 nm collected by an unmanned aerial
vehicle (UAV) on two dates on each environment. To reduce data dimensionality, variable selection of bands was performed,
resulting in the least absolute shrinkage and selection operator (Lasso) as the best method in terms of predictive abilities. The
mean heritability of reflectance data was moderate (h%>=0.72) and highly variable across the spectrum. Correlations between
DMY and single bands were generally significant (p <0.05) but low (<0.29). Across environments and training set (TRN)
sizes, the bivariate model showed the highest prediction abilities (0.56-0.75), followed by the multi-kernel (0.45-0.71) and
single-kernel (0.33-0.61) models. With reduced TRN, HBLUP performed better than GBLUP. The HBLUP model fitted
with a set of selected bands was preferred. Within and across environments, prediction abilities increased with larger TRN.
Our results suggest that in the era of digital breeding, the integration of high-throughput phenotyping and genomic selection
is a promising strategy to achieve superior selection gains in hybrid rye.

Introduction

The European biogas sector has attracted increasing atten-
tion as a renewable source of heat, electricity, and trans-
port suitable for climate change mitigation with additional
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Additionally, in Germany, the principal biogas producer
in Europe, a limit was placed on the amount of maize accept-
able in the fermentation substrate. In 2012, this limit was
set to 60%, while in 2021, it will be reduced further to 44%
(Renewable Energy Sources Act “EEG”; EEG 2012, 2017).
Consequently, the growing demand for bioenergy combined
with the search for alternative sources of biomass opens a
very attractive opportunity for diversifying crop rotations.

Winter rye (Secale cereale L.) is a small-grain cereal with
vigorous growth and enhanced tolerance to abiotic (e.g., low
temperatures, light or acid soils with low fertility) and biotic
stress factors. It can, therefore, be cultivated in vast areas less
suited for other cereal crops (Geiger and Miedaner 2009),
representing a sustainable biomass source with reduced
competition with food or feed (Miedaner et al. 2012; Geiger
and Miedaner 2009). Although it is present worldwide, rye
is mostly grown in Northeastern Europe, where Germany,
Poland, Russia, and Fennoscandia concentrate about 60% of
the total area of rye cultivation (FAO 2019). Considering its
potential as a dual-purpose crop, enhanced dry matter yield
(DMY) has emerged as a new target in rye breeding, which
has been primarily driven by grain yield GY (Haffke et al.
2014). In contrast to GY, which in our breeding program is
already tested at the first year of general combining ability
testing (GCA-1), DMY is traditionally evaluated through
destructive methods at later selection stages on a strongly
reduced set of genotypes. Thus, lower selection gains can
be expected due to the loss of important genetic variation
during the breeding process.

Efficient indirect selection for dry matter yield (DMY)
would, therefore, be needed to exploit the full genetic vari-
ation present at early selection stages. Plant height (PH) has
been identified as an indirect selection target for enhanced
DMY, but biomass-specific trials with a particular focus
on lodging resistance were still recommended (Roux et al.
2010; Haffke et al. 2014). Genomic selection (GS) (Meuwis-
sen et al. 2001) aims to indirectly select unphenotyped candi-
dates based on a model trained in a reduced set of genotyped
and phenotyped entries (training set, TRN). Genomic tools
have been proposed to increase the efficiency of selection
in hybrid rye breeding (Miedaner et al. 2019). For instance,
GS has been recommended for enhanced prediction of grain
yield in rye across breeding cycles (Auinger et al. 2016;
Bernal-Vasquez et al. 2017). Another study in rye showed
that, in terms of prediction accuracy, GS was preferred to
marker-assisted selection (MAS) in intra-pool crosses not
only for GY but also for PH and quality traits (i.e., starch
and pentosan content, Wang et al. 2014).

The development of molecular techniques has increased
the needs of reliable and cost-effective phenotypic infor-
mation, representing a great challenge for the progress of
plant-genetic studies (Araus and Cairns 2014; Montes et al.
2007). High-throughput phenotyping (HTP) has emerged
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as a suitable strategy for phenotyping thousands of new
genotypes effectively and affordably based on reflectance
information (Furbank and Tester 2011; White et al. 2012).
Unmanned aerial vehicles (UAVs) such as polycopters
outperform ground-based HTP platforms regarding work-
ing capacity while deriving high-resolution image data
(Araus and Cairns 2014). So, they may represent a suitable
approach for screening multi-environment field trials, expo-
nentially increasing the amount of data available. In this
context, a positive impact on practical plant breeding may
be expected if reflectance data are associated with the target
trait (Rutkoski et al. 2016). This would be of great interest,
for instance, to enhance indirect estimation of DMY within
a breeding population at first stage of GY trials, when a
direct assessment of the trait by destructive measures would
not be feasible, but aiming for a dual-purpose program with
genotypes being superior for both DMY and GY.

Hyperspectral sensors deliver information of hundreds of
wavelengths (hereafter referred as “bands”) at a nanometer-
level resolution covering a broad spectral range (from 350
up to 2500 nm) that includes the visible spectrum (VS) and
the infrared (IR) regions (Mabhlein et al. 2012). This imag-
ing technique is a promising tool for field phenotyping but
presents additional computation efforts due to the increased
data dimensionality (Fahlgren et al. 2015). To address this
issue, several strategies have been proposed for integrating
reflectance data into practical plant breeding. One approach
is to summarize a few individual bands into vegetation indi-
ces (VIs; Xue and Su 2017; Galan et al. 2020). However,
prediction accuracy of VIs was found to be lower than equa-
tions incorporating whole-spectrum data by ordinary least
squares (OLS), partial least squares (PLS), and Bayesian
shrinkage for GY prediction in maize (Aguate et al. 2017)
and by Bayesian functional models in wheat (Montesinos-
Lopez et al. 2017).

In both studies, models were tested under p < scenarios,
where the number of predictors (p) was smaller than the
population size (n). On the contrary, when p> >n as in GS,
regularization (penalized) models have shown to be suitable
for incorporating thousands of predictors, including several
unrelated to the trait of interest, or highly intercorrelated
(Ogutu et al. 2012). A similar situation may be expected
when analyzing hyperspectral data collected in several envi-
ronments and on several dates. To reduce multicollinearity,
increase prediction accuracy, minimize calculation time, and
extract the most informative features, regularization methods
such as the elastic net (Zou and Hastie 2005) or the least
absolute shrinkage and selection operator (Lasso; Tibshirani
1996) are also preferred for facing high-dimensional spectral
data (Liu and Li 2017).

Alternatively, Krause et al. (2019) found that deriving
relationship matrices from hyperspectral data was a suit-
able approach to integrate whole-spectrum reflectance
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information into multi-kernel GS for predicting GY in
wheat within multi-environment field trials. Multivariate
models integrating correlated traits have demonstrated to
be more precise than univariate models in GS (Jia and Jan-
nink 2012). In wheat, for instance, GS prediction ability of
GY was significantly enhanced by fitting traits derived from
hyperspectral data (Sun et al. 2019; Rutkoski et al. 2016;
Crain et al. 2018).

Similar to GS, models seeking the estimation of breeding
values utilizing hyperspectral information also need phe-
notypic data (e.g., DMY) for model training. In our study
case, the TRN size is economically highly relevant, since
the acquisition of the phenotypic data requires to evaluate
the candidates in GY-plots and DMY-plots separately under
the conditions of a dual-purpose breeding program. The
positive relationship between GS accuracy and TRN size is
widely known (VanRaden et al. 2009). However, a broader
TRN represents an increase in breeding costs. Thus, efficient
breeding programs would benefit from reduced TRN while
maintaining, or at least minimizing the loss of prediction
accuracy. Approaches to enable the highest accuracy for a
reduced TRN by integrating phenotypic and hyperspectral
information to GS are, therefore, highly relevant for deliver-
ing high-yielding DMY varieties.

The aim of the present study was to test these approaches
within the same breeding population by evaluating a set of
274 elite rye lines as a testcross series in multi-environment
field trials on a phenotypic, genotypic, and hyperspectral
level. In particular, the objectives were (1) to identify the
most relevant spectral regions to DMY prediction in rye, (2)
to integrate the different sources of information into multi-
kernel and bivariate models for leveraging selection gain of
DMY inrye, and (3) to compare prediction ability of models
across different TRN sizes.

Materials and methods
Plant materials and field experiments

The plant materials and field experiments analyzed in the
present study are described in detail in Galan et al. (2020).
In short, a total of 264 recombinant inbred lines (RILs) of
generation S, (i.e., lines after continued self-fertilization of
single plants for four consecutive years) were derived from
ten diverse parental lines of the Petkus (seed parent) gene
pool following a single round-robin design (Verhoeven et al.
2006). In practical plant breeding, these parental lines rep-
resent elite breeding material, since in contrast to a diverse
panel of genetic resources, they were obtained after several
selection cycles for line per se performance and general com-
bining ability (GCA). Testcross seed was produced from the
cross of these 264 RILs and their ten parental components

with a single-cross tester from the opposite (pollinator)
gene pool. The obtained 274 genotypes, thus, correspond
to three-way hybrids, (A- B) X C. They were analyzed for
their dry matter yield (DMY) and plant height (PH) in two
trials with a size of 130 and 134 entries, respectively, laid
out as resolvable incomplete block designs (a-lattice design)
with two replicates. These field trials were grown adjacent to
each other and conducted in 2017 and 2018 at each of four
environmentally contrasting locations in Northern Germany
(Suppl. Table 1), thus comprising eight environments (loca-
tion—year combinations). Plots were harvested by a com-
mercial plot chopper at late milk stage (BBCH 77; Meier
1997) to get the respective yield per plot as fresh matter
yield (FMY, dt ha ~!). For DMY (dt ha ~!) determination,
representative samples of about 1000 g were weighted from
each plot and oven-dried at 110 °C till a constant weight
was reached. Dry matter content (DMC) in percentage was
determined from weight differences of the samples. DMY
per plot was estimated as DMY =FMY x DMC/100. Also,
PH (cm) was recorded at each plot.

Hyperspectral data

Hyperspectral data consisting of 400 bands ranging from
410 to 993 nm were obtained in all environments and for all
genotypes by an unmanned aerial vehicle (UAV; Camflight
FX8HL, Sandnes, Norway) that was fitted with a hyperspec-
tral camera (HySpex Mjolnir V-1240, Skedsmokorset, Nor-
way) as described previously in detail Galan et al. (2020).
Reflectance data were recorded after flowering (i.e., during
the grain filling stage) at two flight dates in each environ-
ment, except for location Bernburg in 2017 (BBG 2017)
where only one flight was conducted (Suppl. Table 1). On
each flight date, the UAV quadcopter flew at about 25 m
above plots, around solar noontime. Each plot was demar-
cated on the obtained images by a polygon, provided by digi-
tal geographic information system (GIS) field plans. Raw
data were radiometrically calibrated (HySpex PostProces-
sor Version 1.2). This is a hyperspectral standard procedure
(Adao et al. 2017) to convert the arbitrary digital numbers
to values, which are proportional to the International System
of Units (SI) unit W/sr nm m? (HySpex Mjolnir-1024 User’s
Manual). Coefficients of incident sunlight were captured by
placing a 70-by-150 cm wooden board painted gray in the
center of the field and using it as a reference to account for
different irradiance conditions at each data collection time.
The chosen gray panel reflects 60% of incident sun light,
minimizing the risk of oversaturation of the hyperspectral
sensor under varying sunlight conditions. The spectrum
from the gray reflection target was assumed to represent the
maximal reflection for each wavelength derived from sun-
light. Normalized hyperspectral data (NormHyp) were then
estimated based on this spectrum according to the formula
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Normhyp =Hyperspectral reflectance/Gray panel spectrum.
Further, hyperspectral imaging data were orthorectified and
georeferenced via the PARGE Software (ReSe Applications
LLC, Wil, Switzerland).

Finally, all data points per each wavelength within each
polygon were spatially averaged, resulting in one spectrum
per plot. Consequently, each plot contains a single value
for each wavelength in the studied spectrum. A tabular data
frame was constructed, including the computed reflectance
values of all bands.

Genotypic data

All 274 genotypes (264 RILs and their ten parental compo-
nents) were genotyped with an Illumina INFINIUM chip
with 9,963 single-nucleotide polymorphisms (SNPs) assays
(KWS SAAT SE & Co. KG, Einbeck, Germany). The SNPs
of this assay are partially overlapping with the 5 k-SNP assay
of Martis et al. (2013) and the 600 k-SNP assay of Bauer
et al. (2017), whereof 3017 markers have been previously
mapped by Bauer et al. (2017). SNPs showing more than
10% of missing values or a minor allele frequency < 0.05
were excluded. Imputation of the missing values in the
remaining set of SNPs was performed with Linkimpute
(Money et al. 2015). After imputation, data were filtered
again for low minor allele frequency (< 0.05). Thus, 6420
markers were retained for subsequent analyses.

Phenotypic data analysis

Within and across environments, phenotypic data (i.e., DMY
and PH) were analyzed by different mixed models to obtain
variance components and BLUEs (best linear unbiased esti-
mators) of genotypes for later use in prediction modeling.

A combined analysis across locations and years was con-
ducted by applying the following mixed model:

y=G:L+Y
+L-G+Y-G+Y-L+L-Y-G (1)
+ENV.-T+ENV.-T-R+ENV-T-R-B+e

where y denotes the observed genotype performance, G the
genotypes,L the locations, Y the years, T the trials within
environments ENV (equivalent to year—location combina-
tions), R the replicates within trials, B the blocks within
replicates, and e the error associated with the observation
y. Error, trial, block, and replicate variances were assumed
heterogeneous among environments. In model (1), the dot
operator (-) specifies crossed effects (A-B) and fixed and
random terms are separated by a colon (:), with fixed terms
appearing first (Piepho et al. 2003). Variance components
and pairwise variances of genotype mean (BLUEs) differ-
ences (needed for heritability estimation) were estimated
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by restricted maximum likelihood (REML) for all random
effects in model (1). This also holds for estimation of the
genotypic variance (aé), which required an additional analy-
sis fitting the above model with random genotypic effects.
Significance of variance component estimates was tested by
model comparisons using likelihood ratio tests (Stram and
Lee 1994).

BLUEs of genotypes were also analyzed within environ-
ments by the following mixed model:

y=G:T+T-R+T-R-B+e )

This model (2) differs from the first model (1) only in
dropping the year and location main effects and correspond-
ing interactions with genotypes. Variance components for sin-
gle environments were estimated as described previously for
model (1). Phenotypic outliers were tested for DMY and PH
based on the Bonferroni—-Holm test (method “M4r”’; Bernal-
Vasquez et al. 2016). Plots flagged as outliers were excluded
from the analysis. Hyperspectral information was excluded
from plots flagged as an outlier for DMY.

Three-stage analysis for DMY prediction

To reduce computing cost, prediction ability of DMY based on
different information sources was conducted by a three-stage
procedure (Piepho et al. 2012), where in the first two stages,
hyperspectral data were analyzed across dates and environ-
ments to obtain BLUEs per genotype, which were then incor-
porated into DMY prediction models in the last stage.

First-stage models

In the first stage, hyperspectral bands were adjusted across
dates per environment according to the model

y=G:D+D-G
+T+T-R+T-R-B 3)
+D-T+D-T-R+D-T-R-B+e

where y is the observed band value, G the genotypes, D the
measurement dates, 7 the trials, R the replicates within tri-
als, B the blocks within replicates, and e the error associ-
ated with the observation y. Errors of different measurement
dates on the same plot are correlated; therefore, a correla-
tion structure (“Compound Symmetry”) was assumed for e
as described in Piepho et al. (2004). This model was used
here because there were only two measurement dates per
environment. The random effects for trials, replicates, and
blocks also imply a compound symmetry variance—covari-
ance structure for repeated observations on these units.
For BLUEs estimation, all factors included in model (1)
except G were considered as random. For single bands in
each flight date (“first” and “second”), the random effects
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of the date, including the corresponding interaction terms,
were excluded from model (3). To allow a fair compari-
son between across and within flight dates, data collected
in BBG (2017), where only one flight was conducted, were
included in both single-date and across-dates analyses.

Second-stage models

In the second stage, variance components and BLUEs per
genotypes were estimated across environments following
the model

y=G :ENV+G-ENV +e o

where y is the adjusted genotype mean (BLUESs) from the
first stage for the band value, G and ENV denote genotypes
and environments, respectively, and e is the error associated
with the observation y. When adjusted means from the first
stage are forwarded to second-stage models, the incorpora-
tion of a weighting method is preferable (Mohring and Pie-
pho 2009). Means were therefore weighted by the diagonal
elements of the inverse of their variance—covariance matrix
calculated in the first stage as proposed by Smith et al.
(2001). For hyperspectral data, estimates of variance com-
ponents, pairwise variances of genotype mean differences
(BLUES) as well as significance tests of variance compo-
nents were computed as for the phenotypic data. The syntax
of models (1), (2), (3), and (4) is also compatible.

At this stage, heritability (h?) was estimated for DMY,
PH, and each band for single and for combined flight dates
across environments as (Piepho and Mohring 2007)

[}

o

o

2 _
[ p——— 5)
(o}

8

+
<l

where v is the mean variance of a difference between two
adjusted genotype means (BLUESs) derived from model (1)
or from model (4) for phenotypic and hyperspectral data,
respectively. All statistical analyses were performed within
the R-environment v. 3.4.4 (R Core Team 2018). BLUEs
of genotypes were calculated with the software package
ASReml-R v. 3.0 (Gilmour et al. 2009).

Third-stage models

In the third stage, the obtained phenotypic and hyperspec-
tral BLUEs from model (1 or 2) and (3 or 4), respectively,
were used for fitting several models (described in Table 1)
for predicting DMY, including genetic, hyperspectral, and
phenotypic data. A weighting method was applied also on
this stage as described before, with weights derived from
models (1) or (2).

Table 1 Overview over the models used

Model Integrated variables

Single-kernel models

GBLUP Genotypic data

HBLUP Hyperspectral data
Multi-kernel model

G+H Genotypic + hyperspectral data

Bivariate models
Bivariate_G Genotypic data+ plant height
Bivariate_H

Bivariate_G+H

Hyperspectral data+ plant height
Genotypic + hyperspectral data+ plant height

The predictive power of these models was assessed
in two different scenarios: (S1) across the series of eight
environments by cross-validation (CV) and (S2) by fit-
ting prediction models with data collected on a variable
number of environments (E=1,2,...,7), while one envi-
ronment not included in E was used for model validation.
Coefficients of phenotypic correlation r (Pearson’s coef-
ficients of correlation) between DMY and all other traits
were calculated from the BLUES of genotypes from model
(1) or (2) for prediction scenarios S1 or S2, respectively.

Third-stage models were single-kernel and multi-kernel
prediction models, providing best linear unbiased predic-
tions (BLUP) of genotypic effects of DMY, which differ
in the information used to model the random genotypic
effect. Single-kernel prediction models were fitted with
genetic (genomic BLUP, GBLUP) or hyperspectral (hyper-
spectral BLUP, HBLUP) information with n =274 indi-
viduals, based on m SNP markers or b bands, respectively.
Thus, genomic estimated breeding values (GEBVs) were
derived from the GBLUP model, whereas hyperspectral
estimated breeding values (HEBVs) were obtained from
the HBLUP model.

The two models were defined as

GBLUP :y = ul, +gx +e, (6)

HBLUP :y=ul, +gy +e, @)

where y is the n-dimensional vector of BLUEs of DMY
obtained from model (1) or model (2) for prediction sce-
narios S1 or S2, respectively, u is the overall mean, 1, an
n-dimensional vector of ones, gx and gy are n-dimensional
vectors of random genotypic effects, and e is the n-dimen-
sional vector of residuals. The vector of residuals e asso-
ciated with y was assumed as normally distributed with
zero mean and variance R [e~N (0, R)]. R is defined as a
diagonal matrix with diagonal elements equivalent to the
inverses of the diagonal elements of inverse of the origi-
nal variance—covariance matrix of the means adjusted on
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the second stage of this analysis (Smith et al. 2001). When
means adjusted in the second stage are forwarded to third-
stage models, the incorporation of a weighting method was
performed as described before.

For GBLUP, the random genetic values were estimated as
gx~N(©,G aé%) where aé is the genetic variance and G the
genomic additive relationship matrix (Habier et al. 2013).
For estimating genotypic values based on hyperspectral data,
the random genetic values in model 7 were calculated as
gu~N (O, H ai) where ai is the hyperspectral band variance
and H a hyperspectral reflectance-based relationship matrix.

G was estimated with the synbreed package (Wimmer
et al. 2012) in R following the first method of VanRaden

-z —M- ;
(VanRaden 2008) as G = TS0 where Z=M-P, M is the

n X m marker matrix of alleles coded as 0 (A;A)), 1 (A}A,),
or 2 (A,A,) for the nth individual at the mth SNP position,
P contains a n X m matrix of allele frequencies multiplied by
2, p; is the allele frequency of the ith allele.

H was also calculated for the n =274 genotypes by incor-
porating the BLUESs for each band derived from model (4)
or (3) for prediction scenarios S1 and S2, respectively.
These matrices were of the form H = DD’, where D is a
n X b hyperspectral matrix of the standardized BLUEs of the
bands. Standardization was done by subtracting the arith-
metic mean and dividing by the standard deviation of all
BLUESs. For H estimation, different numbers of bands were
considered: H,y, is derived from the total number of bands
available (b=400), whereas H,, (b=32) and H,, (b=216)
are based on a reduced set of bands. Bands included in H,4,
were selected as described in the next sections, while H,,
is based only on bands with A? larger than the mean value
observed for all bands (h*>>0.72).

Finally, a multi-kernel prediction model combining
genetic and hyperspectral information was fitted:

y=ul,+gx+gy+te, 8)

where all factors listed are defined as above in models (6)
and (7). The random vectors g and gy in (8) are considered
as independent of each other and normally distributed. Here,
the H matrix assumes the form of H,,. For exploring the
benefits of incorporating PH as a predictor, model (9) was
extended to a bivariate model (Bivariate_G + H) as

[JH] _ []non] [Ml] 4 [gKl 91] )
Y2 0,1, [ | #2 8k2 ¢

where y, is a vector of BLUEs for DMY, y, is a vector of
BLUEs for PH, with y, and y, incorporating BLUEs derived
from model (1) for prediction scenario S1, 4, is the overall
mean for DMY, y, is the overall mean for PH, g,, and g,
are n-dimensional vectors of random effects for DMY, g,

and g, are n-dimensional vectors of random effects for PH,
e, is the n-dimensional vector of residuals for DMY, and e,

8m
970}

+ +
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is the n-dimensional vector of residuals for PH. The random
vectors are considered as independent of each other and nor-

mally distributed according to §K1 ~ N(0,
K2
CK®G),[g”1]~N<0, Cy®H), and ["1 ]~N(o, RQ),
8n2 €

where G is defined as in model (4), ® is the Kronecker prod-
uct (direct product) operator, Ck and Cy are the 2 X2 vari-
ance—covariance matrices for the breeding values of the two
traits, H is defined as in model (7) and adopts the form of
H,,, I is an identity matrix, and R is the residual vari-
ance—covariance matrix for DMY and PH. The covariance
matrices Cg, Cy, and R were considered unstructured. At
this stage, model (9) was fitted without a weighting method
to reduce computing costs. Bivariate_G+H aims to predict
DMY based on PH as well as hyperspectral and genetic data.
For addressing the impact of PH on the predictive power of
bivariate models based only on hyperspectral (Bivariate_H)
or genetic (Bivariate_G) data, two additional bivariate mod-
els were analyzed. These two models are a reduced version
of model (9). For models Bivariate_H and Bivariate_G, the
terms.

[g’“ ] or [ng ] were dropped, respectively. All three-
8k2 8m2

stage prediction models were fit using the R package "som-
mer" (Covarrubias-Pazaran 2016).

Feature selection for the hyperspectral data

Multicollinearity in regression equations is expected when
numerous highly intercorrelated hyperspectral variables
are incorporated (Dunagan et al. 2007). To overcome
this, two variable selection methods were used and imple-
mented in the GImNet R package (Friedman et al. 2010).
Since weighted and unweighted variable selection proce-
dures yielded similar results, we performed the following
methods without the incorporation of a weighting factor.

The least absolute shrinkage and selection operator
(Lasso; Tibshirani 1996) is a well-known and powerful
regression method for regularization and variable selec-
tion for minimizing the prediction error. Applying the /1
penalty sets some of the regression coefficients to zero,
while others are shrunk toward zero yielding a sparse solu-
tion. The Lasso should, however, be used with care in the
case of sets of highly correlated variables since it tends to
arbitrarily select one variable and overlook the rest (Fried-
man et al. 2010).

The elastic net (EN; Zou and Hastie 2005) was developed
to overcome the restrictions of Lasso. It combines both /1
(Lasso) and /2 (Ridge Regression, Hoerl and Kennard 1970)
penalization terms to obtain a more stable solution to highly
correlated predictors.
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The estimators () for Lasso and EN can be calculated
from the following penalized equation (Wimmer et al. 2013):

B=3E"" lly — XB I3+ Pen(p) (10)

where y is defined as in model (4), X is a n X b matrix of
bands; f is the vector of the regression coefficients of the
bands; Pen(f) is the penalization term, which is defined by
the quadratic /2 norm for RR asPen(f) = A || ||§ =1 Z}';l ﬁf
, by the 1 norm for Lasso with
Pen(B) = All Bl = 4 30, |ﬁj(, and for EN by combining
both as Pen(B) = 4,6, + /12,65. For EN, the procedure can
be described as a penalized least square method with

a=- 12/1 ; thus, Eq. (10) is equivalent to the optimization
11t42 N o mi )
problem ,B:;l;"mm ly —XB|2, subject to

P,p=1-a)p, + aﬁ% < s for some s.

For fitting and comparing the Lasso and EN models, the
optimal values for the tuning parameter (4 > 0), which con-
trol the degree of shrinkage of the estimator, were obtained
by tenfold cross-validation with the function cv.glmnet of
the GImNet R package (Friedman et al. 2010) with default
settings. In addition, for the defined optimal A, the best value
for a for the EN was estimated outside the GlmNet package
by a tenfold cross-validation.

Validation of variable selection procedures
and proposed prediction models

In the present study, two prediction scenarios were consid-
ered, namely S1 and S2. A fivefold cross-validation (CV)
was used to assess the predictive ability of models in S1,
where models were fitted to fourfold (~219 genotypes), and
model error was estimated when predicting the remaining
validation fold (~ 55 genotypes). This was conducted for all
five possible validation folds, and the obtained estimates
of prediction error were combined. This procedure was
repeated 100 times (i.e., 500 cross-validations), each repeti-
tion with a random composition of folds to assess CV error.

To investigate the effect of the TRN size on the predic-
tion ability of all models in scenario S1, TRN was sampled
according to a defined size (i.e., 55, 110, 165, or 220 individ-
uals) and the validation set (VAL) consisted on the remain-
ing genotypes. As described before, models were fitted to the
TRN and model error was determined when predicting the
VAL. This process, including the random sampling of the
TRN, was repeated 500 times. For the larger TRN size, the
prediction models were further evaluated. This procedure
consisted of extracting, at each CV iteration, the predicted
best yielding genotypes ranked above certain thresholds (10,
20, 30, and 40%). Then, the performance of the selected

fraction was assessed in terms of its observed DMY and PH
according to the BLUEs derived from model (1). Finally,
the prediction ability of each model for each selected frac-
tion was estimated as described below (see suppl. Table S4).

In scenario S2, HBLUP fitted with H,; was tested across
all possible combinations between E and validation environ-
ments. Also, the environmental distinctiveness was assessed
by the discriminant analysis of principal components DAPC
(Jombart et al. 2010) using the R package adegenet (Jombart
2008) based on hyperspectral BLUEs derived from model
3).

For all validation approaches, prediction ability for DMY
was assessed as the correlation r between estimated breed-
ing values and the observed BLUEs derived from model
(1) for S1 and from model (2) for S2. Predictive abilities of
bivariate models were estimated based on PH, hyperspec-
tral, and genetic data (for Bivariate_H and Bivariate_G, only
the corresponding data were included), whereas DMY was
additionally used only for model training. Mean prediction
abilities were compared according to Tukey’s honestly sig-
nificant difference (HSD) test (p < 0.01) with the R package
multcomp (Hothorn et al. 2016). For Lasso and EN, each
predictor (band), whose regression coefficient was not set
to zero (f # 0), was extracted and saved in a tabular form.
Across variable selection runs, bands retaining > 40% of
the time were considered as selected (recovery rate). The
regularization method with the highest prediction ability
based on the smallest number of selected bands was consid-
ered as the best procedure for reducing multicollinearity in
the hyperspectral data. For H,,, estimation, selected bands
derived from the best regularization scheme were used.

Results

In the present study, hyperspectral data were collected by
two different flights performed after the heading stage,
which were analyzed both individually and jointly. For all
the issues under analysis, similar trends with no major con-
tradictions could be observed, regardless of the number of
flights considered. Therefore, the following sections are
based on the joint analysis of both flight dates. The main
results of the adjustment of individual flights can be found
in the supplementary files (Suppl. Fig. S2, Suppl. Fig. S5,
Suppl. Table S3).

Heritability and correlation estimates
Across eight environments and two flight dates, the mean
heritability of the reflectance data was moderate (h>=0.72,

Fig. 1). VS bands had mostly higher estimates than those
from the IR. Generally, h* decreased in the VS with higher
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Fig. 1 Heritability estimates (black line) for the hyperspectral bands,
phenotypic correlations (r, green line) between hyperspectral bands
and dry matter yield, and recovery rate (%) of hyperspectral bands
after the least absolute shrinkage and selection operator (Lasso,
gray-red heatmap) for 274 winter rye hybrids assessed in eight

wavelength, while the opposite was observed for the IR.
Estimates were highly variable among the whole spec-
trum (from 0.31 to 0.92), especially in the red edge region
(~720=750 nm), wherein about 30 nm, /> dropped from 0.73
(720 nm) to 0.32 (761 nm). Also, DMY and PH were ana-
lyzed in the present study and showed moderate (h*>=0.50
for DMY) to high (h>=0.82 for PH) estimates (Fig. 2).

The magnitudes of the correlations involving DMY were
higher for PH (r=0.57, p<0.001, Fig. 2) than for each of
the 400 bands. Between DMY and the hyperspectral data,
r ranged from —0.19 for bands around 930 to 0.29 nm for
bands around 750 nm. Estimates > |0.12| were significant
at the 5% probability level. The mean correlation among
bands in the VS was slightly higher than the observed for the
IR (0.17 and 0.11, respectively). On the other hand, bands
were highly intercorrelated. Bands within the VS as well as
within the IR were highly positively intercorrelated (Suppl.
Fig. S1). In contrast, correlations between both regions
were highly negative. Interestingly, » was very low between
a small group of bands from the red edge region and the rest
of the spectrum.
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environments and two flight dates. The mean heritability across all
wavelengths is denoted by the dashed black line. Correlation values
> |0.12] are significant (p <0.05) as shown by the gray dotted lines.
Selected hyperspectral bands (recovery rate >40%) are indicated by
the gray triangles (Lasso variable selection)

Feature selection for the hyperspectral reflectance
data

The two regularization methods (Lasso and EN) applied to
the hyperspectral data performed similarly when predicting
DMY (r=0.54, Suppl. Fig. S3). However, they were based
on a different number of selected variables (Suppl. Fig. S4).
From the total 400 available bands, only 32 (~ 8%, Suppl.
Table S2) and 54 (~ 13%) bands were selected by Lasso and
EN, respectively. EN selected more bands than Lasso; how-
ever, all chosen bands by Lasso were also included in the EN
selection (Suppl. Fig. S4).Thus, Lasso emerges as the pro-
cedure of choice for the present study because it yielded the
same predictive power as EN but is based on a simpler pre-
diction model. From the 32 selected bands by Lasso, 26 cor-
responded to the IR and only six to the VS (Fig. 1). These 26
bands were mostly located at both ends of IR (700-780 nm
and 925-993 nm). Selected bands for the individual flight
dates can be also found in Suppl. Fig. S4.
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Fig.2 Histograms of dry matter yield (DMY) and plant height (PH)
as well as the phenotypic correlation between both traits, determined
for 274 winter rye hybrids assessed in eight environments. /> shows
the heritability estimates of both traits. ***Significant at the 0.001
probability level
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Fig.3 Prediction ability for dry matter yield of hyperspectral best
linear unbiased predictor model (HBLUP) based on different H rela-
tionship matrices, including all available 400 bands (H;), bands with
heritability > 0.72, (Hy,), and only selected bands by Lasso (Hyg)
for 274 winter rye hybrids. Mean values are shown above each box
plot and by gray triangles and are significantly different when headed
by no letter in common (Tukey’s honestly significant difference test;
a=0.01%). The dashed line shows the mean value across models

Prediction abilities of models

Two key factors largely affecting the accuracy of prediction
models based on reflectance data were investigated, namely
the composition of the H relationship matrix and the TRN
size. For addressing the first factor affecting HBLUP pre-
dictive power, three HBLUP models based on dissimilar
H relationship matrices (Hy,, Hy,,, and H,,,) were evalu-
ated across the series of environments (Fig. 3, Suppl. Fig.
S5). Thus, models differed in their number and composi-
tion of incorporated bands. In terms of prediction ability,
the composition of H was highly relevant. Across environ-
ments, models incorporating all available bands (r=0.54) or
only bands selected by Lasso (r=0.59) were considerably
more accurate than models based only on bands with herit-
abilities > 0.72 (r=0.48). For scenario S1, HBLUP models
based on H,,, and H,, were therefore discarded and hereafter
HBLUP models are all based on H,.

For addressing the second factor (i.e., the TRN size),
the performance of genotypes in scenarios S1 and S2 was
predicted based on TRN of increased size. In S1, the pre-
diction ability of proposed single-kernel, multi-kernel, and
bivariate models (Table 1) was assessed with variable TRN
sizes across environments (Table 2). The TRN sizes evalu-
ated ranged from 55 (~20%) to 220 individuals (~80%).
In general, the larger the TRN size, the higher the predic-
tion ability of all models, and the lower their variance. The
Bivariate_G+ H model showed the highest prediction abil-
ity across TRN sizes, followed by the Bivariate_G model,
the multi-kernel prediction model, the Bivariate_H model,
and the single-kernel models (HBLUP and GBLUP). On
the other hand, Bivariate_G+ H was associated with the
highest variability in reduced TRN sizes. This is in par-
ticular observable in Suppl. Fig. S6, where this model was
compared with single-kernel and multi-kernel models. The
model Bivariate_G + H estimates breeding values of geno-
types based on PH, genotypic, and hyperspectral data, while
the multi-kernel model does not include PH. For the smaller
TRN size, the former showed a predictive ability of 0.56,
while the latter yielded a predictive ability of 0.46. For the
largest TRN size, their prediction ability was 0.75 and 0.71,
respectively. Interestingly, across different selection inten-
sities, the three bivariate models consistently selected the
taller genotypes, which were not always associated with the
highest DMY. In contrast, the multi-kernel model selected
relatively shorter genotypes with an acceptable yield (Supp.
Table S4). Both single-kernel models performed similarly
with larger TRN sizes. For example, for TRN size of 80%,
r was close to 0.60. On the other hand, HBLUP was more
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TaII:>I.e.2 Mean prediction Model* Training set size”

abilities and standard errors for

dry matter yield of six models 20 (%) 40 (%) 60 (%) 80 (%)

across different training set

sizes for 274 winter rye hybrids GBLUP 0.32*+0.002 0.44*+0.002 0.54*+0.002 0.60"+0.003

assessed in eight environments HBLUP 0.42°+0.004 0.51°+0.002 0.56°+0.002 0.59*+0.003

across two flight dates G+H 0.46+0.003 0.59%+0.002 0.66%+0.002 0.719%0.003
Bivariate_G 0.54°+0.004 0.61°+0.002 0.66%+0.002 0.69°+0.003
Bivariate_ H 0.509+0.005 0.55°+0.004 0.60°+0.002 0.62°+0.003
Bivariate_G+H 0.56'+0.007 0.65"+0.004 0.71°£0.003 0.75°+0.002

4See Table 1 for more information about the listed models

PWithin a column, means with no letter in common are significantly different (Tukey’s honestly significant
difference test; a=0.01%)

Fig.4 Prediction ability for dry BBG PET PRI WOH
matter yield of the hyperspectral
best linear unbiased predictor
model (HBLUP) on each envi-
ronment with increased number 0.4
of environments included in
the training set (TRN). Models
were tested under validation
scenario S2 0.3
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predictively accurate than GBLUP based on smaller TRN  prediction models based on single flight data under valida-
sizes. For a TRN size of 55, HBLUP (r=0.42) surpassed  tion scenario S1 is shown in Suppl. Table S3.
GBLUP (r=0.32) by about 25%. A comparison among

@ Springer

23



Theoretical and Applied Genetics (2020) 133:3001-3015

301

In S2, predictions were based on HBLUP models fitted
with all bands (H,;)) collected in a variable number of envi-
ronments. These environments were highly diverse accord-
ing to a discriminant analysis (DAPC) based on reflectance
data (Suppl. Fig. S7). Locations from the same year were
mostly clustered together. The PET (2018) environment, on
the other hand, was distinct to both clusters. Overall, the pre-
diction of DMY in individual environments was improved
by increased TRN size (Fig. 4). Thus, the higher the number
of environments included in the TRN, the more accurate the
prediction. However, the prediction ability was highly vari-
able across environments. For TRN including only one envi-
ronment, WOH (2018) showed the highest prediction ability
(r=0.29), while BBG (2017) showed the lowest (r=0.13).
When seven environments were considered as TRN, DMY
had the highest prediction ability in PRI (2018) (r=0.36),
while it had the smallest in PET (2018) (»=0.06).

Discussion

The high versatility of rye as a dual-use crop (Miedaner
and Laidig 2019) contrasts with traditional breeding
programs, which are mainly driven by GY (Geiger and
Miedaner 2009). Thus, the improvement of DMY is often
pushed into later selection stages. To overcome this situ-
ation, an effective indirect estimation of DMY based on
data collected on GY plots would be needed. Thus, in the
present study, single-kernel, multi-kernel, and bivariate
models based on different information sources collected
within the same breeding population were compared
regarding their DMY prediction ability across different
validation approaches.

Impact of heritability estimates of bands on HBLUP
models

Across the spectrum, the magnitude and variability of /2
estimates were higher than those of the correlation (r)
between bands and DMY for combined (Fig. 1) and sin-
gle flight dates (Suppl. Fig. S2). Highly variable h? for
bands were also reported in wheat (Krause et al. 2019;
Montesinos-Lépez et al. 2017). We observed that 4> and
r showed the greatest variability and the lower values
within the IR. HBLUP models exploiting all available
bands were substantially more precise than those fitted
only with highly heritable bands (4*>>0.72). This seems
counterintuitive from a breeding perspective since, accord-
ing to quantitative-genetic theory (Falconer and Mackay
1996), highly heritable secondary traits correlated with the
feature of interest are preferred for indirect selection of the
target trait. A possible explanation of the low performance

observed by models based on bands with A%>0.72 is that
the proposed threshold excluded almost all the bands
belonging to IR. Despite their relatively lower mean r
with DMY, based on our results, this spectral region still
captures information closely related to DMY, since bands
around 750 nm had the highest correlation with DMY
(Fig. 1). The magnitudes of these correlations were rather
low but significant (<0.29; p <0.05) and are compara-
ble to those stated for biomass in wheat by Hansen and
Schjoerring (2003).Thus, the exclusion of bands from the
IR because of their relatively lower 4> deteriorated the
predictive power of HBLUP models. This is in agreement
with Montesinos-Lépez et al. (2017), who found that GY
prediction in wheat was not improved by removing bands
with lower A2,

Reduction in the dimensionality of hyperspectral
data

High-throughput phenotyping is a promising tool for
overcoming the phenotyping bottleneck in modern plant
breeding (Araus and Cairns 2014). On the one hand, the
use of hyperspectral sensors can substantially increase the
amount of data available for dissecting the genetics behind
the trait of interest. On the other hand, the application of
this technology on multi-environmental trials is computa-
tionally and economically challenging.

The exploitation of a vast amount of hyperspectral data
should be performed with caution, since the combination
of a large number of predictors, each with small effects,
can negatively influence the accuracy of regression models
(Ogutu et al. 2012). The high multicollinearity found among
contiguous bands (Suppl. Fig S1) suggests that performing
variable selection could be beneficial. In this context, Lasso
was a valuable tool for reducing the number of predictors
incorporated into the HBLUP model. Also, with the constant
development of high-resolution HTP sensors, the utility of
feature selection procedures may be increased in proportion
to the incorporation of broader spectral regions.

Informativeness of the VS and IR spectral regions

Use of HTP based on hyperspectral sensors can be time-con-
suming and resource-intensive although recent substantial
improvements have occurred. Considerable overlaps were
observed among specific bands highlighted by Lasso and
EN in single and combined flight dates (Suppl. Fig. S4).
Therefore, the reflectance data from these specific wave-
lengths may be of great interest to practical plant breed-
ers. Redirecting computational costs toward these selected
regions could reduce the efforts in data management. By
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this, the superiority of hyperspectral sensors in terms of data
collection and calibration compared to cheaper devices cov-
ering fewer reflectance regions (e.g., RGB cameras, Araus
and Cairns 2014) may be fully exploited in a less resource-
demanding manner.

In the present study, bands across the whole spectrum
showed a significant correlation with DMY, with the IR
displaying the highest correlation estimates (Fig. 1). Also,
when the IR was excluded, the prediction ability of HBLUP
substantially dropped as discussed above. The variable
selection procedures applied have highlighted single bands
located in the VS and the IR as highly informative for DMY
prediction (Fig. 1, Suppl. Table S2, Suppl. Fig. S4). Nev-
ertheless, the majority of the selected bands were located
within the IR. These findings suggest that all spectral regions
contain information potentially useful for DMY prediction;
however, IR may be more informative than of VS.

These findings also indicate that a reduction in predic-
tive power is expected if spectral fingerprints of genotypes
are based on a reduced number of spectral regions. This
is consistent with literature highlighting the importance of
the VS and the IR in assessing essential plant parameters.
The behavior of plants exposed to visible light has been
widely investigated since a large proportion of this radia-
tion is absorbed by the pigments present in green tissues
(Lichtenthaler 1996). For instance, bands within the blue
(450-520 nm) and green (520—600 nm) channels were found
to be sensitive to aboveground biomass in wheat (Wang et al.
2017). In the transition from VS to IR, the so-called red
edge, not only the highest correlation between bands and
DMY was detected but also a relatively increased density
of selected bands. The singularity of this region was also
observed in the fact that it was correlated neither with VS
nor with IR (Suppl. Fig. S1). Between 680-750 nm, the
reflectivity of chlorophyll is sharply increased, a phenom-
enon that can be used to remotely assess plant health and
growth (Seager et al. 2005) as well as chlorophyll concen-
trations (Filella and Penuelas 1994) and biomass at high
canopy densities (Mutanga and Skidmore 2004). Similarly,
the IR contains important information about physiological
processes affecting biomass including chlorophylls and pho-
tosynthesis activity, as well as plant water status (Tucker
1979). The present work included IR data up to~ 1000 nm,
which have been revealed as highly relevant for DMY pre-
diction. Considering that currently there are configurations
that allow sensors to collect a broader IR spectrum, further
research should focus on the benefits of deploying hyper-
spectral sensors capable of collecting additional reflectance
data up to 2500 nm.
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Improved prediction abilities by combining
different sources of information

Under both validation procedures (S1 and S2), models were
calibrated in a TRN of increased size. Overall, a positive
correlation between the prediction abilities of models and
TRN size was observed (Table 2, Fig. 4, Suppl. Fig. S6).
The positive influence of TRN size in GS accuracy is well
acknowledged in animal (VanRaden et al. 2009) and plant
(Marulanda et al. 2015) breeding. Based on our results
from the validation scenario S1, this trend also applies to
HBLUP, multi-kernel, and bivariate models. Interestingly,
the negative impact of reduced TRN was dissimilar across
single-kernel models. While in larger TRN, GBLUP was
more accurate than HBLUP, the opposite was observed in
smaller TRN (Table 2, Suppl. Fig. S6). The reduction in the
TRN size to a quarter (from 80 to 20%) represented a decay
of about one-half and one-third in the prediction abilities of
GBLUP and HBLUP, respectively. The predictive power of
HBLUP was substantially higher than linear models fitted
with VIs reported in a previous study (Galan et al. 2020).
This is in complete agreement with Aguate et al. (2017) and
Montesinos-Lépez et al. (2017), who also found the supe-
riority of models based on whole-spectrum data instead of
on Vls.

In the validation scenario S2, prediction abilities were
lower than in S1, indicating that predicting the yield of
genotypes in a new environment is challenging (Fig. 4). In
the DAPC (Suppl. Fig. S7), environments within the same
year were grouped, reflecting the strong influence of the year
effect, not only on agronomic traits (Galan et al. 2020) but
also in the hyperspectral data collected at each site. The envi-
ronmental conditions were very contrasting between 2017
and 2018. In Germany, 2018 was a very dry year, especially
on the light sandy soils where rye is usually grown, and our
experiments were conducted, e.g., Petkus, which has a very
light soil (Suppl. Table S1). In this context, the inclusion of
the maximum number of environments in the TRN, leaving
only one as a validation environment was beneficial. Under
CV accounting for environmental sampling, Utz et al. (2000)
also observed that the proportion of the genotypic variance
explained by models was enhanced by the inclusion of more
environments in the TRN, especially for moderate inherited
traits such as GY and GY components. In our study, HBLUP
performance was even smaller if the VAL was composed of
an environment poorly correlated with the sites within the
TRN. Since models in S2 borrow information from closely
related environments, prediction of these low correlated
environments following this scheme is not recommended.

These findings suggest that the incorporation of hyper-
spectral data to enhance DMY prediction in rye could
improve breeding efficiency. First, if due to budget con-
straints, a larger TRN size is not affordable, HBLUP could
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be a valid strategy to precisely predict DMY. Second, the
higher prediction ability of multi-kernel and bivariate mod-
els indicates that the incorporation of reflectance data and
agronomic traits like PH into GS routines has a synergetic
effect, when these data are correlated with the target trait.
These findings are consistent with Krause et al. (2019), who
found that for predicting GY in wheat, single-kernel models
fitted with genomic- or hyperspectral-derived relationship
matrices yielded similar results but multi-kernel models
integrating both matrices surpassed both.

However, our results suggested that the use of bivari-
ate models should be used with caution. On the one hand,
they had the highest variability in small TRN. Under these
circumstances, the sampling variability is substantially
increased. Therefore, the advantage of bivariate over uni-
variate models is reduced. Thus, multivariate regression
analysis is not recommended for small sample sizes. On the
other hand, the positive correlation between PH and DMY
(Fig. 2) suggests that these prediction models should be used
with care because taller genotypes would tend to be favored
in the selection as indeed observed in Suppl. Table S4. So,
breeding for increased lodging resistance would be highly
advisable since even small differences in PH of the selected
genotypes will multiply when subsequent breeding cycles
are contemplated.

It has to be considered that we estimated our prediction
abilities within one larger population by fivefold cross-vali-
dation. Validation scenario S1 was fitted with environmen-
tally and genetically related data, representing a possible
source of bias on the estimation of the predictive power
of the models. Further research is needed to predict DMY
across genetically different plant materials and/or different
selection cycles, i.e., after recombination of selected entries.
This would also include results from untested environments
that might have a high impact on prediction ability, as shown
in Fig. 4.

Conclusions

While the needs of sustainable renewable energy sources
increase, the interest for high-yielding varieties to diversify
maize-based cropping systems is boosted in proportion. To
meet this demand, novel breeding strategies are needed to
fully exploit the potential of rye as a biomass substrate. This
study provided strong evidence that hyperspectral data can
substantially improve the indirect selection of DMY within
the same breeding population, thus enabling a cost-effective
dual-purpose program using both DMY and GY as target
traits. The reduction in data dimensionality could further
enhance the prediction ability of models based on reflec-
tance data. Relationship matrices derived from HTP data

could be utilized as an alternative to GS when molecular
data are not available, especially under reduced TRN sizes.
Additionally, they are a suitable complementary source of
information to leverage the accuracy of genomic tools. The
superiority of the bivariate model over the multi-kernel
model indicates that agronomic traits correlated with DMY
can further enhance the efficiency of selection. Similar to
the comparison of model performances across different TRN
sizes, it would be relevant for practical breeding to investi-
gate prediction ability across a varying degree of relatedness
between the TRN and the VAL. Such analysis could assist
breeders facing challenging prediction scenarios, including
predicting new environments or novel lines that are unre-
lated to the training population.

Acknowledgements Open Access funding provided by Projekt DEAL.
This study was funded by the German Federal Ministry of Food and
Agriculture (BMEL) through the German Agency for Renewable
Resources (FNR), grant number FKZ 22019716 to TM. We gratefully
acknowledge the excellent support of the technical staff at each experi-
mental station. We are particularly grateful to Hans-Otto Wegener,
Jorn-Claus Gudehus, Karsten Sell, KWS LOCHOW GmbH, Bergen,
Germany, for seed production and conducting field trials. We are also
grateful for helpful comments by two anonymous referees.

Author’s contributions statement RG analyzed the data and the
wrote the manuscript. AMBYV, HPP, and PT supported with statistical
advice. CJ conducted hyperspectral phenotyping at all environments.
PS supervised data collection at Wohlde, Prislich, and Bernburg and
provided scientific advice. TM and AG designed the research project.
TM further edited the manuscript. All the authors read and approved
the manuscript.

Compliance with ethical standards

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

Ethical standards The authors declare that the experiments comply
with the current laws of Germany.

Open Access This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long
as you give appropriate credit to the original author(s) and the source,
provide a link to the Creative Commons licence, and indicate if changes
were made. The images or other third party material in this article are
included in the article’s Creative Commons licence, unless indicated
otherwise in a credit line to the material. If material is not included in
the article’s Creative Commons licence and your intended use is not
permitted by statutory regulation or exceeds the permitted use, you will
need to obtain permission directly from the copyright holder. To view a
copy of this licence, visit http://creativecommons.org/licenses/by/4.0/.

References
Adao T, Hruska J, Padua L, Bessa J, Peres E, Morais R, Sousa J (2017)

Hyperspectral imaging: a review on UAV-based sensors, data

@ Springer

26



3014

Theoretical and Applied Genetics (2020) 133:3001-3015

processing and applications for agriculture and forestry. Remote
Sens 9(11):1110

Aguate FM, Trachsel S, Pérez LG, Burgueifio J, Crossa J, Balzarini M,
Gouache D, Bogard M, Gdl C (2017) Use of hyperspectral image
data outperforms vegetation indices in prediction of maize yield.
Crop Sci 57(5):2517-2524

Araus JL, Cairns JE (2014) Field high-throughput phenotyping: the
new crop breeding frontier. Trends Plant Sci 19(1):52-61. https
://doi.org/10.1016/j.tplants.2013.09.008

Auinger H-J, Schonleben M, Lehermeier C, Schmidt M, Korzun V,
Geiger HH, Piepho HP, Gordillo A, Wilde P, Bauer E (2016)
Model training across multiple breeding cycles significantly
improves genomic prediction accuracy in rye (Secale cereale L.).
Theor Appl Genet 129(11):2043-2053

Bauer E, Schmutzer T, Barilar I, Mascher M, Gundlach H, Martis MM,
Twardziok SO, Hackauf B, Gordillo A, Wilde P (2017) Towards
a whole-genome sequence for rye (Secale cereale L.). Plant J
89(5):853-869

Bernal-Vasquez A-M, Utz H-F, Piepho HP (2016) Outlier detection
methods for generalized lattices: a case study on the transition
from ANOVA to REML. Theor Appl Genet 129(4):787-804. https
://doi.org/10.1007/s00122-016-2666-6

Bernal-Vasquez A-M, Gordillo A, Schmidt M, Piepho HP (2017)
Genomic prediction in early selection stages using multi-year data
in a hybrid rye breeding program. BMC Genet 18(1):51. https://
doi.org/10.1186/s12863-017-0512-8

European Commission (2018) EU agricultural outlook for markets and
income, 2018-2030., European Commission, DG Agriculture and
Rural. Brussels

R Core Team (2018) R. A Language and Environment for Statisti-
cal Computing. R Foundation for Statistical Computing, Vienna,
Austria

Covarrubias-Pazaran G (2016) Genome-assisted prediction of
quantitative traits using the R package sommer. PLoS ONE
11(6):e0156744

Crain J, Mondal S, Rutkoski J, Singh RP, Poland J (2018) Combin-
ing high-throughput phenotyping and genomic information to
increase prediction and selection accuracy in wheat breeding.
Plant Genome. https://doi.org/10.3835/plantgenome2017.05.0043

Dunagan SC, Gilmore MS, Varekamp JC (2007) Effects of mercury on
visible/near-infrared reflectance spectra of mustard spinach plants
(Brassica rapa P). Environ Pollut 148(1):301-311

EEG (2012) Gesetz fiir den Ausbau erneuerbarer Energien (Erneuer-
bare-Energien-Gesetz - EEG). https://www.erneuerbare-energien.
de/EE/Redaktion/DE/Gesetze-Verordnungen/eeg_2012_bf.html.
Accessed 02 Nov 2019

EEG (2017) Gesetz fiir den Ausbau erneuerbarer Energien (Erneuer-
bare-Energien-Gesetz - EEG). https://www.gesetze-im-internet.
de/eeg_2014/EEG_2017.pdf. Accessed 02 Nov 2019

Fahlgren N, Gehan MA, Baxter I (2015) Lights, camera, action: high-
throughput plant phenotyping is ready for a close-up. Curr Opin
Plant Biol 24:93-99

Falconer DS, Mackay TFC (1996) Introduction to quantitative genetics,
4th edn. Longman, Essex

FAO (2019) FAOSTAT database. Food and Agriculture Organization
of the United Nations. https://www.fao.org/faostat/en/#data/QC.
Accessed 05 Nov 2019

Filella I, Penuelas J (1994) The red edge position and shape as indica-
tors of plant chlorophyll content, biomass and hydric status. Int J
Remote Sens 15(7):1459-1470

Friedman J, Hastie T, Tibshirani R (2010) Regularization paths for
generalized linear models via coordinate descent. J Stat Softw
33(1):1-22

Furbank RT, Tester M (2011) Phenomics—technologies to relieve the
phenotyping bottleneck. Trends Plant Sci 16(12):635-644

@ Springer

Galan RJ, Bernal-Vasquez A-M, Jebsen C, Piepho H-P, Thorwarth P,
Steffan P, Gordillo A, Miedaner T (2020) Hyperspectral Reflec-
tance Data and Agronomic Traits Can Predict Biomass Yield in
Winter Rye Hybrids. Bioenerg Res 13(1):168—182. https://doi.
org/10.1007/s12155-019-10080-z

Geiger HH, Miedaner T (2009) Rye breeding. In: Carena MJ (ed) Cere-
als. Springer Science & Business Media, Berlin, pp 157-181

Gilmour AR, Gogel BJ, Cullis BR, Thompson R, Butler D (2009)
ASReml user guide release 3.0. VSN International Ltd, Hemel
Hempstead, UK

Habier D, Fernando RL, Garrick DJ (2013) Genomic BLUP decoded.
A look into the black box of genomic prediction. Genetics
194(3):597-607

Haffke S, Kusterer B, Fromme FJ, Roux S, Hackauf B, Miedaner T
(2014) Analysis of covariation of grain yield and dry matter yield
for breeding dual use hybrid rye. Bioenerg Res 7(1):424—429.
https://doi.org/10.1007/s12155-013-9383-7

Hansen PM, Schjoerring JK (2003) Reflectance measurement of can-
opy biomass and nitrogen status in wheat crops using normalized
difference vegetation indices and partial least squares regression.
Remote Sens Environ 86(4):542-553

Hoerl AE, Kennard RW (1970) Ridge regression. Biased Estim Non-
orthogonal Problems Technometrics 12(1):55-67

Hothorn T, Bretz F, Westfall P, Heiberger RM, Schuetzenmeister A,
Scheibe S, Hothorn MT (2016) Package ‘multcomp’. Simultane-
ous inference in general parametric models. Project for statistical
computing, Vienna, Austria

Jia Y, Jannink J-L (2012) Multiple-trait genomic selection meth-
ods increase genetic value prediction accuracy. Genetics
192(4):1513-1522

Jombart T (2008) adegenet: a R package for the multivariate analysis
of genetic markers. Bioinformatics 24(11):1403-1405

Jombart T, Devillard S, Balloux F (2010) Discriminant analysis of
principal components: a new method for the analysis of geneti-
cally structured populations. BMC Genet 11(1):94

Krause MR, Gonzalez-Pérez L, Crossa J, Pérez-Rodriguez P, Mon-
tesinos-Lopez O, Singh RP, Dreisigacker S, Poland J, Rutkoski
J, Sorrells M, Gore MA, Mondal S (2019) Hyperspectral reflec-
tance-derived relationship matrices for genomic prediction of
grain yield in wheat. G3 (Bethesda, Md.) 9(4):1231-1247. https
://doi.org/10.1534/g3.118.200856

Lichtenthaler HK (1996) Vegetation stress: an introduction to the stress
concept in plants. J Plant Physiol 148(1-2):4—14

Liu W, Li Q (2017) An efficient elastic net with regression coeffi-
cients method for variable selection of spectrum data. PLoS ONE
12(2):¢0171122

Mahlein A-K, Oerke E-C, Steiner U, Dehne H-W (2012) Recent
advances in sensing plant diseases for precision crop protection.
Eur J Plant Pathol 133(1):197-209

Martis MM, Zhou R, Haseneyer G, Schmutzer T, Vrana J, Kubaldkova
M, Konig S, Kugler KG, Scholz U, Hackauf B (2013) Reticulate
evolution of the rye genome. Plant Cell 25(10):3685-3698

Marulanda JJ, Melchinger AE, Wiirschum T (2015) Genomic selection
in biparental populations: assessment of parameters for optimum
estimation set design. Plant Breed 134(6):623-630

Meier U (1997) Growth stages of mono- and dicotyledonous plants.
Blackwell Wissenschafts-Verlag, Berlin

Meuwissen TH, Hayes BJ, Goddard ME (2001) Prediction of total
genetic value using genome-wide dense marker maps. Genetics
157(4):1819-1829

Miedaner T, Laidig F (2019) Hybrid breeding in rye (Secale cereale
L.). In: Al-Khayri JM et al (eds) Advances in plant breeding strat-
egies: cereals, vol 5. Springer, Cham, Switzerland, pp 343-372

Miedaner T, Koch S, Seggl A, Schmiedchen B, Wilde P (2012) Quan-
titative genetic parameters for selection of biomass yield in hybrid
rye. Plant Breeding 131(1):100-103

27



Theoretical and Applied Genetics (2020) 133:3001-3015

3015

Miedaner T, Korzun V, Bauer E (2019) Genomics-based hybrid rye
breeding. In: Miedaner T, Korzun V (eds) Applications of genetic
and genomic research in cereals, Elsevier, Amsterdam, Nether-
lands, pp 329-348

Mobhring J, Piepho HP (2009) Comparison of weighting in two-stage
analysis of plant breeding trials. Crop Sci 49(6):1977-1988

Money D, Gardner K, Migicovsky Z, Schwaninger H, Zhong G-Y,
Myles S (2015) LinkImpute. Fast and accurate genotype impu-
tation for nonmodel organisms. G3 Genes, Genomes, Genet
5(11):2383-2390

Montes JM, Melchinger AE, Reif JC (2007) Novel throughput phe-
notyping platforms in plant genetic studies. Trends Plant Sci
12(10):433-436. https://doi.org/10.1016/j.tplants.2007.08.006

Montesinos-Lépez OA, Montesinos-Lopez A, Crossa J, de Los Campos
G, Alvarado G, Suchismita M, Rutkoski J, Gonzalez-Pérez L, Bur-
gueifio J (2017) Predicting grain yield using canopy hyperspectral
reflectance in wheat breeding data. Plant Methods 13(1):4. https
://doi.org/10.1186/s13007-016-0154-2

Mutanga O, Skidmore AK (2004) Narrow band vegetation indices
overcome the saturation problem in biomass estimation. Int J
Remote Sens 25(19):3999-4014

Ogutu JO, Schulz-Streeck T, Piepho HP (2012) Genomic selection
using regularized linear regression models: ridge regression,
lasso, elastic net and their extensions. BMC Proceedings 6(2):S10.
https://doi.org/10.1186/1753-6561-6-S2-S10

Piepho HP, Mohring J (2007) Computing heritability and selec-
tion response from unbalanced plant breeding trials. Genetics
177(3):1881-1888. https://doi.org/10.1534/genetics.107.074229

Piepho HP, Biichse A, Emrich K (2003) A hitchhiker’s guide to
mixed models for randomized experiments. J Agron Crop Sci
189(5):310-322

Piepho HP, Biichse A, Richter C (2004) A mixed modelling approach
for randomized experiments with repeated measures. J Agron
Crop Sci 190(4):230-247

Piepho HP, Moehring J, Schulz-Streeck T, Ogutu JO (2012) A stage-
wise approach for the analysis of multi-environment trials. Bio-
metrical Journal 54(6):844-860

Roux SR, Wortmann H, Schlathdlter M (2010) Rye (Secale cereale L.)
for biogas production-breeding capability. J Fiir Kulturpflanzen
62(5):173-182

Rutkoski J, Poland J, Mondal S, Autrique E, Pérez LG, Crossa J,
Reynolds M, Singh R (2016) Canopy temperature and vegeta-
tion indices from high-throughput phenotyping improve accuracy
of pedigree and genomic selection for grain yield in wheat. G3:
Genes, Genomes, Genet 6(9):2799-2808. https://doi.org/10.1534/
23.116.032888

Scarlat N, Dallemand J-F, Fahl F (2018) Biogas. Developments and
perspectives in Europe. Renewable Energy 129:457—-472. https://
doi.org/10.1016/j.renene.2018.03.006

Seager S, Turner EL, Schafer J, Ford EB (2005) Vegetation’s red edge.
A possible spectroscopic biosignature of extraterrestrial plants.
Astrobiology 5(3):372-390

Smith A, Cullis B, Gilmour A (2001) Applications: the analysis
of crop variety evaluation data in Australia. Aust N Z J Stat
43(2):129-145

Stram DO, Lee JW (1994) Variance components testing in the longitu-
dinal mixed effects model. Biometrics 50:1171-1177

Sun J, Poland JA, Mondal S, Crossa J, Juliana P, Singh RP, Rutkoski
JE, Jannink J-L, Crespo-Herrera L, Velu G, Huerta-Espino J, Sor-
rells ME (2019) High-throughput phenotyping platforms enhance
genomic selection for wheat grain yield across populations and

cycles in early stage. TAG Theor Appl Genet 132(6):1705-1720.
https://doi.org/10.1007/s00122-019-03309-0

Tibshirani R (1996) Regression shrinkage and selection via the lasso.
J Roy Stat Soc: Ser B (Methodol) 58(1):267-288

Tucker CJ (1979) Red and photographic infrared linear combinations
for monitoring vegetation. Remote Sens Environ 8(2):127-150

European Union (2009) Directive 2009/28/EC of the European Par-
liament and of the Council of 23 April 2009 on the promotion
of the use of energy from renewable sources and amending and
subsequently repealing Directives 2001/77/EC and 2003/30/EC.
Off J Euro Union 5:8-16

European Union (2010) Communication from the Commission on the
practical implementation of the EU biofuels and bioliquids sus-
tainability scheme and on counting rules for biofuels (2010/C
160/02). Off J Euro Union

Utz HF, Melchinger AE, Schon CC (2000) Bias and sampling error
of the estimated proportion of genotypic variance explained by
quantitative trait loci determined from experimental data in maize
using cross validation and validation with independent samples.
Genetics 154(4):1839-1849

VanRaden PM (2008) Efficient methods to compute genomic predic-
tions. J Dairy Sci 91(11):4414-4423

VanRaden PM, van Tassell CP, Wiggans GR, Sonstegard TS, Schnabel
RD, Taylor JF, Schenkel FS (2009) Invited review: reliability of
genomic predictions for North American Holstein bulls. J Dairy
Sci 92(1):16-24

Verhoeven KJF, Jannink JL, McIntyre LM (2006) Using mating designs
to uncover QTL and the genetic architecture of complex traits.
Heredity 96(2):139-149

Wang Y, Mette MF, Miedaner T, Gottwald M, Wilde P, Reif JC, Zhao
Y (2014) The accuracy of prediction of genomic selection in elite
hybrid rye populations surpasses the accuracy of marker-assisted
selection and is equally augmented by multiple field evaluation
locations and test years. BMC genomics 15(1):556

Wang C, Feng M, Yang W, Ding G, Xiao L, Li G, Liu T (2017) Extrac-
tion of sensitive bands for monitoring the winter wheat (Triticum
aestivum) growth status and yields based on the spectral reflec-
tance. PLoS ONE 12(1):e0167679

White JW, Andrade-Sanchez P, Gore MA, Bronson KF, Coffelt TA,
Conley MM, Feldmann KA, French AN, Heun JT, Hunsaker DJ
(2012) Field-based phenomics for plant genetics research. Field
Crops Res 133:101-112

Wimmer V, Albrecht T, Auinger H-J, Schon C-C (2012) synbreed. A
framework for the analysis of genomic prediction data using R.
Bioinformatics 28(15):2086-2087

Wimmer V, Lehermeier C, Albrecht T, Auinger H-J, Wang Y, Schon
C-C (2013) Genome-wide prediction of traits with different
genetic architecture through efficient variable selection. Genetics
195(2):573-587

Xue J, Su B (2017) Significant remote sensing vegetation indices: a
review of developments and applications. J Sens 2017(1):17

Zou H, Hastie T (2005) Regularization and variable selection via the
elastic net. J Royal Stat Soc: Series B (Stat Methodol) 67(2):301—
320. https://doi.org/10.1111/j.1467-9868.2005.00503.x

Publisher’s Note Springer Nature remains neutral with regard to
jurisdictional claims in published maps and institutional affiliations.

@ Springer

28



Journal:
Theoretical and Applied Genetics

Title:

Integration of genotypic, hyperspectral, and phenotypic data to improve

biomass yield prediction in hybrid rye
Authors:

Rodrigo José Galan', Angela-Maria Bernal-Vasquez?, Christian Jebsen?, Hans-Peter
Piepho?, Patrick Thorwarth'-2, Philipp Steffan*, Andres Gordillo*, Thomas Miedaner?.

Affiliation:
! State Plant Breeding Institute, University of Hohenheim, 70593 Stuttgart, Germany.
2KWS SAAT SE, GrimsehlstraBe 31, 37574 Einbeck, Germany.

3 Biostatistics Unit, Institute of Crop Science, University of Hohenheim, 70593

Stuttgart, Germany.

4KWS LOCHOW GMBH, Ferdinand-von-Lochow StraBe 5, 29303 Bergen, Germany.

Corresponding author:

Thomas Miedaner
e-mail: thomas.miedaner@uni-hohenheim.de
Telephone No.: +49 711 459-22690

Available ORCID of the authors:

Angela-Maria Bernal-Vasquez: https://orcid.org/0000-0003-0415-831
Patrick Thorwarth: https://orcid.org/0000-0003-4456-2358

Thomas Miedaner: https://orcid.org/0000-0002-9541-3726

Online resource 1

29



0€

Supplementary Table S1 Characterization of the four locations in Germany.

Growing- Growing-
. . P205 K20 Mg Nmin Season . ]
Location Coordinates  iede SOl oy [mg100g [mg/100g [mg/100g OM  [kgrha) p:j;ﬁg{}on Average  Sowing Harvest  Flight
(ma.s.l.) type soil] @ soil] @ soil] @ A a b temperature ates ates ates
(mm) oc) b
(°C)
2017
7.4 26 26 8 > 60 203 8.6 Sept. 30 June 15 May 23
Bormpurg 51°4997.66N o Black 2018 2016 2017 2017
9 11°43'37.15"E soil
Sept.29  Junes May283&
7.4 25 33 8 2 44 300 72 ' June 06
2017 2018
2018
2017
June 08 &
6.48 13.2 5.22 7.21 ; 36 319 6.2 0203'1230 J;’gﬁgo June 18
botkus | 51999261N o Sandy 2017
13°21'29.38"E loam 2018
May 31 &
6.48 1.2 5.71 4.43 1.51 33 258 8.2 Qct17  June8 ) no o7
2017 2018
2018
2017
May 19 &
57 7 10.8 8 - 45 440 71 Szgtigg J%%ﬁ? June 19
Wonide  52°483601'N __ Loamy 2017
10°0'46.73"E sand 2018
May 25
58 7 14.8 47 - 25 410 8.05 02"5'1177 Juzr(‘)ﬁés and June
05 2018
2017
June 09
5.8 42 16 6 - 32 180 13.8 055'1250 JUZT)";? and June
brigigh  53°155873N .. sandy 20 2017
11°39'36.11"E loam 2018
May 29 &
59 45 19 3 - 4 137 78 Sept. 20 June 14 7, o o
2017 2018 PV

a Soil condition: Phosphorus Pentoxide P-Os [mg/100g soil]; Potassium oxide K-O [mg/100g soil]; Magnesium Mg [mg/100g soil]; Organic matter
OM [%]; Nitrogen concentration in the 0-60 cm soil layer Nmin [kg/ha].
b Weather data is incomplete due to technical problems in the weather stations in Bernburg (Oct.-Dec. 2016) and Prislich (Oct 2016-March 2017).



Supplementary Table S2 Hyperspectral bands (WL) selected (recovery rate > 40%)
by the least absolute shrinkage and selection operator (Lasso) for 274 winter rye
hybrids assessed in eight environments and two flight dates.

Visible Spectrum 2 Infrared radiation 2

WL410, WL414, WL702, WL721, WL723, WL733, WL739, WL742,
WL565, WL588, WL758, WL759, WL761, WL764, WL825, WL854,
WL673, WL680 WL908, WL917, WL932, WL9I35, WLI39, WL942,

WL945, WL959, WL968, WL9I70, WL978, WL9I80,
WL987, WL993

aWLA is the reflectance at a specific wavelength A (£1 nm at the center of the band)
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Supplementary Table S3 Mean prediction abilities and standard errors for dry matter
yield of six models across different training set sizes determined for 274 winter rye
hybrid assessed in eight environments. Hyperspectral data was collected on two flight

dates (“first” and “second”), which were separately analyzed.

Model?2 Flight  Training set size P
date 20% 40% 60% 80%

HBLUP First 0.419 £0.004 0.49¢+0.002 0.53" +0.002 0.54% +0.004
Second 0.44°'+0.003 0.49°+0.002 0.519 +0.003 0.52¢" + 0.004

G+H First 0.429 £ 0.003 0.56%+0.002 0.649 +0.002 0.68° +0.003
Second 0.489 +0.003 0.59¢+0.002 0.65°¢ +0.002 0.70° +0.003

Bivariate_ G First 0.53%+ 0.004 0.61°+0.002 0.67°°+0.003 0.68° +0.003
Second 0.54%+0.003 0.65% + 0.003 0.67°°+0.003 0.68° +0.003

Bivariate_ H  First 0.45¢ £0.005 0.50°+0.004 0.55° +0.003 0.559 +0.004
Second 0.44°+0.006 0.48°+0.006 0.499 +0.005 0.50" +0.005

Bivariate_G+H First 0.52¢ +0.007 0.61° £0.005 0.68° +0.003 0.72° +0.003
Second 0.562 + 0.007 0.652+0.004 0.702 +0.004 0.752 +0.002

a See Table 1 for more information about the listed models.
b Within a column, mean values followed by no letter in common are significantly
different (Tukey’s honestly significant difference test; a =0.01%).
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Supplementary Table S4 Prediction ability (r), dry matter yield (DMY, dt ha'), and plant height (PH, cm) obtained at different
selected fractions by prediction models (TRN=80%) fitted with 274 winter rye hybrids assessed in eight environments and two flight
dates.

Model 2 Criterium Selected fraction

foverall
10% 20% 30% 40%
X SE X SE X SE X SE

GBLUP r 0.33 0.02 0.35 0.01 0.43 0.01 0.46 0.01 0.39b
HBLUP r 0.25 0.02 0.31 0.01 0.38 0.01 0.42 0.01 0.34c
G+H T 0.30 0.02 0.39 0.01 0.43 0.01 0.47 0.01 040D
Bivariate_ G = r 0.42 0.01 0.44 0.01 0.49 0.01 0.51 0.01 0.47 a
Bivariate_ H r 0.25 0.02 0.36 0.01 0.41 0.01 0.40 0.01 0.36 ¢
Bivariate_G+H r 0.33 0.02 0.45 0.01 0.48 0.01 0.50 0.01 0.44 a
GBLUP DMY 12230 0.04 12176 0.03 12121 0.02 120.88 0.02 121.54 (+1,7%)d
HBLUP DMY 12223 0.04 121.77 0.08 12131 0.02 12098 0.02 121.57 (+1,8%)d
G+H DMY 122.64 0.04 122.04 0.03 12159 0.02 12126 0.02 121.89 (+2,0%)Db
Bivariate_G DMY 122.67 0.04 12199 0.08 12141 0.02 121.07 0.02 121.79 (+1,9%)c
Bivariate_H DMY 122.31  0.04 12173 0.03 12130 0.02 121.05 0.02 121.60 (+1,8%)d
Bivariate_G+H DMY 122.84 0.03 12213 0.03 121.65 0.02 121.33 0.02 121.99 (+2,1%) a
GBLUP PH 119.24 0.06 11857 0.04 11795 0.04 117.64 0.083 118.35(+1,7%)e
HBLUP PH 11910 0.05 118.74 0.04 11836 0.03 118.06 0.03 118.57 (+1,9%)d
G+H PH 119.63 0.05 119.00 0.04 11856 0.03 11826 0.03 118.86 (+2,2%)C
Bivariate_ G~ PH 120.34 0.06 11933 0.05 11872 0.03 11836 0.03 119.19(+2,5%)Db
Bivariate_H PH 119.92 0.06 11937 0.04 11883 0.08 11841 0.03 119.13(+2,4%)Db
Bivariate G+H PH 12042 0.06 11963 0.04 119.08 0.03 118.74 0.03  119.47 (+2,7%) a

a See Table 1 for more information about the listed models.

X, mean; SE, standard error of the mean; x,,.rqc1;, mean across all selected fractions.

b The percent difference between the mean across all selected fractions and the population mean (DMY=119.48 dt ha™';
PH=116.34 cm) is listed in brackets. Mean values followed by no letter in common are significantly different (Tukey’s honestly
significant difference test; a =0.01%).
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Supplementary Fig. S1 Pearson’s coefficients of correlation (r) across hyperspectral
bands based on 274 rye hybrids across eight environments.
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Supplementary Fig. S2 Heritability estimates (black line) for the hyperspectral bands,
phenotypic correlations (r, green line) between hyperspectral bands and dry matter
yield, and recovery rate (%) of hyperspectral bands after the least absolute shrinkage
and selection operator (Lasso, gray-red heatmap) for 274 winter rye hybrids assessed
in eight environments shown by flight date. The mean heritability across all
wavelengths is denoted by the dashed black line. Correlation values > |0.12| are
significant (p<0.05) as showed by the gray dotted lines. Selected hyperspectral bands
(recovery rate > 40%) are indicated by the gray triangles.

Recovery rate (%)
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Supplementary Fig. S3 Prediction ability for dry matter yield based the least absolute
shrinkage and selection operator (Lasso) and elastic net (EN) fitted with hyperspectral
data collected in eight environments and two flight dates for 274 winter rye hybrids.
Mean values are shown above each box plot and by gray triangles and are significantly
different when headed by no letter in common (Tukey’s honestly significant difference
test; a =0.01%).
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Supplementary Fig. S4 Hyperspectral bands selected (recovery rate > 40%) by the least absolute shrinkage and selection operator
(Lasso) and elastic net (EN) fitted with hyperspectral data collected for 274 winter rye hybrids assessed in eight environments and
two flight dates (1; First, 2; Second), which were individually and combined (C) analyzed.



Date - First - Second

b b c c a a
0.47 0.49 0.39 0.39 0.54 0.52

0.61

Prediction ability
o
I

Hall Hh2 Hvsel

Supplementary Fig. S5 Prediction ability for dry matter yield of hyperspectral best
linear unbiased predictor model (HBLUP) collected on single flight dates based on
different H relationship matrices, including all available 400 bands (Han), bands with
heritability > mean heritability across wavelengths (Hn2), and only selected bands
(Hvsel) for 274 winter rye hybrids. Mean values are shown above each box plot and are
significantly different when headed by no letter in common (Tukey’s honestly
significant difference test; a =0.01%). The mean prediction ability across all models
and flight dates is denoted by the dashed black line.
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Supplementary Fig. S6 Prediction ability for dry matter yield of single-kernel
(Genomic best linear unbiased predictor, GBLUP and Hyperspectral best linear
unbiased predictor, HBLUP), multi-kernel (G+H), and bivariate (Bivariate G+H)
models trained in four different training set (TRN) sizes for 274 winter rye hybrids.
Models were tested under validation scenario S1. TRN sizes in percentage are
shown at the top of each subplot. Mean values are shown above each box plot and by
black triangles. Means headed within the same TRN size by no letter in common are
significantly different (Tukey’s honestly significant difference test; a =0.01%).
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Supplementary Fig. S7 Discriminant analysis of principal components (DAPC)
showing the clustering pattern of 274 winter rye hybrids across eight environments
based on hyperspectral reflectance data. Scatter plot (A) for the first two discriminant
functions (DA) including at the top left the PCA eigenvalues retained (in black) and at
the bottom left the variation explained by each DA eigenvalues. Densities of individuals
on the first (B) and the second (C) DA are also displayed.
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Abstract

Key message Hyperspectral data is a promising complement to genomic data to predict biomass under scenarios of
low genetic relatedness. Sufficient environmental connectivity between data used for model training and validation
is required.

Abstract The demand for sustainable sources of biomass is increasing worldwide. The early prediction of biomass via indi-
rect selection of dry matter yield (DMY) based on hyperspectral and/or genomic prediction is crucial to affordably untap
the potential of winter rye (Secale cereale L.) as a dual-purpose crop. However, this estimation involves multiple genetic
backgrounds and genetic relatedness is a crucial factor in genomic selection (GS). To assess the prospect of prediction using
reflectance data as a suitable complement to GS for biomass breeding, the influence of trait heritability (H?) and genetic
relatedness were compared. Models were based on genomic (GBLUP) and hyperspectral reflectance-derived (HBLUP)
relationship matrices to predict DMY and other biomass-related traits such as dry matter content (DMC) and fresh matter
yield (FMY). For this, 270 elite rye lines from nine interconnected bi-parental families were genotyped using a 10 k-SNP
array and phenotyped as testcrosses at four locations in two years (eight environments). From 400 discrete narrow bands
(410 nm-993 nm) collected by an uncrewed aerial vehicle (UAV) on two dates in each environment, 32 hyperspectral
bands previously selected by Lasso were incorporated into a prediction model. HBLUP showed higher prediction abilities
(0.41 — 0.61) than GBLUP (0.14 — 0.28) under a decreased genetic relationship, especially for mid-heritable traits (FMY
and DMY), suggesting that HBLUP is much less affected by relatedness and H?. However, the predictive power of both
models was largely affected by environmental variances. Prediction abilities for DMY were further enhanced (up to 20%)
by integrating both matrices and plant height into a bivariate model. Thus, data derived from high-throughput phenotyping
emerges as a suitable strategy to efficiently leverage selection gains in biomass rye breeding; however, sufficient environ-
mental connectivity is needed.

Keywords Biomass - Genetic relatedness - High-throughput phenotyping - Genomic prediction - Prediction ability - Rye

Introduction

Communicated by Thomas Lubberstedt. Worldwide, the consumption of energy obtained from

54 Thomas Miedaner renewable origins, especially bio-based sources, is rising

thomas.miedaner @uni-hohenheim.de (World Bioenergy Association 2019). In the European
Union (EU), for instance, the share of renewable energy
is expected to be between 55 and 75% of the total energy
consumption in 2050, increasing in proportion the needs
for biomass (European Commission 2011). New policy
directives have established sustainability guidelines for
bioenergy production (European Union 2010). For exam-
ple, in Germany, the principal European biogas producer,
the permitted share of maize (Zea mays L.) as the most
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common fermentation substrate has been limited to 44%
by 2021 (Renewable Energy Sources Act “EEG”, EEG
2017). Thus, suitable alternatives are welcome to diversify
maize-based biomass production.

Among the small-grain cereals, winter rye (Secale cere-
ale L.) stands out for its vigorous growth and enhanced
tolerance to abiotic and biotic stress factors. Europe is
the largest rye grower worldwide covering about 81% of
the global area with Russia, Poland, and Germany being
the main producers (FAO 2019). In a previous study, rye
demonstrated its high dry matter yield (DMY) potential
even on sandy soils and under drought stress (Galan et al.
2020a). Under these conditions, rye yielded 8.4 t dry
matter ha—', and under better environmental conditions,
yields were up to 14.7 t dry matter ha~'. Rye can, there-
fore, represent a suitable alternative for biomass produc-
tion in a variety of agroecological conditions, including
areas where the cultivation of other cereal crops would not
be competitive (Geiger and Miedaner 2009). Considering
that three quarters of the rye harvest is used for non-food
purposes, rye appears as a sustainable alternative source
of biomass (Geiger and Miedaner 2009; Miedaner et al.
2012).

In Germany, only 4 rye varieties are currently registered
for whole plant silage (Bundessortenamt 2019). Rye is, how-
ever, mainly bred for grain yield (GY; Haffke et al. 2014)
which is, in the breeding scheme proposed here, already
assessed in the first year of general combining ability testing
(GCA-1), generally sharing only less-related genotypes over
the years (Suppl. Fig. 1). Then, within each selection cycle,
a selected fraction of GCA-1 is re-evaluated for GY and
additionally for DMY by destructive methods in duplicated
GCA-2 experiments the following year, mainly due to the
high costs of assessing DMY in a large GCA-1 population.
At these first selection stages, the enhancement of DMY is,
therefore, heavily dependent on the adequate exploitation of
indirect selection (Falconer and Mackay 1996).

Higher selection gains have been reported when plant
height (PH) was used as a secondary trait instead of GY to
indirectly estimate DMY in hybrid rye (Haffke et al. 2014;
Galéan et al. 2020a). Recently, multi-kernel models jointly
using reflectance and genomic data as alternative sources
of information and bivariate models including also the rou-
tinely assessed PH were suggested as superior strategies to
leverage rye as a dual-purpose crop in an affordable manner
for the breeder (Galan et al. 2020b). By this, the available
genetic variation present in the GCA-1 population may be
better exploited without the need to duplicate these large-
scale trials and, therefore, the selection gain for DMY could
be further enhanced. In consequence, fewer and superior
DMY-genotypes being tested in GCA-1 trials could be iden-
tified, reducing the amount of capital, time, and labor needed
to conduct the destructive sampling of DMY in GCA-2
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trials. In this context, the non-destructive assessment of
DMY at earlier stages arises as a crucial prerequisite.

Imaging-based phenotyping quantitatively measures the
interaction (e.g., absorbance, reflectance, or transmittance of
photons) between the incident light and plant tissues, which
at specific regions of the electromagnetic spectrum is linked
to a wide range of morphological and physio-chemical can-
opy properties (Li et al. 2014). As observed by Rincent et al.
(2018), this interaction is mainly mediated by the chemical
composition of the tissues, which is itself determined by
endophenotypes, intermediate molecular phenotypes asso-
ciated with a quantitative trait (Mackay et al. 2009), and
genetics. Thus, based on reflectance data, high-throughput
phenotyping (HTP) can acquire a considerable amount of
detailed phenotypic information of key traits from a large
number of genotypes, emerging as a valuable breeding tool
(Montes et al. 2007; Cabrera-Bosquet et al. 2012; Wiirschum
2019).

Examples of the application of HTP in plant breeding
are among others, the estimation of above-ground biomass
(Babar et al. 2006; Montes et al. 201 1; Busemeyer et al.
2013; Fu et al. 2014; Barmeier and Schmidhalter 2017; Yue
et al. 2017, 2018) as well as GY, plant responses to biotic
and abiotic stress, nitrogen use efficiency, nutrient status,
early plant vigor, seeds quality traits, leaf physiology and
biochesmistry, vegetation cover fraction, and leaf area index
(reviewed by Fahlgren et al. 2015; Yang et al. 2017; Wiir-
schum 2019). Therefore, it has been proposed to remotely
phenotype large breeding populations in a reliable and cost-
effective manner (Furbank and Tester 2011; White et al.
2012). HTP platforms, including uncrewed aerial vehicles
(UAVs) such as drones mounted with hyperspectral cam-
eras, can simultaneously collect hundreds of high-resolution
images, screening the electromagnetic spectrum (from 400
up to 2500 nm) in a continuous mode (Araus and Cairns
2014). Consequently, this noninvasive technology represents
a valuable tool for the improvement of complex traits (Finkel
2009; Fiorani and Schurr 2013).

Genome-wide molecular markers integrated into genomic
selection (Meuwissen et al. 2001) have been successfully
applied in several study cases in hybrid rye breeding for rel-
evant traits, e.g., GY and GY components (Auinger et al. 2016;
Bernal-Vasquez et al. 2017; Miedaner et al. 2019). Moreover,
in previous studies, reflectance fingerprints recorded by HTP
platforms represented a valuable tool to improve the prediction
ability of DMY in hybrid rye of models based on agronomic
(Galan et al. 2020a) and genomic information (Galan et al.
2020b). These studies have shown the benefits of integrating
hyperspectral and molecular information for predicting DMY
of unphenotyped candidates within single or closely related
populations. The proposed models were cross-validated, where
rye lines derived from the same cross were randomly allocated
to the training (TRN) or validation (VAL) sets. Considering
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the breeding scheme at hand, where DMY is tested at later
stages, predictions of candidates of subsequent selection
cycles, where TRN and VAL correspond to different, largely
independent genetic backgrounds, would be of utmost inter-
est. This “across-cycles” prediction would allow, for instance,
estimating the DMY performance of GCA-1 candidates (being
tested only for GY at this stage) by training the model with
GCA-2 phenotypic data from one or several previous selection
cycles (Suppl. Fig. 1). It is under these scenarios where the
largest contribution of predictive breeding towards an afforda-
ble dual-purpose rye breeding program is expected. If the data
available consist of multiple connected cycles, breeders could
consider to combine them to improve the predictive power of
models (Auinger et al. 2016).

However, the predictive power of GS critically depends
on a close relationship between TRN and VAL (Habier et al.
2007; Miedaner et al. 2019). Reduced or even negative pre-
diction accuracies were reported for GS among less related
bi- and multiparental families in several crops, including
wheat (Herter et al. 2019), maize (Riedelsheimer et al. 2013;
Lehermeier et al. 2014), sugar beet (Wiirschum et al. 2013),
and barley (Thorwarth et al. 2017). Similarly, genomic pre-
diction models showed modest prediction ability for complex
traits in rye (e.g., GY) when applied between bi-parental fami-
lies even though they were connected by a common parental
line (Wang et al. 2014). Here, the question of whether alterna-
tive or complementary approaches to GS for leveraging pre-
diction accuracies across less connected datasets emerges as
highly relevant for biomass breeding in rye.

The aim of our study was, therefore, to answer this ques-
tion by evaluating and comparing genomic- and hyperspectral-
enabled predictions for three biomass-related traits (DMY,
FMY, and DMC) in rye under a varying degree of related-
ness between TRN and VAL. Additionally, the advantages of
combining different sources of information in multi-kernel
and bivariate models to leverage the prediction of DMY were
evaluated. We employed 270 winter rye lines from nine inter-
connected bi-parental families, including their parental com-
ponents tested as testcrosses in 8 environments (= location-
year combination). While keeping the TRN size constant, our
specific objectives were to perform (1) prediction of progenies
from half-sib and unrelated parents, (2) prediction using only
progenies from unrelated parents, and (3) prediction of new
progenies in a new environment.

Materials and methods

Plant materials, field experiments, hyperspectral
and molecular data

The plant materials, field experiments, molecular and
hyperspectral data analyzed in the present study have been

described before in detail by Galén et al. (2020b). In short,
ten diverse parental lines of the Petkus (seed parent) gene
pool were crossed following a single-round robin design
(Verhoeven et al. 2006). F1 progenies were derived from
each of the chain crosses, i.e., line 1 Xline 2, line 2 X line 3,
..., line 10xline 1. After self-fertilization of single F1 plants
for four consecutive years (S, generation), 264 recombinant
inbred lines (RILs) were obtained. The ten bi-parental fami-
lies ranged from 4 up to 32 RILs (Supp. Fig. S2) and were
clearly distinct in a principal component analysis (PCA)
based on molecular data with little overlap between unre-
lated crosses in the first two dimensions (Supp. Fig. S3). A
total of 274 three-way hybrids [(A e B) X C] were produced
from the cross of these 264 RILs and their ten parental com-
ponents with a single-cross tester from the opposite (pollina-
tor) gene pool. They were evaluated in two adjacent trials
laid out as a resolvable incomplete block design (a-lattice
design) with two replicates in 2017 and 2018 at each of four
ecologically different locations (Bernburg, Petkus, Wohlde
and Prislich) in Northern Germany (i.e., eight location-year
combinations hereafter referred as “environments”). All 274
testcrosses were used for estimating means, variance compo-
nents, and heritabilities (Table 2), whereas 4 genotypes were
not considered for prediction modeling as described in later
sections. Plots were harvested at the late milk stage (Meier
1997) to get the respective fresh biomass yield (FMY, dt
ha™!) per plot. During harvest, representative samples of
about 1000 g were weighed from each plot and oven-dried
to a constant weight at 110 °C. Dry matter content (DMC,
%) was determined by weight differences. Then, DMY (dt
ha™") per plot was estimated as DMY =FMY x DMC/100.
Also, PH (cm) was recorded at each plot.

During the grain-filling stage, an UAV (Camflight
FX8HL, Sandnes, Norway) fitted with a hyperspectral cam-
era (HySpex Mjolnir V-1240, Skedsmokorset, Norway)
collected reflectance fingerprints consisting of 400 bands
(410 nm — 993 nm) for all genotypes in all environments.
The UAV flew at about 25 m above plots, around solar noon-
time two times per environment (except in Bernburg 2017
where only one flight took place). Then each plot was iden-
tified on the obtained images by a polygon. Raw data were
radiometrically calibrated (HySpex PostProcessor Version
1.2) and normalized based on the incident sunlight as well
as orthorectified and georeferenced via the PARGE Software
(ReSe Applications LLC, Wil, Switzerland). Lastly, all data
points within each wavelength and polygon were averaged,
resulting in one spectrum per plot. Then, these data were
transferred to a tabular data frame, including the computed
reflectance values of all bands for all genotypes for further
analysis.

The 264 RILs and their ten parental components were also
genotyped with an [llumina INFINIUM chip with 9,963 sin-
gle nucleotide polymorphisms (SNPs) assays (KWS SAAT

@ Springer

44



1412

Theoretical and Applied Genetics (2021) 134:1409-1422

SE & Co. KG, Einbeck, Germany). Data quality analysis
consisted of the exclusion of SNPs showing more than 10%
missing values or a minor allele frequency (MAF) <0.05.
Missing values in the remaining data were then imputed by
the software Linkimpute (Money et al. 2015). Then, data
were again screened for MAF < 0.05. After this procedure,
6,420 markers remained for further analyses.

Phenotypic data analysis

The analyses were based on adjusted entry means (best lin-
ear unbiased estimators, BLUESs) for all agronomic traits
estimated within and across environments for subsequent
incorporation into prediction models. The combined analysis
across environments as well as the data adjustment within
single environments were conducted following model (1)
and model (2) from Galan et al. (2020b), respectively. The
full model can also be found in the Supplementary File 1.
For the analysis across environments within the same year,
the year main effect and corresponding interactions with
genotypes were dropped from the mixed model. Phenotypic
data were filtered for outliers at the trial level using the Bon-
ferroni-Holm test (Bernal-Vasquez et al. 2016). Bands were
deleted from plots identified as an outlier for DMY.

Stage-wise procedure for biomass traits prediction

The incorporation of genomic and hyperspectral data for
predicting DMY, FMY, and DMC was conducted by a three-
stage procedure (Piepho et al. 2012). This analysis, together
with the corresponding linear mixed and prediction models
employed at each stage, was previously described in detail in
Galan et al. (2020b). All statistical analyses were performed
within the R-environment v. 3.4.4 (R Core Team 2018).

In the first stage of this analysis, bands were adjusted
across flight dates per environment. Then, the obtained
adjusted entry means (BLUEs) were used in the second stage
for the estimation of BLUEs per genotypes across environ-
ments. At this second stage, heritability (H?) was estimated
for all agronomic traits and each band across environments
as

H> =

(o}

e o
+
<l

where Vv is the mean variance of a difference of two adjusted
genotype means (BLUEs) estimated for phenotypic and
hyperspectral data (Piepho and Mohring 2007). BLUEs
of genotypes were calculated with the software package
ASReml-R v. 3.0 (Gilmour et al. 2009).

In the third stage, the phenotypic and hyperspectral
BLUESs were used for fitting prediction models to estimate
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best linear unbiased predictions (BLUP) of genotypic effects
for each agronomic trait based on genetic and hyperspectral
data. Two single-kernel prediction models were fitted with
genetic (genomic BLUP, GBLUP) or hyperspectral (hyper-
spectral BLUP, HBLUP) data with n=270 individuals,
based on the m=6,420 conserved SNP markers or =32
bands, respectively.

For GBLUP, the random genetic values (effects) were
estimated based on genetic data incorporated into G, a
genomic additive relationship matrix (Habier et al. 2013). G
was calculated with the synbreed package (Wimmer et al.
2012) in R according to the “method I’ of VanRaden (Van-

- =M - ;
Raden 2008) as G = T where Z =M - P, M is the

nxm marker matrix reflecting the SNP genotype of nth indi-
vidual at the mth SNP position the of alleles coded as 0, 1,
and 2 for A|A |, A A,, and A,A,, respectively, P contains a
n X m matrix of allele frequencies multiplied by 2, p; is the
allele frequency of the ith allele. For the prediction scenario
S2 (described below), the GBLUP model was adapted from
the model (7) in Bernal-Vasquez et al. (2017) as
y=Xb+Zu, + Z,u, +e (1)
where y is the vector of BLUEs of genotype trait values
obtained from within-environments, X is the design matrix
of the environments, f is the vector of environments effects,
Z, is the marker matrix for genotypes, and u, the vector of
marker effects. The genotype-by-environment effects is mod-
elled by w = Z,,u,,, with Z,, standing for the marker matrix
for genotypes-by-environment effects and u,, the vector of
marker-by-environment effects with variance
var(ug, ) = Io?, thus var(w) = deZ;o-:e. Z,, is a block-
diagonal matrix with blocks given by the marker coefficient
matrices of genotypes in a given environment (de,-) and for
the eight environments considered in the present study, it can

del 0 0
be definedas| O . O |]. The variance of w stands for
0 0 deg

the linear structure of the genotype-by-environment vari-
ance—covariance matrix with the covariance of two geno-
types within the same environment depending on the simi-
larity in their marker profiles (Piepho 2009). Since the
covariance among different environments is zero, any covar-
iance between environments is captured by Z,.

As a measure of the genetic similarity among all n can-
didates, the Pearson’s coefficients of correlation among
rows of M were calculated. Based on their SNP alleles, this
genomic correlation (rg) reflects the correlation pattern
among individuals (Riedelsheimer et al. 2013). In contrast,
for HBLUP the estimation of the random genetic values was
based on reflectance data integrated into the hyperspectral
reflectance-based relationship matrix H defined as H = DD/,
where D is a n X b hyperspectral matrix of the standardized
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BLUEs of the bands, with b=32. These 32 bands belong to
the visible spectrum (VS) and the infrared radiation (IR),
and they were selected in a previous study (Galén et al.
2020b) using the least absolute shrinkage and selection
operator (Lasso; Tibshirani 1996) for reducing the multicol-
linearity observed among continuos bands and increasing,
therefore, the predictive power of reflectance-based mod-
els. Following the same procedure as described before for
T¢e» @ second correlation () among tested genotypes was
developed based on hyperspectral data incorporated into H’,
which was derived from b =400 available bands. By this, the
correlation pattern among lines was estimated based on their
unique reflectance fingerprints along the whole spectrum.

For the prediction scenario S1B (described below), the
advantages of integrating different information sources to
improve the predictive ability of DMY were assessed fol-
lowing the procedures described in Galan et al. (2020b).
For this, genetic and hyperspectral data were combined in
a multi-kernel prediction model (G +H), which was further
extended to a bivariate model (Bivariate_G + H) by incor-
porating PH a as predictor.

All third-stage prediction models were fitted using the
sommer package in R (Covarrubias-Pazaran 2016), except
model (1), which was fitted within the R package ASReml-R
v. 3.0 (Gilmour et al. 2009).

Prediction schemes

To address the objectives of the present study, nine bi-paren-
tal families with a size of 24 to 32 individuals (Suppl. Fig.
S2) and their parental components were divided into TRN
and VAL following different schemes. The family 4 X 5 was
not considered due to its reduced size (n=4). The TRN com-
position varied in a controlled manner for testing the effect
of the relatedness between this set and VAL on a genotypic
level (S1) and both genotypic and environmental levels
simultaneously (S2). An overview of the different predic-
tion schemes is given in Table 1.

In S1, three different scenarios were analyzed, namely
S1CV, S1A, and S1B, which have a decreasing genotypic
relationship between TRN and VAL. Scenario SICV

consisted in ninefold cross-validation (CV) of the whole
data set (the nine bi-parental families and their parental
components), with eight folds were used for model train-
ing and the remaining fold for validation purposes. In con-
trast, in S1A and S1B, a leave-one-out (LOO) family vali-
dation scheme was followed. Here, TRN ranged from six
to eight bi-parental families, and VAL consisted of single
families with variable size. Whereas in S1A half-sibs (HS)
and unrelated lines (UR) were sampled in TRN, in S1B, it
included only UR. Parental lines of VAL were available for
model training only in S1CV. In contrast, under S1A and
S1B, the parents of the validation family were excluded
from TRN. The remaining eight parents were considered
as UR and could be incorporated accordingly. Genotypes
were classified as “unrelated” to distinguish this cross type
from FS and HS and, therefore, this term does not have the
same meaning as in a population genetics.

To avoid the influence of the TRN size on the prediction
ability, for all three scenarios, the TRN size was fixed to
174, which was the largest possible common size among
scenarios. If TRN was initially larger than 174, a random
sampling without replacement was conducted among
possible candidates in order to achieve the targeted size
of 174. This procedure was repeated 9,000 times, each
repetition consisting of a random composition of TRN to
assess model error. The phenotypic and hyperspectral data
included in S1 validation scenarios were adjusted across
the same four (within-year analysis) or eight (combined
years analysis) environments.

In S2, the predictive power of models was assessed by
a LOO family validation scheme, as described above for
S1. An important difference between S1 and S2 scenarios,
is that for S2, data not connected to TRN, either by envi-
ronments nor by genotypes, was used as VAL. For this,
data for model training was collected on UR from six to
seven bi-parental families at three or seven environments,
while validation data came from single families of variable
size evaluated at a fourth or eighth disconnected environ-
ment, for the within-year or combined years predictions,
respectively.

Table 1 Overview over the

D i} Name TRN? VAL Relationship No. environments
validation scenarios (TRN, sample db
training set; VAL, validation
set; UR, Unrelated; HS, Half TRN VAL
sibs; FS, Full sibs; P: Parental
lines) S1CV 8 random folds 1 Random fold UR+HS+FS+P 8 8
S1A 8 families 1 Family UR+HS 8 8
S1B 6 or 7 families 1 Family UR 8 8
S2 6 or 7 families 1 Family UR 7 1
*The TRN size remained constant across all S1-scenarios (n=174)
Corresponds to combined years predictions
@ Springer

46



1414

Theoretical and Applied Genetics (2021) 134:1409-1422

For all prediction schemes, prediction ability was
assessed as the Pearson’s coefficients of correlation r
between predicted breeding values and observed BLUEs
derived from the combined analysis across environments

1x2  2x3  3x44x55x6 6x7 7x8 8x9 9x10 10x1
1%2 i a1 i |
s 0.07 (| 0.13 |0.10| 0.00 |-0.02|-0.04 | 0.06
2x3  HS |84 0.25 || 0.05 |0.09| 0.03 |-0.06|-0.03|-0.05
3x4 UR | HS [ | 0.010.08| 0.07 |-0.01-0.05/-0.02
4x5 ——— =
5x6 UR | UR | UR |[4é0.22) 0.05 |0.02 (-0.04(-0.01
6x<7 UR | UR | UR || HS |8 -0.05( 0.02
7x¢ UR | UR | UR || UR |HS |, 5-(-0.05(-0.03

8x9 UR | UR | UR UR | UR| HS

9x10 UR | UR | UR UR | UR| UR

10x1 HS | UR UR UR [UR| UR

Genomic correlation

| . TS
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Fig. 1 Heatmap showing the relatedness based on prior pedigree
information (below diagonal) and the genomic correlation (above
diagonal) among 264 rye lines distributed among ten bi-parental
families. The numbers in the blocks refer to average genomic correla-
tions between all pairs of individuals. FS, full sibs; HS, half sibs; UR,
unrelated (color figure online)

Fig.2 Histograms of (A) A
genetic similarity and (B)
hyperspectral similarity for full
sibs (FS), half sibs (HS), and
unrelated (color figure online)
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for S1 and data adjustment within single environments
for S2.

Results

Population structure, phenotypic and hyperspectral
data analysis

The population showed a genomic correlation pattern
(Fig. 1), which clearly reproduces the SRR mating design
used in the present study (Suppl. Fig. S2). Thus, the mean
genomic relationship among full sibs (FS), half sibs (HS),
and unrelated lines (UR) followed the expected decay based
on prior pedigree information (Fig. 2a). Nevertheless, a
substantial overlap between the r- values from HS with
FS and UR was observed. The mean r;- among the nine
FS families was 0.55, with a range from 0.61 to 0.46. For
HS, the average r;- was 0.27, almost the mean between FS
and UR (0.01). The highest r;- among HS was 0.38, while
the smallest correlation coefficient was 0.06. Among UR,
rge ranged from 0.04 to —0.04. Interestingly, no clear dis-
tinction among lines could be drawn based on reflectance
data (Fig. 2b). The ry for FS, HS, and UR was close to
zero, with mean estimates equal to 0.07, zero, and — 0.09,
respectively.

In 2017, FMY and DMY had higher mean estimates than
in 2018 (Table 2). In the first year, these values were 355.96
dt ha™' and 124.18 dt ha™', respectively, whereas in the
second year, they dropped correspondingly to 304.82 dt
ha™! and 114.68 dt ha™'. The contrary was observed for
DMC, which showed a higher mean in 2018 (38.84%) than
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Ta'?'e 2 Means,. ranges, Trait® Means and ranges Variance components H?
estimates of variance
components (genotypic, Mean Min Max g§ 521 o'ﬁlv o?
aé; genotype-by-location 2 -
interaction, o;; genotype-by- 2017
ye;ar-by-loca.tion interactizon, FMY (dtha™™') 35596 332.85 386.17 41.61%% 4376%+% _ 190.02  0.56
0> and residual error o), DMY (dtha™))  124.18 11663 13174  497%%%  604%%  _ 1662 0.53
heritabilities H* determined - -
from 274 winter rye hybrids DMC (%) 35.24 34.02 37.06 0.23 0,04 - 0.36  0.80
assessed in two years, which 2018
were individually or combined FMY (dt ha™") 304.82 28492  323.87  25.80%*% 27 ]5%kk 213.14 0.46
analyzed DMY (dtha™") 114.68 10585 122.31 5.85%kk 6 ]k 2622 0.54
DMC (%) 38.84 37.21 40.62 0.27%%% (), 13 - 1.51  0.70
Combined
FMY (dt ha™") 330.68 312.29 35191  21.31%**  1515%kx  19.04%%% 203.13 0.47
DMY (dtha™") 119.48 11331 126.33 3.4k D 54k 3,64 2149 0.50
DMC (%) 37.02 35.74 38.45 0.23%*k% (.02 0.077%* 094 0.81

Traits are fresh matter yield (FMY), dry matter yield (DMY), and dry matter content (DMC)
“Significant at the 0.001 probability level

in 2017 (35.24%). The estimated genotypic variance (Gj)
was significantly greater than zero (p <0.001) for all traits.
With one minor exception, the same holds for the genotype-
by-location interaction (o-ﬁl) and genotype-by-location-by-
year interaction (O-;Zy) variances. The estimates of H> were
in general higher in 2017 than in 2018. DMC displayed the
higher H? estimates, which ranged from 0.70 to 0.81,
whereas H? for FMY and DMY varied from 0.46 to 0.56.
Across the analyzed hyperspectral spectrum, H? was highly
heterogeneous. The mean value across the 32 selected
hyperspectral bands (Suppl. F4) was higher when both years
were analyzed together (H? = 0.63), followed by 2018
(H? = 0.54) and 2017 (H? = 0.43). Mean correlations with
agronomic traits (considering absolute values) were rather
low for all traits (» <10.16l) with relatively broad ranges (up
to r <10.411, Suppl. Fig. S4). FMY mostly displayed the
highest correlation estimates, followed by DMY and DMC.

Prediction abilities under declining genotypic
relationships (S1)

Overall, HBLUP was significantly more accurate than
GBLUP for FMY and DMY, while the opposite was
observed for DMC (Fig. 3). Combining the data across
years was beneficial for HBLUP for all traits, and in the
case of GBLUP only for DMC, while for FMY and DMY,
GBLUP was mostly more accurate within single-year analy-
sis. The highest prediction abilities for all models and traits
were observed under validation scenario S1CV, which has
the closest relationship between genotypes used for model
training and validation, followed by scenarios S1A and S1B
(Fig. 3). However, the impact of a reduced degree of genetic

relatedness between TRN and VAL on the prediction abil-
ity was unequal between models. Interestingly, the reduc-
tion of the predictive power of GBLUP was considerably
higher than for HBLUP when validated on less related sets.
For instance, under SICV for DMY adjusted across years
(Fig. 3), GBLUP showed a prediction ability of 0.56, while
it dropped to 0.37 and 0.20 under scenarios S1A and S1B,
respectively. This represents a decay of about one third and
two thirds, respectively. In contrast, the prediction abilities
of HBLUP were more stable since they ranged between 0.58
(SICV) and 0.51 (S1B). Thus, HBLUP retained about 90%
of the predicted power shown under SICV when predicting
UR genotypes (S1B). A similar trend was observed for all
other traits within as well as across years. The prediction of
DMY in validation scenario S1B could be further enhanced
by a bivariate model combining hyperspectral and genomic
data as well as PH (up to 0.58, Fig. 4). In contrast, the pre-
dictive power of the multi-kernel model was very similar
to the achieved by HBLUP, although a slight reduction in
the variability of the predictions was observed in 2017 and
combined-years analysis.

Predicting environmentally and genetically
unconnected candidates (S2)

In the present study, the prediction models were additionally
trained on unrelated data, either at a genotypic or environ-
mental level, with the data used for model validation (sce-
nario S2). Under S2, the prediction abilities of all models
for all traits was significantly lower and displayed broader
ranges when compared to their performance under S1
(Fig. 3). Under S2, HBLUP was also mostly more accurate
than GBLUP for FMY and DMY, while the opposite was
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Fig. 3 Prediction abilities for 2017 2018 Combined
dry matter content (DMC) 05 $$ $ i $ E E ? f f -
of genomic (GBLUP) and i i E =
hyperspectral (HBLUP) best 0.0 %
linear unbiased predictions -05 '
under four different validation da eb f c ca eb fb g da eb fc f
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Fig.4 Prediction abilities for dry matter yield of single-kernel
(Genomic best linear unbiased predictor, GBLUP and Hyperspectral
best linear unbiased predictor, HBLUP), multi-kernel (G+H), and
bivariate (Bivariate_G+H) models assessed across two years (2017
and 2018), which were individually and combined analyzed. Models

observed for DMC. Ranges of mean prediction ability of
HBLUP for FMY, DMY, and DMC were from 0.11 to 0.36,
from 0.14 to 0.25, and from -0.06 to 0.18, respectively, while
for GBLUP ranges lay between —0.02 to 0.15, 0.02 to 0.10,
and 0.15 to 0.16, respectively. In contrast to S1, no clear
benefits of combining the data collected across years were
observed under the S2 validation scheme.
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were tested under validation scenario S1B. Mean values are shown
above each box plot and by black triangles and are significantly dif-
ferent, within each subplot, when no letter in common is shared
(Tukey’s honestly significant difference test; o = 0.01) (color figure
online)

Discussion

The accurate prediction of biomass at early stages via indi-
rect selection for DMY based on GY trials is a fundamen-
tal requirement for the implementation of a resource-effi-
cient dual-purpose breeding program in rye. In this way,
the entire genetic variance could be exploited, leveraging
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the expected selection gain. In our breeding program, each
year represents a new selection cycle, where genotypes
with different genetic backgrounds are evaluated in new
GCA trials. The prediction of subsequent selection cycles
implies an additional challenge since the data used for
model training and validation are highly unconnected.
Nevertheless, it is mainly under this scenario that breed-
ing programs can benefit the most because the biomass
improvement can be conducted at the first stage of test-
cross evaluation without an increase of the number of field
plots. The objective of this study was, therefore, to assess
and compare the prediction ability of genetic and hyper-
spectral data under varying genetic relationships between
the training and validation sets.

Influence of the genetic composition
of the TRN and traits characteristics

The degree of relatedness between individuals used for
model training (TRN) and validation (VAL) directly influ-
enced the prediction ability of all models; however, this
impact was remarkably lower for HBLUP than for GBLUP
(Fig. 3). The prediction abilities observed under scenario
S1CV can be considered as an upper limit, where model
training is performed across FS, HS, UR, and parental
lines of genotypes used for model validation. Then, a
systematic reduction in the predictive performance of all
models accompanied the exclusion of genotypes geneti-
cally closest to VAL. The exclusion of FS and parental
lines from TRN (S1A) represented, averaged across sin-
gle and combined years analyzes and traits, a reduction
of about 40% on the performance of GBLUP, while the
further removal of HS signified an additional penalization
of around 20%. The larger drop in the prediction abili-
ties observed for S1A compared to those of S1B can be
explained by the asymmetrical relevance of using closest
relatives for genomic model training (Albrecht et al. 2011;
Technow et al. 2014; Juliana et al. 2019). In contrast to
GBLUP, the penalization observed for HBLUP in S1A
was, on average, only nearly 15% and an additional 6% in
S1B, allowing this model to show the highest prediction
abilities between the single-kernel models in these scenar-
i0s. Model performance was also dissimilar across traits.
GBLUP showed mostly the higher abilities for DMC,
whereas HBLUP performed better for FMY and DMY.
The differences in predictive abilities are most likely a
consequence of both trait H? and the different information
sources used by GS and reflectance-based models.

To adequately predict the performance of untested can-
didates, genomic models exploit the genetic relationships
between them and individuals whose genotypic and phe-
notypic information is available, as previously shown in

many empirical and simulation-based studies in animal
and plant breeding (Habier et al. 2007 2010; Roos et al.
2009; Pszczola et al. 2012; Riedelsheimer et al. 2013;
Wiirschum et al. 2013; Crossa et al. 2014; Lehermeier
et al. 2014; Technow et al. 2014; Wang et al. 2014; Thor-
warth et al. 2017; Herter et al. 2019). In line with these
observations, our results also showed that the predictive
power of GS dropped substantially when predictions are
made among lowly related populations. For predictions
across subsequent cycles in rye, GS could represent a
suitable strategy when TRN is represented by aggregated
multi-year data from several cycles (Auinger et al. 2016;
Bernal-Vasquez et al. 2017). Nevertheless, the authors of
these papers concluded that GS still relies heavily on a
sufficient relationship between predicted candidates and
those used for model training. Selection cycles need, for
instance, to be connected by a sufficient number of com-
mon ancestors. This prerequisite may not be easily ful-
filled in practical rye breeding since subsequent breeding
cycles usually are largely unconnected. In addition, the
success of GS depends, among others, on trait related fac-
tors, such as heritability (Jia and Jannink 2012; Marulanda
et al. 2015). Thus, the better and less variable GBLUP
performance observed for DMC (Fig. 3) is likely explained
by the larger H? estimated for this trait in comparison to
FMY and DMY (Table 2).

The reflectance fingerprints of the genotypes were more
similar than their allelic status across relationship groups
(Fig. 2), suggesting that the information imprinted among
the spectrum is less sensitive to genetic distinctiveness
among individuals than molecular data. These observations
can explain why reflectance data allowed higher prediction
abilities than marker data under decreased genetic relation-
ships between TRN and VAL. In contrast to GBLUP, more
highly heritable traits were not better predicted by HBLUP.
In turn, for HBLUP to perform well, plant canopies should
display specific absorption patterns related to some extent
to the trait of interest as shown, for instance, by the cor-
relations between the analyzed traits and bands. The most
effectively predicted traits (FMY and DMY) showed higher
correlations than the lowest predicted trait (DMC, Suppl.
Fig. S4). Thus, the higher performance of HBLUP for FMY
and DMY might be explained by the higher informative-
ness of the collected reflectance data for those traits than
for DMC. Since the absorption of water and DMC is almost
constant across the visible spectrum and the absorbance of
these two features starts around 950 nm (Jacquemoud et al.
2000), where our spectrum was from 410 nm to 993 nm,
further research could investigate the prospects of HBLUP
based on reflectance data beyond 1000 nm to better predict
DMC.

Several strategies have been investigated for tak-
ing advantage of reflectance data in predictive breeding.
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Summarizing the reflectance characteristics of plants into
simple vegetation indices (VIs) has been proposed to assess
vegetation characteristics of interest like grain and biomass
yields under different environmental conditions (Xue and
Su 2017). However, prediction models benefited the most by
the exploitation of whole-spectrum data (Aguate et al. 2017;
Montesinos-Lépez et al. 2017b; Krause et al. 2019; Galan
et al. 2020b). Recently, highly heritable VIs genetically cor-
related with the trait of interest such as the Normalized Dif-
ference Vegetation Index (NDVI; Rouse et al. 1974; Tucker
1979) and the green NDVI (GNDVI; Gitelson et al. 1996),
have been incorporated as secondary traits into multivariate
pedigree and genomic prediction models to increase accu-
racy within the same wheat population and selection cycle
(Rutkoski et al. 2016; Sun et al. 2017) as well as across
selection cycles composed by closely related populations
(Sun et al. 2019). Juliana et al. (2019) found that similar
multivariate equations were superior to univariate genomic
prediction models when predicting across populations and
years. Still, the relationship between TRN and VAL was
found crucial also for multivariate models, although the pop-
ulations used for model training and validation were geneti-
cally related to some extent, and predictions were made
within the same stressed environments. The results of the
present study also showed that combining hyperspectral and
genomic data in a multi-kernel model yielded only limited
advantages over HBLUP for DMY prediction of less related
progenies (Fig. 4). In this context, the prediction ability for
DMY could be further increased up to 20% by a bivariate
model including also PH. Nevertheless, the performance of
G +H and the bivariate model in the present study were
lower than when used for DMY prediction of highly related
rye progenies, as reported in a previous research (Galan et al.
2020b). These findings reveal, on the one hand, the advan-
tages of incorporating HTP data into prediction routines,
and, on the other hand, the limits of GS in the context of
across cycle predictions.

Prediction of new genotypes in untested
environments

In validation scenario S1B, UR genotypes were assessed
across the same environments (Table 1). In contrast, in S2,
unrelated individuals were tested under new environmental
conditions, allowing the simultaneous assessment of the gen-
otypic and environmental sampling on the predictive power
of marker- and hyperspectral-based models. Predictive abili-
ties in S2 were significantly lower than in S1B, suggesting
that predicting the performance of genetically and environ-
mentally highly unconnected individuals is challenging. This
is consistent with studies showing that the prediction of new
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candidates is less accurate when model training is performed
without borrowing information of environments correlated
to the one used for validation (Crossa et al. 2014; Krause
et al. 2019). These poor predictions obtained in S2 might be
explained by the substantial genotype-by-environment inter-
actions (G X E) estimated for the predicted traits (Table 2)
as well as by the high variability observed for hyperspec-
tral bands among environments, resulting mainly from the
extremely different conditions observed between growing
seasons as reported in a previous study (Galan et al. 2020b).
It seems, therefore, plausible that heterogeneous marker-to-
trait and band-to-trait (Montesinos-Lopez et al. 2017a) sig-
nals among environments adversely affected the prediction
abilities from GBLUP and HBLUP. Therefore, to adequately
predict untested genotypes under new environmental condi-
tions, prediction equations need to be extended by environ-
mental and genetic covariates for proper G X E modeling
(Piepho 2009; Burguefio et al. 2012; Resende et al. 2020).

A forward-validation approach aims to predict the per-
formance of new genotypes by exploiting the data from
previous years (Bernal-Vasquez et al. 2017). Considering
our breeding scheme (Suppl. Fig.1), data for model training
could be obtained from split GCA-2 trials with biomass and
grain yield plots, whereas model validation could be per-
formed on GCA-1 data from a subsequent selection cycle.
It should be kept in mind that we need large-drilled plots for
biomass model training because this trait cannot be reliably
measured on smaller observation plots. As different selec-
tion cycles involve new individuals from multiple genetic
backgrounds, and usually hardly any common progeny is
shared across cycles, the genetic relationship between the
data used for model training and validation across cycles
is expected to be substantially lower than in within-cycle
predictions.

However, data used in across-cycles predictions is envi-
ronmentally connected because GCA-2 genotypes are tested
more intensively in a larger number of locations, within
which the same environments as in GCA-1 are typically
found. In practical plant breeding, large testing locations
within the targeted environment are common, since they
are more efficient in terms of logistics, trained personnel
requirements, as well as field evaluation and management.
In these testing sites, yield trials from different stages are
planted next to each other, being reliable, large- scaled train-
ing data readily available for model calibration. Thus, sce-
nario S1B mimics this practical situation much better than
S2. Our results showed that, in this context, models incorpo-
rating hyperspectral data emerge as a promising strategy to
achieve superior improvements in DMY in hybrid rye. Still,
the relevance of S2 outcomes lies in a consistently unbi-
ased estimation of the prediction abilities of the models (Utz
et al. 2000), revealing the high impact of G X E not only on
GBLUP but also on HBLUP.
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Conclusions for biomass breeding in hybrid
rye

Traditionally, biomass is estimated destructively at an earlier
growth stage, preventing grain yield from being evaluated
in those same plots. The effective indirect assessment of
biomass at the early stages of the breeding program is cru-
cial to entirely untap the potential of rye as a dual-purpose
crop affordably. In this sense, prediction models accurately
estimating the biomass yield of genotypes of diverse genetic
backgrounds across selection cycles represent a valuable
tool. In the present study, GBLUP achieved acceptable pre-
diction abilities only for highly heritable traits across closely
related individuals. In contrast, HBLUP was substantially
less affected by genetic relatedness and trait heritability
emerging as a suitable approach for predicting complex traits
across highly distinct populations.

Considering that in modern plant breeding genomic
information is usually already available before the can-
didate lines are evaluated as testcrosses in the expensive
GCA trials, breeders usually perceive marker and HTP
data as a complement, rather than an alternative. Here,
HTP offers the possibility of screening large-scale field tri-
als with reduced capital and time expenditures, than con-
ventional methods (e.g. destructive sampling and visual
scores). Moreover, combining hyperspectral, genomic,
and PH in bivariate models allows more effective DMY
predictions of genotypes showing low genetic connectivity
to ones used for model training. The bivariate model here
presented is flexible and allows the incorporation of GY
and other correlated traits to DMY aimig superior predic-
tive power. Nonetheless, by including several predictors,
the complexity of the models increases in proportion.

Our results also show that not only GBLUP but also
HBLUP was largely affected by G X E interactions, result-
ing in poor to negligible predictive power when the environ-
ments used for model training and validation were differ-
ent. To fully exploit the advantages of hyperspectral-based
models, it is, therefore, highly recommended to incorporate
reflectance fingerprints of genotypes collected in the respec-
tive environment. Our study demonstrates the capability
of hyperspectral-enabled predictions to leverage selection
gains to meet the increasing demand for sustainable bio-
mass sources worldwide. Lastly, the prospects of HTP as an
economical alternative to traditional biomass sampling are
expected to increase in proportion to future improvements in
terms of image data acquisition and management.
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Phenotypic data analysis

The combined analysis across environments was conducted following model (1) from
Galan et al. (2020). For the combined analysis across locations, this mixed model is as

follows:
Yy =G L+Y
+L-G+Y-G+Y-L+ L-Y-G
+ENV-T+ENV -T-R4+ENV-T-R-B +e (1)

where y is the observed genotype performance, G denotes the genotypes, L the
locations, Y the years, T the trials within environments ENV (equivalent to year-location
combinations), R the replicates within trials, B the blocks within replicates, and e the
error associated with the observation y. Error, trial, block, and replicate variances were
assumed heterogeneous among environments. In model (1), the dot operator (-)
specifies crossed effects (A-B) and fixed and random terms are separated by a colon (:),
with fixed terms appearing first (Piepho et al. 2003). Variance components and pairwise
variances of genotype mean (BLUEs) differences (needed for heritability estimation)
were estimated by restricted maximum likelihood (REML) for all random effects in model
(1). This also holds for estimation of the genotypic variance (o7), which required an
additional analysis fitting the above model with random genotypic effects. Significance of
variance component estimates was tested by model comparisons using likelihood ratio
tests (Stram and Lee 1994).

Within environments, BLUEs of genotypes were analyzed following model (2) also from

Galan et al. (2020). This mixed model is described as follows:
Yy =GT+T-R+T-R-B+e (2)

This model (2) differs from the first model (1) only in dropping the year and location main
effects and corresponding interactions with genotypes. Variance components for single

environments were estimated as described previously for model (1).
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Supplementary Fig. S1 Schematic representation of the selection cycles in hybrid rye
breeding program (adapted from Bernal-Vasquez et al. 2017). For across-cycles
prediction, phenotypic, molecular, and hyperspectral data for model training could be
collected in the second general combining ability trials (GCA-2), whereas prediction and
validation are performed among the first GCA trial (GCA-1) and GCA-2 of a subsequent
selection cycle, respectively. Brown boxes stand for grain yield trials, while green boxes
for biomass trials.

Reference: Bernal-Vasquez A-M, Gordillo A, Schmidt M, Piepho H-P (2017) Genomic
prediction in early selection stages using multi-year data in a hybrid rye breeding program. BMC
Genet 18(1):51. doi: 10.1186/s12863-017-0512-8
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Supplementary Fig. S2 Schematic representation of the single-round robin design used
in the present study. The F1 plants (n=264) were derived from each of the chain crosses

(shaded cells showing the size of each bi-parental family). Adapted from Verhoeven et
al. (2006)

Reference: Verhoeven KJF, Jannink JL, McIntyre LM (2006) Using mating designs to uncover
QTL and the genetic architecture of complex traits. Heredity 96(2):139-149
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Supplementary Fig. S3 Principal component analysis (PCA) of the ten bi-parental
families based on SNP data showing the outcome for the first two principal components.
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Supplementary Fig. S4 Heritability estimates (black line) for the hyperspectral bands,
phenotypic correlations (r) between hyperspectral bands and dry matter yield (yellow line),
fresh matter yield (green line), and dry matter content (brown line), and selected
hyperspectral bands after the least absolute shrinkage and selection operator (Lasso, light
blue vertical lines) for 274 winter rye hybrids assessed in two years, which were
individually and combined analyzed. The mean heritability across selected wavelengths
is denoted by the dot-dashed black line. Correlation estimates (in absolute values) > to
the respective dotted lines are significant (p<0.05).
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6. General Discussion

Typically, hybrid rye breeding is driven by grain yield (GY), whereas biomass is destructively
assessed in strongly reduced populations at later selection stages due to the prohibitive
capital and time expenses that would arise from screening large field trials. Accurate and
affordable indirect selection of biomass at early stages of the breeding program emerges,
therefore, as crucial for leveraging the potential of rye as an alternative dual-purpose crop to

meet the increasing bioenergy demands in the context of climate change mitigation.

The three main outcomes of this thesis are related to high-throughput phenotyping as a
suitable tool for biomass breeding in hybrid rye, factors influencing the prediction ability of
models based on reflectance and genomic data, and the incorporation of different data

sources into predictive breeding.

6.1. Hyperspectral imaging for indirect biomass estimation

6.1.1. Data acquisition and management

For practical breeding programs to benefit from the breakthroughs in imaging and sensor
technologies, challenges particularly related to data acquisition, management, and modeling
must be addressed (Tardieu et al. 2017, Araus et al. 2018). Considering the repeatable
nature of the phenomic approach for assessing plant phenotypes throughout the crop life
cycle, the choice of the appropriate time point(s) to collect the reflectance data is crucial
(Araus and Cairns 2014). Reflectance data measured at the heading and grain filling growth
stages are preferred over earlier stages to maximize its correlation with GY (Monteiro et al.
2012, Rischbeck et al. 2016, Aguate et al. 2017, Krause et al. 2019, Prey et al. 2020) and DMY
(Babar et al. 2006, Prasad et al. 2009, Prey et al. 2020). Thus, for practical purposes, yield
prediction can be satisfactorily done with measurements after heading (Prasad et al. 2007b).
In the present study, reflectance data was collected only after heading (i.e., during the grain
filling stage) with small differences in terms of prediction abilities among both flight dates

and no clear preference for one time-point across all analyzed models (Table 1). From a
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breeding point of view, however, measurements conducted closely to harvest would be
preferred assuming that they can carry information that more accurately reflects the yield
potential of the plot (Rischbeck et al. 2016). For instance, the delayed foliar senescence, a
trait known as “stay-green” linked to enhanced biomass yield (Thomas and Ougham 2014),
can be more precisely scored at advanced phenological stages, when the loss of plant
photosynthetic pigments begins (Babar et al. 2006). Therefore, gathering reflectance data
throughout the crop life cycle may allow a better characterization of the tested genotypes
improving the stability and accuracy of predictions (Aguate et al. 2017). However, combining
multiple time-points data yielded only slight improvements in the predictive power of some
of the evaluated equations in the present study (Table 1) as well as in reflectance-based
models in maize (Aguate et al. 2017) and wheat (Prasad et al. 2007b, Montesinos-Lépez et
al. 2017b). These results suggest that, a single evaluation at late grain filling carries almost
the same information as multiple flights during this growth stage (Publication |, Publication
Il, Table 1), potentially reducing the capital, time, and computational resources demanded

for phenotyping large breeding populations in a non-destructive manner.

Table 1 Prediction ability for DMY assessed by hyperspectral information collected on two
flights conducted after flowering by an UAV as well as by plant height and genomic data for
274 rye hybrids across 4 locations and 2 years.

Parameter Flight 1 Flight 2  Both flights

Incorporating only hyperspectral data

All vegetation indices (VI,,, N=13) 0.35 0.42 0.42

Hyperspectral bands (HBLUP, N=32 selected wavelengths) 0.54 0.52 0.59
Incorporating hyperspectral data and plant height

VI, + Plant height (PH) 0.55 0.62 0.58

HBLUP + PH (Bivariate_H) 0.55 0.50 0.62

HBLUP + PH + genomic data (Bivariate_G_H) 0.72 0.75 0.75

In contrast to multispectral devices, hyperspectral sensors allow a more exhaustive
characterization of phenotypes by collecting numerous narrow wavelengths, however, a
high degree of redundancy and intercorrelation among them is typically observed,
representing a major issue for hyperspectral data analysis (Thorp et al. 2017, Publication II).

Thus, multicollinearity may affect prediction equations based on hyperspectral data
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(Dunagan et al. 2007). In statistical modeling, especially in regression analysis,
multicollinearity (also called collinearity) refers to the linear relation (i.e., non-
independence) between two or more predictors, a situation that can potentially lead to
wrong parameter estimation with severe consequences in the performance of models,
including incompetence to deal with slight changes in data (instability), inadequate
assessment of the relative importance of each variable, imprecise significance testing of
predictors, incorrect selection of the most relevant variables, and erroneous extrapolation of
results beyond the considered data due to different collinearity patterns (Dormann et al.

2013).

Several strategies have been reported throughout the literature to deal with
multicollinearity in hyperspectral datasets. The conventional approach is represented by
reducing the reflectance data to Vls (Tattaris et al. 2016). VIs are usually based on individual
wavelengths within the red and near-infrared spectral regions, for instance, the widely used
Normalized Difference Vegetation Index (NDVI; Rouse Jr et al. 1974, Tucker 1979), however,
alternative configurations such as the modified Simple Ratio (mSR; Sims and Gamon 2002) of
conventional VIs have been proposed for exploring also the red-edge region (Xie et al. 2018).
The rationale behind the use of these specific spectral channels is the unique reflectance
fingerprint of vegetation, which is determined by external and internal leaf properties and
photosynthetic pigments, therefore, reflecting the plant physiological status (Pefuelas and
Filella 1998). The reflectance pattern of healthy plants (Pauli et al. 2016) is characterized by
strong radiation absorbance in the visible spectrum (400 — 700 nm; VS) and high reflectance
in the infrared radiation (700 to ~1000 nm in our study; IR), with the highest slope in
reflectance located in the red-edge region (680 - 750 nm; Filella and Pefiuelas 1994) as
shown in Fig. 3. Reflectance changes are strong indications of physiological stress, such as
lower reflectance in the IR is linked to drought (Filella and Pefiuelas 1994, Pefiuelas and

Filella 1998) as observable for the data collected in 2018 for this study (Fig. 3).
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Fig. 3 Canopy spectral reflectance (based on adjusted entry means) collected on two flight
dates averaged across 274 winter rye hybrids at each environment. The 32 selected
hyperspectral bands after the least absolute shrinkage and selection operator (Lasso) are
shown by gray vertical lines. For more information about the adjustment of the
hyperspectral data as well as the variable selection procedure applied, please see
Publication II.

The hyperspectral data collected for this study consisted of 400 nearly continuous narrow
wavelengths ranged from 400 to 993 nm. Of this broad set of spectral data, only a reduced
number was used to derive VIs (Publication I), remaining large spectral regions without being
exploited. To incorporate full-spectrum data, while effectively reducing data
multicollinearity, regularization and variable selection procedures are powerful statistical
procedures (Liu and Li 2017). The elastic net (EN; Zou and Hastie 2005), the least absolute
shrinkage and selection operator (Lasso; Tibshirani 1996), and ridge regression (RR, Hoerl
and Kennard 1970) shrink together the coefficients of correlated variables towards zero, but
unlike RR, EN and Lasso set some coefficients to exactly zero, hence, performing also
variable selection (Hastie et al. 2009). Therefore, EN and Lasso can assist in handling highly
dimensional reflectance datasets while selecting the most relevant spectral features and are
preferred over RR and variable projection techniques like principal component analysis and
partial least squares (PLS) due to their superior prediction performance and easier model

interpretation (Liu and Li 2017).
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While in the present study Lasso and EN vyielded similar prediction abilities, the first
delivered a more parsimonious model and was, therefore, preferred (Publication Il).
However, this outcome should be interpreted with caution given the advantages of EN over
Lasso listed in the literature. The higher number of predictors selected by EN was expected
since, unlike Lasso, it performs grouped selection (“oracle” property), i.e., the entire group
of highly correlated variables is incorporated into the model if one of them is selected (Zou
and Hastie 2005). Moreover, Lasso cannot pick more predictors p than the sample size n
while EN does not show this saturation problem. When selecting among highly correlated
variables, Lasso randomly chooses one and ignores the remaining ones whereas EN shows a
more stable regularization term (Zou and Hastie 2005). Thus, for other validation scenarios
or data rather than considered in this research, the data analysis might profit from the
benefits of EN. Likewise, considering the numerous available feature selection procedures
with potential applications on spectroscopic data for biomass estimation (Ali et al. 2015), it
would be advisable to evaluate the advantages and drawbacks of each of them and choose

the one that better fits the data available and the pursued objectives.

Recently, high-dimensional phenomic data has been also used to estimate relationship
matrices as routinely done with markers in GS (Rincent et al. 2018, Krause et al. 2019). In
both publications, the entire data available was used, remaining the selection of the most
relevant wavelengths unexplored, an issue often observed in studies applying traditional
methods such as PLS (Thorp et al. 2017). The outcomes of the present study demonstrated
that, before kinship matrix estimation, filtering the vast hyperspectral data is worthwhile to
effectively address data dimensionality, improve the precision of reflectance-based models,
and streamline the analysis of spectral data (Publication Il). Also, by hyperspectral data
classification, the usefulness of each spectral region for DMY estimation in rye can be
assessed. Among the selected wavelengths by Lasso and EN (Publication II), the majority
belong to the IR suggesting that this spectral region is the most informative for DMY. Still,
some wavelengths from VS were consistently selected, indicating that this region contains

some meaningful information.

With the advent of “big data”, machine learning models represent, therefore, a
sophisticated data analysis tool leading to superior decision making with multiple

applications within the agricultural sciences (Liakos et al. 2018). In line with previous
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research (Mutanga et al. 2012, Ali et al. 2016, Han et al. 2019), the outcomes of the present
study demonstrate that combining machine learning algorithms with remote sensing data of
increasing resolution stands for a promising strategy to extract meaningful information to
achieve superior biomass prediction abilities. Considering the advent of deep learning in
plant science (Singh et al. 2018), future work could explore the advantages of nonlinear

models for improving reflectance data analysis.

6.1.2. On the predictability of models based on vegetation indices and full-
spectrum data

In this study, the suitability of agronomic traits and VIs as secondary criteria to effectively
predict DMY in rye was evaluated. Let r4 be the genotypic correlation between DMY and the
secondary trait Y, Hpyy the square-root of the heritability of DMY, Hy the square-root of
the heritability of Y, indirect selection for DMY will be preferred over direct selection only if
raHy > Hpyy assuming equal selection intensity for both traits (Falconer and Mackay 1996
p.319). This condition was only fulfilled by plant height (PH) and not by other agronomic
traits like GY in the present research (Publication 1) as well as in a previous study for rye
testcrosses (Haffke et al. 2014). However, selecting indirectly for high DMY by focusing only
on PH would require complementary breeding efforts for lodging resistance of the selected

tall genotypes (Roux et al. 2010, Haffke et al. 2014).

In the present study, 23 previously published Vls (including NDVI and mSR) were evaluated
as secondary traits for indirectly estimating DMY of rye hybrids (Publication 1). Genetic
correlations between VIs and DMY (<]0.35]|) were by far lower than the observed between
DMY and other agronomic traits such as GY (0.64) and PH (0.86). Also, highly variable
heritability estimates were shown by all Vis (from almost zero to 0.84). Consequently,
prerequisites (i.e., r4Hy > Hpyy) for a successful application of indirect selection of DMY
based solely on VIs were not met. This study on rye has, therefore, not confirmed previous
research on the suitability of Vls for evaluating major plant parameters (e.g., GY, DMY, LA,
nitrogen use efficiency, biotic and abiotic stress condition) of other crop species under field

growing conditions (Aparicio et al. 2000, Broge and Mortensen 2002, Hansen and
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Schjoerring 2003, Gutiérrez-Rodriguez et al. 2004, Babar et al. 2006, Huang et al. 2007,
Prasad et al. 2007a, Prasad et al. 2007b, Tilling et al. 2007, Prasad et al. 2009, Erdle et al.
2011, Monteiro et al. 2012, Zhang et al. 2012, Thorp et al. 2015, Gizaw et al. 2016, Rischbeck
et al. 2016, Barmeier and Schmidhalter 2017, Cheng et al. 2017, Frels et al. 2018, Li et al.
2018, Zhang et al. 2019, Zheng et al. 2019, Prey et al. 2020).

A likely explanation for this lack of agreement lies in substantial differences in the
experimental data considered, including the characteristics and number of the plant
materials, the plot size, the number of environments (equivalent to year—location
combinations), and the agronomic management. In this study, 404 elite winter rye hybrids,
including a subset of 274 hybrids, were analyzed for GY and DMY, respectively, planted in
small-size plots (5-6 m?) under optimal agronomic conditions (e.g., adequate fertilization,
planting density, weed and disease control, as well as supplementary irrigation when
necessary). The parents have already been subjected to rigid selection for enhanced
agronomic performance, which reduced the diversity of their offspring. Although significant
genotypic variation was observed for all agronomic traits and Vls, the variability of this elite
breeding material is expected to be substantially lower than the highly diverse panels tested
in the abovementioned publications. Most of these studies included genotypes with
contrasting phenotypic characteristics, for instance, historical and modern high-yielding
cultivars, lines from different breeding programs, different canopy architectures as well as
susceptible and resistant varieties against certain abiotic or biotic stresses, guaranteeing,
therefore, a superior genetic variability. These studies were also based on by far fewer
genotypes (from one up to 75) tested on larger field plots planted in a reduced number of
environments (generally from one to four) than in this research thesis. Only Frels et al.
(2018) and Gizaw et al. (2016) evaluated a broader panel of genotypes (299 and 402,
respectively) in small-size field plots. However, these two publications share with most of
those abovementioned not only that distinct subpopulations were included but also that
field trials were conducted under contrasting field management (e.g., different irrigation,
fertilization treatments, or a combination of both), further increasing the variability
observed for the target trait. Hence, to effectively differentiate the performance among
tested individuals by using Vs, a wide range of genotypic (Babar et al. 2006) together with
environmental (Aparicio et al. 2002) variability should be considered. The negative effect of

high uniformity between modern varieties on the prediction ability of Vis-based models has
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been observed in this study as well as for GY prediction in barley (Rischbeck et al. 2016). The
difficult transfer of results obtained under conditions not fully compatible with practical
plant breeding to real phenotyping scenarios, represents, therefore, a major issue slowing

down the utilization of remote sensing as a breeding tool (Araus et al. 2018).

Alternatively, several VIs can be pooled with the ultimate aim of reach superior predictive
power than the one achievable by using each VI individually as suggested by the findings of
this research (Publication I) as well by a previous study in wheat (Montesinos-Lépez et al.
2017b). However, recent publications have shown that VIs cannot capture all the
information contained in the extensive data collected by hyperspectral sensors, since the
prediction ability of VIs was surpassed by regression and shrinkage methods such as PLS and
Bayesian shrinkage using whole-spectrum information for GY in maize (Aguate et al. 2017)
and, together with RR, also in wheat (Montesinos-Lépez et al. 2017b, Hernandez et al. 2015).
Therefore, statistical procedures mining information across the entire spectrum maximize
the benefits of advanced phenotyping in plant breeding (Thorp et al. 2017, Araus et al.
2018). In line with these results, in the present study, HBLUP, a single-kernel model based on
a hyperspectral-derived kinship matrix incorporating reflectance data throughout the
spectrum, represented a superior alternative to single or combined VIs for DMY prediction
(Publication Il, Table 1). Moreover, HBLUP surpassed the prediction ability of GBLUP, which
is based on a markers-derived kinship matrix, under reduced TRN (Publication II) or for
predicting across distinct populations (Publication Ill). In complete agreement with these
outcomes, studies on wheat and poplar have recently observed that the performance of
prediction models based on spectroscopic-derived relationship matrix was closer to the

conventional marker-based approach (Rincent et al. 2018, Krause et al. 2019).

6.2. Factors influencing the prediction ability of GBLUP and HBLUP

Several factors affect the performance of GS in plant breeding, including the size of the
training data, the relatedness between genotypes used for model training and validation,
and the trait heritability (Lin et al. 2014). The prospects of HBLUP as a suitable model for
dealing with these challenging issues were evaluated and compared to the prediction

performance obtained by GBLUP.
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6.2.1. The training set size

The phenotypic information in breeding has mutated from being the basis on which the best
genotypes are selected (phenotypic selection) to be used to calibrate genomic models
aiming the selection of unphenotyped individuals based on their GEBVs (Heffner et al. 2009).
This radical paradigm change in plant breeding, however, does not imply that GS can
perform well when trained on few genotypes since the negative impact of a reduced TRN on
the performance of GS is widely known (VanRaden et al. 2009). Some studies have shown
that hyperspectral-based models also yielded higher accuracies when calibrated on larger
TRN sizes. For forest biomass estimation, different models based on hyperspectral data
profited from larger sample sizes, however, the importance of the TRN size on the prediction
accuracies was surpassed by other factors as the choice of the appropriate model and the
spectroscopic data type used (Fassnacht et al. 2014). Similarly, a larger TRN was beneficial
for regression models based on VS and IR wavelengths used for predicting soil carbon
content (Luca et al. 2017) and near-infrared data for estimating grain nutrients in barley
(Wiegmann et al. 2019). The positive correlation between larger TRN and higher predictive
power of GBLUP and HBLUP within the same breeding population was also observed in this
research (Publication Il). Nevertheless, HBLUP was significantly less affected by reduced TRN
size, showing, hence, superior performance than GBLUP on small TRN sizes. Thus, HBLUP

emerges as a suitable model if larger phenotypic data cannot be afforded.

6.2.2. The genetic and environmental connectivity between training and validation
data

In rye breeding, each year numerous genotypes from different genetic backgrounds are
tested across several environments, potentially enabling the integration of this data to
enlarge TRN (Bernal-Vasquez et al. 2017). The suitability of this strategy, however, depends
on the degree of influence of the genotypic and environmental connectivity between TRN

and VAL on the performance of genomic and hyperspectral models.
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DMY in rye is strongly influenced by genotypic and environmental conditions (Miedaner et
al. 2012, Haffke et al. 2014, Publication I). The same holds for spectral fingerprints collected
on rye canopies (Publication I, Publication Il, Fig.3). Nevertheless, the ten bi-parental families
analyzed in the present study could be much more clearly differentiated based on their
allelic composition than on their reflectance fingerprints (Publication lIl). This dissimilar
influence of genetic relationships on both data sources resulted in substantial differences in
the performance of GBLUP and HBLUP when predicting genotypes poorly correlated to the

ones used for model calibration.

The high dependency of genomic predictions on a sufficient genetic correlation between
TRN and VAL was observed in this study (Publication 1llI), confirming previous findings in
animal (Roos et al. 2009, Pszczola et al. 2012) as well as maize and wheat breeding (Crossa et
al. 2014, Heslot et al. 2014). GBLUP performed satisfactorily when used to predict the DMY
of progenies closely related to those used for model training (prediction ability = 0.49 - 0.64).
Then, a strong decay of about 60% was observed when closely related individuals were
excluded from TRN. Similarly, Wang et al. (2014) reported modest prediction ability for GY
when GS was applied between two bi-parental rye families, even though they were
connected by a common parent. Thus, a sufficiently high degree of genetic relationship is
needed for a successful implementation of GS across selection cycles in rye (Auinger et al.
2016, Bernal-Vasquez et al. 2017). Conversely, this prerequisite does not seem to be crucial
for hyperspectral-based models to achieve acceptable predictions since HBLUP performed
significantly more stable than GBLUP across different degrees of genetic relatedness
(Publication 1ll). For instance, the penalization observed for HBLUP when predicting DMY
among weakly connected progenies was, on average, only ca. 13% compared to the
prediction abilities achieved for highly related genotypes. Thus, when low related
populations are to be predicted, spectral data emerges as a competitive information source
given the relatively lower influence of genetic backgrounds on the information imprinted on

canopy reflectance.

In contrast, predicting DMY in a new environment was highly challenging for hyperspectral-
and genomic-based models, mainly due to significant GxE interactions observed for
agronomic and reflectance data (Publication I, Publication Il, Publication Ill). The observed

low performance of GBLUP in predicting the genotypic performance in an unknown
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environment is in line with previous studies showing that the accuracy of genomic models is
enhanced by incorporating more environments into the TRN (Utz et al. 2000) as well as by
borrowing information from correlated environments (Burguefio et al. 2012, Crossa et al.

2014).

Similarly, Vls and HBLUP performed the highest when data across the series of environments
was incorporated into TRN, while the lowest abilities corresponded to TRN without
information of the aimed site. Thus, the incorporation of data collected in different
environments increases the variation present in TRN, boosting in proportion the prediction
ability of hyperspectral-based models (Wiegmann et al. 2019). Nevertheless, this lack of
representation of the targeted environment could only be partially compensated by
including a higher number of environmental samples into TRN. Moreover, if the
environment to be predicted was highly contrasting to the sampled ones, this strategy was
indeed counterproductive. These outcomes confirm that enlarging TRN by including highly
diverse environments can lead to heterogeneous band-to-trait signals (Montesinos-Lopez et
al. 2017a) since reflectance data is strongly influenced by environmental aspects (Gates et al.
1965, Fig. 3). Therefore, the accuracy of predictions can be affected (Rischbeck et al. 2016).
Hence, the applicability of hyperspectral models is highly restricted to the environment
under which canopies were assessed and predictions beyond these conditions may not be
sufficiently reliable (Hernandez et al. 2015, Weber et al. 2012, Rischbeck et al. 2016,
Wiegmann et al. 2019). Thus, adequate environmental sampling is crucial for boosting the
performance of genomic equations (Utz et al. 2000) and hyperspectral-based models (Luca

et al. 2017, Wiegmann et al. 2019).

6.2.3. Characteristics of the trait under study

While GBLUP performed better than HBLUP for dry matter content (DMC, H?=0.70 to 0.81),
the opposite was observed for mid-heritability traits like DMY (H?=0.50 to 0.54, Publication
lll). Thus, the crucial role of the trait heritability in determining the performance of

prediction models was confirmed for GBLUP as observed by Jia and Jannink (2012) but not
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for HBLUP. Other factors rather than the heritability of the trait under scrutiny might have,

therefore, a greater influence on HBLUP.

Across the spectrum, estimates of the heritability of the bands and of the correlation
between single bands and different agronomic traits were highly variable (Publication II,
Publication lll). The exclusion of broad spectral regions due to their relatively lower
heritability resulted in significant reductions in the ability of HBLUP to predict DMY
(Publication Il). Similar observations were made for reflectance-enabled predictions for GY in
wheat (Montesinos-Lépez et al. 2017b). Thus, instead of selecting the bands based on their
heritability, the spectral regions most relevant to the trait of interest should be considered,
which in turn, are determined by their sensitivity to capture changes in the targeted trait
based on canopy reflectance. Different biophysical and biochemical plant properties are
linked to specific wavelengths across the electromagnetic spectrum (Pauli et al. 2016).
While, for instance, the red-edge is the most informative region for assessing biomass-
related traits such as chlorophyll concentration and LAl, it lacks sensitivity to assess the
water status of non-stressed plants (Filella and Pefiuelas 1994). In contrast, the spectral
sensitiveness to water status and DMC starts at 950 nm (Jacquemoud et al. 2000). The
wavelengths closely linked to DMY were covered by the data of this study (410 - 993 nm),
whereas most of the regions sensitive to DMC were not collected, likely explaining the

different predictive performance for each trait.

6.3. Conclusions for rye biomass breeding in the "omics" era

In the present breeding scheme in rye, DMY is assessed for the first time in strongly reduced
populations in GCA-2 experiments. Given the positive but reduced phenotypic correlation
between DMY and GY (r = 0.33 to 0.35; Haffke et al. 2014, Publication 1), it is expected,
therefore, that there might be individuals with high DMY potential that are discarded before
GCA-2 due to their relatively lower GY. Thus, additional breeding efforts, in terms of more
effective secondary traits, improved modeling, and optimized breeding pipelines, are
imperative for efficient breeding for high-biomass rye hybrids in the context of increasing
bioenergy demand in the EU (European Commission 2011a, 2011b). Major advancements in

the field of genomics and phenomics open new possibilities to increase selection gain in rye
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biomass comparing to classical GY-driven breeding programs. The outcomes of the present
study underline that integrating hyperspectral, genomic, and phenotypic data resulted
consistently in higher prediction abilities for DMY than when each was individually

considered.

Previous studies have shown that PH is a key estimator for DMY prediction in cereal crops
(Fernandez et al. 2009, Haffke et al. 2014) and VIs represent a complementary source of
information to increase its predictive power to a certain degree (Bendig et al. 2015, Tilly et
al. 2015, Yue et al. 2017, Zhang et al. 2017, Li et al. 2018). These findings were corroborated
in the study at hand (Publication 1) since combined VIs showed lower prediction abilities
(0.42) than PH as an individual predictor (0.57) and adding VlIs to PH represented only a
minor improvement (0.58, Table 1). Interestingly, predictions were improved by a multiple
linear regression model integrating PH, GY, and a subset of VIs (0.75). In the context of
biomass breeding, the incorporation of the routinely assessed GY into regression equations
represents a further opportunity to indirectly assess DMY more effectively as also observed
for early prediction of DMY in triticale (Gowda et al. 2011). Recently, instead of incorporating
agronomic traits as PH, some authors have incorporated traits derived from remote sensing
data (e.g. canopy temperature and VIs) into univariate and multivariate genomic models to
achieve superior prediction abilities for GY in wheat breeding (Rutkoski et al. 2016, Sun et al.
2017, Crain et al. 2018, Juliana et al. 2019, Sun et al. 2019). These results are consistent with
the objectives of indirect selection since the prediction ability for traits being expensive to
assess and showing relatively low heritability can be enhanced by incorporating correlated
traits easier accessible and displaying higher heritabilities as demonstrated for genomic
models in simulation and empirical studies in plant and animal sciences (Calus and Veerkamp
2011, Jia and Jannink 2012, Guo et al. 2014, Okeke et al. 2017, Schulthess et al. 2018,
Velazco et al. 2019). Likewise, Fernandes et al. (2018) observed that the predictive power of
single-trait GS for biomass in sorghum was substantially surpassed by a multi-trait GS

approach using PH as a secondary trait.

Instead of extending GS models by adding VIs, Krause et al. (2019) combined two
relationship matrices, one based on markers and the other on whole-spectrum data (380-
850 nm), into multi-kernel GBLUP for leveraging the ability of GS for GY in wheat. In total

agreement with this publication, a multi-kernel model (model “G+H”) based also on
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reflectance- and marker-derived kinship matrices outperformed the predictive power of the
corresponding single-kernel models within the same breeding population in the present
study (Publication IlI). The extension of G+H to a bivariate model (“Bivariate_G+H”) by
incorporating PH was beneficial in terms of the superior prediction ability of this model
(Publication I1). The equations here presented are flexible and allow the incorporation of GY
and other correlated traits to achieve superior DMY predictions. The reader must be,
however, aware that by including several predictors, the complexity of the models and the

computational burden substantially increases.

PH, a key biomass component, allows higher selection gains for DMY and represents,
therefore, a change in the architecture of crops, which has been strongly oriented to high-
yielding dwarf varieties that maximize the harvest index (Fernandez et al. 2009).
Nevertheless, the use of PH to predict DMY should be carefully analyzed. Models including
PH tended to select taller genotypes, which were not always the highest yielding ones
(Publication II). Thus, in the long term, small PH differences of the selected genotypes will
accumulate, and additional resources would be needed for breeding against lodging. It is
also worth mentioning that the correlations observed in this study for DMY and different

agronomic traits (e.g., GY and PH) might vary according to the germplasm under analysis.

In within-cycle predictions, where the genotypes used to calibrate and validate the genomic
model are derived in the same selection cycle, higher genotypic connectivity is expected
between TRN and VAL than when genotypes correspond to different selection cycles. In the
analyzed breeding scheme, this scenario could be, for instance, applied starting at the GCA-1
stage aiming for superior selection decisions for biomass than the traditional GY-based
approach. Combining different sources of information resulted here in the best approach for
indirectly selecting for superior DMY. However, all analyzed models profited from larger
training populations in terms of both higher and more stable predictions. Consequently,
while in this scenario, prediction models profit from closer genetic connectivity, TRN size
emerges as a crucial factor limiting their performance (Publication Il). Thus, to successfully
predict unphenotyped individuals, duplicating a substantial proportion of large-sized GCA-1
trials would be needed to calibrate the predictive equations accurately (Publication Il). If
only a reduced TRN is affordable, HBLUP emerged as a promising approach given its higher

prediction power on reduced calibration populations compared to GBLUP (Publication II).
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Conversely, large TRNs can be obtained by integrating different selection cycles to predict
DMY of genotypes from a subsequent cycle. Here, a reduced genetic similarity between TRN
and VAL is expected. The outcomes of this study showed that hyperspectral imaging is an
important breeding tool given its relative independence from genetic backgrounds, in
opposition to the high impact of this factor on the predictive power of GBLUP (Publication
). In this scenario, the addition of molecular data to HBLUP showed only limited
advantages while the superiority of the bivariate model was again confirmed. Thus, the high
complementarity observed among molecular, hyperspectral, and phenotypic data allows
their integration into multivariate analysis for successfully predict DMY of genotypes not
only derived from the same crossings (Publication I, Publication Il) but also across distinct
populations (Publication 1ll). To successfully predict DMY within and across populations,
however, special attention should be given to maintain sufficient environmental connectivity
between the data used for model training and validation (Publication I, Publication II,

Publication I11).

In the breeding scheme at hand, the indirect DMY estimation of the candidates being only
tested for GY in GCA-1 trials could be performed by fitting prediction models with data
collected on GCA-2 trials from previous selection cycles (Fig. 4). Here, the prediction error
can be estimated by forward validation (FV), an alternative procedure to CV for the
prediction of breeding values of genotypes tested in later years based on data collected in
previous years (Bernal-Vasquez et al. 2017). So, the superfluous duplication of GCA-1 plots is
entirely avoided, saving capital and time, and therefore, boosting the benefits of predictive
breeding. Moreover, the data collected in the cycles routinely started each year allow the
updating of the prediction model, increasing its reliability to estimate the trait of interest
(Auinger et al. 2016). Thus, across-cycles prediction based on models combining meaningful
hyperspectral, genomic, and agronomic data emerges as a very promising strategy to

establish an affordable dual-purpose rye breeding program.

In conclusion, hyperspectral imaging is a valuable breeding tool capable to record
phenotypic information that otherwise would be very difficult or expensive to assess by
destructive means, as biomass. However, the widespread adoption of this technology in
practical plant breeding is still missing. While challenges regarding data acquisition and

management as well as the difficulty of extrapolating results obtained in controlled
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conditions to real breeding scenarios were confirmed by the outputs of this research,
suitable approaches to optimize data collection, reduce data multicollinearity, and improve
modeling for incorporating hyperspectral information into predictive equations were
presented. The synergetic effect observed among hyperspectral, genomic, and agronomic
data can be exploited to achieve better predictions of the target trait. Given the increasing
availability of other omics datasets such as transcriptomics, proteomics, and metabolomics
future research should focus on assessing the prospects also of these novel data sources as

relevant complements to genomics to achieve higher predictive abilities.
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7. Summary

Currently, the combination of a growing bioenergy demand and the need to diversify the
dominant cultivation of energy maize opens a highly attractive scenario for alternative
biomass crops. Rye (Secale cereale L.) stands out among other small-grain cereals for its
vigorous growth, increased tolerance to abiotic and biotic stressors, as well as high
adaptation to acid or sandy soils, being primarily cultivated in Central and Northeastern
Europe. In Germany, less than a quarter of the total harvest is used for food production.
Consequently, rye arises as a source of renewables with a reduced bioenergy-food tradeoff,

emerging biomass as a new breeding objective.

However, rye breeding is mainly driven by grain yield while biomass is destructively
evaluated in later selection stages by expensive and time-consuming methods. The overall
motivation of this research was to investigate the prospects of combining hyperspectral,
genomic, and agronomic data for unlocking the potential of hybrid rye as a dual-purpose
crop to meet the increasing demand for renewable sources of energy affordably. A specific
aim was to predict the biomass yield as precisely as possible at an early selection stage. For
this, a panel of 404 elite rye lines was genotyped and evaluated as testcrosses for grain yield
and a subset of 274 genotypes additionally for biomass. Field trials were conducted at four
locations in Germany in two years (eight environments). Hyperspectral fingerprints consisted
of 400 discrete narrow bands (from 410 to 993 nm) and were collected in two points of time

after heading for all hybrids in each site by an uncrewed aerial vehicle.

In a first study, population parameters were estimated for different agronomic traits and a
total of 23 vegetation indices. Dry matter yield showed significant genetic variation and was
stronger correlated with plant height (r,=0.86) than with grain yield (r,=0.64) and individual
vegetation indices (1;=<[0.35]). A multiple linear regression model based on plant height,
grain yield, and a subset of vegetation indices surpassed the prediction ability for dry matter

yield of models based only on agronomic traits by about 6 %.

In a second study, instead of vegetation indices, whole-spectrum data was used to indirectly
estimate dry matter yield. For this, single-kernel models based on hyperspectral reflectance-

derived (HBLUP) and genomic (GBLUP) relationship matrices, a multi-kernel model
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combining both matrices, and a bivariate model fitted also with plant height as a secondary
trait, were considered. HBLUP yielded superior predictive power than the models based on
vegetation indices previously tested. The phenotypic correlations between individual
wavelengths and dry matter yield were generally significant (p < 0.05) but low (7, < |0.29]).
Across environments and training set sizes, the bivariate model yielded the highest
prediction abilities (0.56 — 0.75). All models profited from larger training populations.
However, if larger training sets cannot be afforded, HBLUP emerged as a promising approach
given its higher prediction power on reduced calibration populations compared to the well-

established GBLUP.

Regarding reflectance data acquisition and management, combining multiple points in time
had limited advantages in the predictive power of reflectance-based models. Thus, for
practical purposes, hyperspectral imaging can be satisfactorily performed by a single flight
after heading. Before its incorporation into prediction models, filtering the hyperspectral
data available by the least absolute shrinkage and selection operator (Lasso) was worthwhile

to deal with data dimensionally.

In a third study, the effects of trait heritability, as well as genetic and environmental
relatedness on the prediction ability of GBLUP and HBLUP for biomass-related traits were
compared. While the prediction ability of GBLUP (0.14 - 0.28) was largely affected by genetic
relatedness and trait heritability, HBLUP was significantly more accurate (0.41 - 0.61) across
weakly connected datasets, particularly for mid-heritable traits as fresh and dry matter
yields. In this context, dry matter yield could be better predicted (up to 20 %) by a bivariate
model. Nevertheless, due to environmental variances, genomic and reflectance-enabled
predictions were strongly dependant on a sufficient environmental relationship between

data used for model training and validation.

In summary, to affordably breed rye as a double-purpose crop to meet the increasing
bioenergy demands, the early prediction of biomass across selection cycles is crucial.
Hyperspectral imaging has proven to be a suitable tool to select high-yielding biomass
genotypes across weakly linked populations. Due to the synergetic effect of combining
hyperspectral, genomic, and agronomic traits, higher prediction abilities can be obtained by

integrating these data sources into bivariate models.
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8. Zusammenfassung

Die Kombination eines wachsenden Bioenergiebedarfs und die Notwendigkeit, den
vorherrschenden Anbau von Energiemais zu diversifizieren, eréffnen ein duRRerst attraktives
Szenario fur alternative Biomassekulturen. Roggen (Secale cereale L.) zeichnet sich,
verglichen mit anderen kleinkoérnigen Getreidearten, durch ein kraftiges vegetatives
Wachstum, eine erhohte Toleranz gegenliber abiotischen und biotischen Stressfaktoren,
sowie eine hohe Anpassung an saure oder sandige Boden aus. Roggen wird hauptsachlich in
Mittel- und Nordosteuropa angebaut. In Deutschland wird weniger als ein Viertel der
gesamten Ernte fir die Lebensmittelproduktion verwendet. Daher gewinnt Roggen durch
einen geringeren Zielkonflikt zwischen Bioenergie- und Lebensmittelnutzung an Bedeutung

als Quelle fir erneuerbare Energien, wobei Biomasse als neues Ziichtungsziel auftaucht.

Die Roggenziichtung konzentriert sich derzeit jedoch hauptsachlich auf den Kornertrag,
wahrend die Biomasse in spateren Selektionsstadien durch teure und zeitaufwandige
Methoden destruktiv erfasst wird. Die Ubergeordnete Motivation dieser Arbeit war es, die
Aussichten der Kombination von hyperspektralen, genomischen und agronomischen Daten
fir die ErschlieBung des Potenzials von Hybridroggen als Zweinutzungspflanze zu
untersuchen, um den steigenden Bedarf an erneuerbaren Energiequellen kostengiinstig zu
decken. Das spezifische Ziel war es, den Biomasseertrag in einem friihen Selektionsstadium
so genau wie moglich vorherzusagen. Dazu wurde ein Panel von 404 Elitelinien genotypisiert
und als Testkreuzungen fiir Kornertrag - eine Teilmenge von 274 Genotypen auch fir
Biomasse-Ertrag — ausgewertet. Feldversuche wurden an vier Standorten in zwei Jahren in
Deutschland (entspricht acht Umwelten) durchgefiihrt. Die hyperspektralen Daten
bestanden aus 400 diskreten Banden von 410 bis 993 nm und wurden zu zwei Zeitpunkten
nach dem Ahrenschieben fiir alle Testkreuzungen an jedem Ort von einer Drohne

gesammelt.

In einer ersten Studie wurden Populationsparameter fiir verschiedene agronomische
Merkmale und insgesamt 23 Vegetationsindizes geschatzt. Der Trockenmasseertrag zeigte
eine signifikante genetische Variation und korrelierte starker mit der Wuchshéhe (7,=0.86)
als mit dem Kornertrag (r,=0.64) und den einzelnen Vegetationsindizes (1;=<[0.35]). Ein

multiples lineares Regressionsmodell, welches auf Wuchshohe, Kornertrag und den besten
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Vegetationsindizes basierte, Ubertraf die Vorhersagefahigkeit fir den Trockenmasseertrag

von Modellen, die nur auf agronomischen Merkmalen basierten, um etwa 6 %.

In  einer zweiten Studie wurde anstelle von Vegetationsindizes das ganze
Wellenlangenspektrum verwendet, um den Trockenmasseertrag indirekt abzuschatzen.
Hierzu wurden Einzelkernmodelle (single-kernel models) basierend auf genomischen
(GBLUP) oder hyperspektralen (HBLUP) Beziehungsmatrizen, ein Mehrkernmodell (multi-
kernel model), das beide Matrizen kombiniert, sowie ein bivariates Modell, welches auch
Wuchshoéhe als ein sekundares Merkmal enthielt, analysiert. HBLUP lieferte eine bessere
Vorhersagekraft als die Modelle, die auf Vegetationsindizes basierten. Die phanotypische
Korrelationen zwischen einzelnen Wellenldngen und dem Trockenmasseertrag waren im
Allgemeinen signifikant (p < 0,05), jedoch geringfiigig (1, </0.29]). Uber alle Umwelten und
TrainingssatzgroBen hinweg ergab das bivariate Modell die héchsten Vorhersagefahigkeiten
(0,56 — 0,75). Alle Modelle profitierten von groRReren Trainingspopulationen. Wenn jedoch
keine grofReren Trainingssdtze bereitgestellt werden konnen, zeigte HBLUP eine hohere

Vorhersagefahigkeit als das etablierte GBLUP.

In Bezug auf die hyperspektrale Datenerfassung hatte die Kombination mehrerer Zeitpunkte
nur begrenzte Vorteile. Aus praktischen Griinden kann sie daher durch einen einzelnen Flug
nach dem Ahrenschieben ausreichend gut erfasst werden. Vor der Einbeziehung in
Vorhersagemodelle hat sich das Filtern der verfligbaren Hyperspektraldaten durch den least
absolute shrinkage and selection operator (Lasso) als notwendig erwiesen, um die

Dimensionalitdt der Daten zu verringern.

In einer dritten Studie wurden die Auswirkungen der Heritabilitit sowie der Ahnlichkeit
innerhalb von Genotypen und Umwelten auf die Vorhersagefdhigkeit von GBLUP und HBLUP
flir biomassebezogene Merkmale verglichen. Wahrend die Vorhersagefahigkeit von GBLUP
(0,14 - 0,28) weitgehend durch genetische Verwandtschaft und die Merkmalsheritabilitdten
beeinflusst wurde, war HBLUP in wenig verwandten Datenséatzen signifikant genauer (0,41 -
0,61), insbesondere fiur Merkmale mit mittlerer Heritabilitst wie Frisch- und
Trockenmasseertrag. In diesem Zusammenhang konnte der Trockenmasseertrag durch ein
bivariates Modell bis zu 20 % besser vorhergesagt werden. Aufgrund hoher Genotyp-
Umwelt-Interaktionen waren genomische und reflexionsbasierte Vorhersagen nur schlecht

geeignet, um die Leistung fehlender Umwelten vorherzusagen.
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Zusammenfassend ist es fir eine kostengiinstige Zichtung von Roggen als
Zweinutzungspflanze zur Deckung des steigenden Bioenergiebedarfs entscheidend, die
Biomasse Uiber Selektionszyklen hinweg friihzeitig vorherzusagen. Die hyperspektrale
Bildgebung hat sich als geeignetes Instrument zur Auswahl ertragreicher Biomasse-
Genotypen auch in wenig verwandten Populationen erwiesen. Dank des synergetischen
Effekts der Kombination von hyperspektralen, genomischen und agronomischen Merkmalen
konnen durch die Integration dieser Datenquellen in bivariaten Modelle hdhere

Vorhersagefahigkeiten erzielt werden.
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