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Summary

Temperate grasslands cover approximately 38% of the European agricultural area
and provide various ecosystem services such as forage production, biodiversity
conservation and carbon sequestration. These ecosystem services strongly depend
on the biomass productivity, which with future global changes remains uncertain.
Above all, an increasing atmospheric COy concentration ([COg]) is assumed to
enhance biomass productivity (called the COy fertilization effect; CFE) in particular
under dry and hot conditions, while such probable future environmental conditions
rather decrease the grassland productivity in general. However, recent doubts about
the classic view on the CFE call for in-depth analysis of the interacting effects of
the CFE and varying environmental conditions on grassland productivity, which is
usually done by CO, enrichment studies. Here, Free Air Carbon dioxide Enrichment
(FACE) experiments have proven to be the most suitable approaches due to their
minimal invasive character. Consequently, this study uses the worldwide longest
operating FACE experiment on grassland, the Giessen FACE facility (GiIFACE), to
improve the assessment of the potential future of ecosystem services under global
change.

Initially, it was tested whether the CFE in the GiFACE grassland is reduced under
more extreme average weather conditions and after single extreme climatic events.
To cope with the real-world conditions, a specific approach, called moving subset
analysis, was developed to enable the quantification of the CFE in dependence
of average weather conditions under varying [COs]s. Additionally, a time series
analysis was developed to link single extreme climatic events (ECEs) with the
strength of the CFE. It was found that the CFE was significant and strong under
local average environmental conditions (defined by +1 SD of long-term average
conditions), but decreased under more extreme weather conditions. The strongest

decrease in the CFE under ECEs was associated with intensive and long heat waves,
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and could be quantified to a large extent by calculating the Killing Degree Days
(~30% variance of the magnitude of the CFE).

Since the CFE was found to be reduced under unfavourable environmental condi-
tions, the potential of future grassland productivity was assessed in a further step.
Therefore, potential future climate regimes and statistical models of biomass were
created using the long-term experimental observations. Biomass was predicted using
climate variable alterations within the potential climate regimes. The comparison
of the potential regimes with the climate model projections for the years with a
similar [CO,] compared to enriched [COsls revealed that biomass is likely to be
reduced in the mid of 21st century despite the increase in [CO,|, and thus that the
CFE cannot compensate yield losses due to unfavourable environmental conditions.

Short-term environmental changes such as ECEs were shown to affect the grass-
land productivity while their influence might be elusive to the traditional destructive
sampling approaches at harvest dates. To overcome these sampling restrictions, in
the final step of this study, the feasibility of the non-invasive hyperspectral monitor-
ing of the GiFACE grassland on a high spatio-temporal resolution was investigated.
Thus, methods were developed to work with hyperspectral data and the compre-
hensive statistical software CRAN R. The methods developed were used to derive
transfer functions between hyperspectral measurements and various laboratory-
derived grassland traits by applying machine learning approaches. Good to very
good leave-one-out prediction results revealed that the most important ecosystem
services can precisely be predicted by hyperspectral approaches. Hyperspectral
predictions of the most important grassland traits during the vegetation period
highlighted how remote sensing approaches can improve grassland management in
future.

Alarmingly, the reduced CFE and biomass productivity in grasslands under
unfavourable future environmental conditions as detected in this thesis, suggest
decreasing ecosystem services such as carbon sequestration and related climate
mitigation function in future. This may — in a vicious circle — lead to a further
aggravation of expected global changes and urgently calls for better mitigation
and adaptation strategies. Measures necessary for this could be instructed and

monitored by remote sensing methods, as was shown by the present thesis.
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Zusammenfassung

Griinlander bedecken etwa 38% der europiischen Agrarfliche und bieten ver-
schiedene Okosystemdienstleistungen wie Futterproduktion, Biodiversitétsschutz
und Kohlenstoffbindung. Diese Okosystemleistungen héingen stark von der Biomasse-
produktion ab, welche aufgrund des globalen Wandels in Zukunft ungewiss ist.
Allem voran wird davon ausgegangen, dass eine steigende atmosphérische COs-
Konzentration ([CO;]) die Biomasseproduktivitit insbesondere unter trockenen
und heiflen Bedingungen erhoht (genannt COs-Diingeeffekt; CFE), wihrend im
Allgemeinen solche wahrscheinlichen zukiinftigen Umweltbedingungen die Griin-
landproduktivitéit eher verringern. Jiingst aufgekommene Zweifel an der klassischen
Sichtweise auf den CFE erfordern jedoch eine griindliche Analyse der Wechsel-
wirkungen des CFE mit unterschiedlichen Umgebungsbedingungen auf die Griin-
landproduktivitéit, welche in der Regel mittels COs-Anreicherungsstudien erreicht
wird. Hier haben sich Free Air Carbon dioxide Enrichment (FACE) Experimente
aufgrund ihres minimal-invasiven Charakters als am besten geeignete Ansétze
bewiesen. Folglich verwendet diese Studie das weltweit am langsten laufende FACE-
Experiment auf Griinland, das Giessen FACE (GiFACE), um den potentiellen,
zukiinftigen Wert verschiedener Okosystemleistungen unter Einfluss des globalen
Wandels besser abschétzen zu konnen.

Zunéchst wurde getestet, ob der CFE im GiFACE-Griinland unter extremeren
durchschnittlichen Wetterbedingungen und nach extremen Klimaereignissen re-
duziert ist. Fiir die Quantifizierung des CFE in Abhéngigkeit von durchschnittlichen
Wetterbedingungen unter verschiedenen [COs]s wurde ein spezifischer Ansatz,
genannt Moving Subset Analyse, entwickelt, um den realen Bedingungen Rech-
nung zu tragen. Zusétzlich wurde eine Zeitreihenanalyse entwickelt, um einzelne
extreme Klimaereignisse (ECEs) mit der Stérke des CFE zu korrelieren. Es wurde

festgestellt, dass der CFE unter den lokal durchschnittlichen Wetterbedingungen
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signifikant und stark ausfiel (definiert durch +1 SD der langfristigen durchschnitt-
lichen Wetterbedingungen), unter extremeren Wetterbedingungen sich jedoch stark
verringerte. Der stérkste Riickgang des CFE unter ECEs war mit intensiven und
langen Hitzewellen verbunden und konnte weitgehend durch die Berechnung der
Killing Degree Days quantifiziert werden (~30% der Varianz des CFE).

Da festgestellt wurde, dass der CFE unter ungiinstigen Umweltbedingungen
reduziert ist, wurde das zukiinftige Potenzial der Griinlandproduktivitdt in einem
weiteren Schritt bewertet. Hierfiir sind potenzielle zukiinftige Klimaregime und
statistische Modelle fiir den Biomassezuwachs auf Basis der langfristigen experi-
mentellen Beobachtungen erstellt worden. Der Biomassezuwachs wurde mit leicht
veranderten Klimavariablen innerhalb der potenziellen Klimaregime vorhergesagt.
Der Vergleich der potentiellen Klimaregime mit den Prognosen von Klimamodellen
fiir die Jahre mit einer dhnlichen [CO,] im Vergleich zu der angereicherten [COq]
ergab, dass die Biomasse in der Mitte des 21. Jahrhunderts trotz der Zunahme von
[CO4] voraussichtlich reduziert sein wird. Dies zeigt, dass der CFE Ertragsausfille
durch ungiinstige Umgebungsbedingungen nicht kompensieren kann.

Kurzfristige Umweltverdnderungen wie ECEs wirkten sich nachweislich auf die
Produktivitdt des Griinlandes aus, wiahrend ihr Einfluss mittels traditioneller de-
struktiver Stichprobenverfahren zu den Erntezeiten schwer zu erheben ist. Um diese
Einschréankungen durch die Probenahme zu iiberwinden, wurde im letzten Schritt
dieser Studie die Machbarkeit des nicht-invasiven hyperspektralen Monitoring des
GiFACE-Griinlands mit einer hohen raum-zeitlichen Auflésung untersucht. Um
mit den hyperspektralen Daten und der umfassenden Statistiksoftware CRAN R zu
arbeiten wurden spezifische Methoden entwickelt. Mit diesen Methoden wurden
Transferfunktionen zwischen hyperspektralen Messungen und verschiedenen im
Labor gemessenen Griinlandmerkmalen unter Anwendung maschineller Lernansétze
abgeleitet. Gute bis sehr gute Leave-One-Out-Kreuzvalidierung Ergebnisse zeigten,
dass die wichtigsten Okosystemleistungen durch hyperspektrale Ansitze prizise
vorhergesagt werden kénnen. Hyperspektrale Vorhersagen der wichtigsten Griin-
landmerkmale wéhrend der Vegetationsperiode zeigten, wie Fernerkundungsansétze
das Griinlandmanagement in Zukunft verbessern kénnen.

Alarmierend ist, dass ein reduzierter CFE und eine reduzierte Biomassepro-

duktivitat in Griinland unter ungiinstigen zukiinftigen Umweltbedingungen, wie
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sie in dieser Arbeit festgestellt wurden, einen abnehmenden Wert an Okosystem-
dienstleistungen wie der Kohlenstoffsequestrierung und der damit verbundenen
Klimaschutzfunktionen in Zukunft erwarten lassen. Dies kann — einem Teufelskreis
dghnlich — zu einer weiteren Verschéirfung der erwarteten globalen Verdnderungen
fithren und erfordert dringend bessere Minderungs- und Anpassungsstrategien.
Hierfiir notwendige Mafinahmen konnten, wie die vorliegende Arbeit zeigt, durch

Fernerkundungsmethoden angeleitet und {iberwacht werden.
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1 Introduction

Grassland ecosystems, characterised by an extensive cover of grasses and other
graminoid vegetation and little or no cover of trees and shrubs, are one of the
world’s major biome types (BLAIR et al., 2014). Grasslands cover approximately
26% of the terrestrial area (FOLEY et al., 2011), and approximately 50% of the
worldwide grassland area is used as pastures (RAMANKUTTY et al., 2008).

This enormous extent highlights the importance of grasslands for the provision
of multiple ecosystem services like forage for wildlife and ruminants (globally
supplying almost 50% of biomass for animals, HERRERO et al. 2013), maintenance
of hydrological cycles, provision of recreational space and biodiversity conservation
(CHRISTENSEN et al., 1996; LEMAIRE et al., 2011; MILLENNIUM ECOSYSTEM
ASSESSMENT, 2005). In total, the livelihood of an estimated 1.3 billion people
depends directly on the goods and services derived from pastures (HERRERO et al.,
2013). Additionally, grasslands provide key functions within the global carbon
cycle through the assimilation of carbon dioxide (COy), storing approximately
20% of the world’s carbon pool (SCHLESINGER & ANDREWS, 2000; WHITE et al.,
2000). Thereby, grasslands are assumed to function as a sink for atmospheric
CO,, and consequently to mitigate climate change (the latter assumed to be
“the single greatest threat to a sustainable future” as stated by United Nations
Secretary-General Ban Ki-Moon at the Climate Leaders Summit 2014).

The CO, sink and adherent climate regulation functions of grasslands mainly
depend on the carbon uptake in plants which is defined by biomass productivity
(PARTON et al., 2012; PETERS et al., 2017). But, grassland productivity is uncertain
under future global change conditions (BLAIR et al., 2014; BOOTH et al., 2012;
FRIEDLINGSTEIN et al., 2006; GAO et al., 2016; IPCC, 2013; REICHSTEIN et al.,
2013; SCHIMEL et al., 2015). Along with a globally increasing atmospheric COq

concentration ([CO3)), climate models for central Europe project increases in the
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mean air temperature, the variability of air temperature and of precipitation, and
the occurrence of extreme weather events (BENISTON et al., 2007; EASTERLING
et al., 2000; IPCC, 2013; MEEHL & TEBALDI, 2004; SILLMANN et al., 2013). These
alterations in the environmental conditions may have contrasting effects on the
grassland productivity in future. As a result, the maintenance of the ecosystem
services provided by grasslands remains unclear, and the strength of the future
terrestrial carbon sink has been questioned (BOOTH et al., 2012; Cox et al., 2000;
FuNG et al., 2005; HUNTZINGER et al., 2017; IPCC, 2013; REICHSTEIN et al.,
2013; SCHIMEL et al., 2015; SMITH et al., 2016; ZHAO & RUNNING, 2010).

1.1 Motivation

In the most recent decades, steadily increasing extreme weather conditions have
been observed around the globe, and strong evidence links the increase of heat
waves and precipitation extremes to the human influence on climate (CouMoU &
RAHMSTORF, 2012). For example, a particularly extreme climate event in Europe
during the summer of 2003 is probably the consequence of anthropogenic global
warming (STOTT et al., 2004). In the summer of 2003, air temperatures up to 6°C
above the long-term average and precipitation deficits up to 300 mm (50% below
the average) occurred over Europe (CIAIS et al., 2005; FINK et al., 2004; GARCIA-
HERRERA et al., 2010; TUBIELLO et al., 2007). This heat and drought event led to
enormous adverse social, economic and environmental effects, with an estimate of
70 000 deaths mostly of the elderly (ROBINE et al., 2008), a loss of 10% of mass in
alpine glaciers, record-breaking forest fires in Portugal, and estimated economic
losses exceeding 10 billion US$ (GARCIA-HERRERA et al., 2010). Regarding the
terrestrial ecosystems, the summer heat and drought in 2003 caused a reduction
by approximately 30% in the primary productivity across Europe and resulted in
a very anomalous net source of COy for the atmosphere, reversing the effect of
four years of net ecosystem COy sequestration (CIAIS et al., 2005). Notably, such
a reduction in Europe’s primary productivity was unprecedented during the last
century (CIAIS et al., 2005), and the synoptic conditions that caused its emergence
are assumed statistically extremely unlikely (SCHAR et al., 2004). Nevertheless,

the next record-breaking droughts combined with heat waves were observed only a
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few years later in Europe, in the summer 2015 (IONITA et al., 2017; LAAHA et al.,
2017; NOAA NATIONAL CENTERS FOR ENVIRONMENTAL INFORMATION, 2016;
ORTH et al., 2016) and in the summer 2018 (NOAA NATIONAL CENTERS FOR
ENVIRONMENTAL INFORMATION, 2018).

Consistent with the observed trend for the past decades, it is projected that along
with increasing [COs] and rising air temperatures, the intensity, frequency and
duration of heat waves will increase in future summers in Central Europe (BENISTON
et al., 2007; MEEHL & TEBALDI, 2004; SCHAR et al., 2004; SENEVIRATNE et al.,
2014; SILLMANN et al., 2013). Additionally, ORTH et al. (2016) showed that a
future drying out in the summer is very likely for Central Europe. Independent from
such changes in the precipitation totals, the frequency of meteorological droughts
(medium confidence) and heavy precipitation events (high confidence) is likely to
increase in Europe, and the intervening dry spells between precipitation events are
projected to become longer (EASTERLING et al., 2000; Hov et al., 2013; IPCC,
2013; SENEVIRATNE et al., 2012; SILLMANN et al., 2013; SOLOMON et al., 2007;
TEBALDI et al., 2006). Consequently, single extreme climatic events (ECEs) such
as heat-waves, droughts, heavy rainfall, and frosts will increase in both frequency
and intensity (BENISTON et al., 2007; CHRISTIDIS et al., 2015; EASTERLING et al.,
2000; TPCC, 2013; JENTSCH et al., 2007; SENEVIRATNE et al., 2012; SILLMANN
et al., 2013; WILLIAMS et al., 2014). CHRISTIDIS et al. (2015) even predicted that
summers similar to the record-breaking hot and dry summer 2003 will be very
common by the mid 21st century.

Considering projected global changes, it is conceivable that the terrestrial ecosys-
tems in Europe will be subject to much more extreme weather conditions, a higher
frequency and intensity of extreme climatic events, and increased [COs] in future
(IPCC, 2013; JENTSCH et al., 2007). Consequently, the productivity of European
grasslands, which consist mainly of permanent meadows and pastures composed of
C3 species, will be modified under global change-related environmental alterations.
This is of particular interest since grasslands are one of the major biomes, covering
approximately 38% of the whole agricultural area within Europe (FOOD AND
AGRICULTURE ORGANIZATION OF THE UNITED NATIONS STATISTICS DIVISION,
2015). Thus, the value of various ecosystem services provided by grasslands, such

as a considerable share of Europe’s green fodder supply and the livestock sector,
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is uncertain. Additionally, this may feedback into climate change since European
grasslands acted as carbon sinks in the past five decades (1961-2010; CHANG et al.,
2016, 2015), and it is estimated that Europe’s terrestrial biosphere absorbs 7 to
12% of the anthropogenic CO, emissions of Europe (JANSSENS et al., 2003).

Since the plant species of European grasslands feature the C3 photosynthetic
pathway (most common carbon fixation process in plants growing under temperate
climate conditions), it is expected that a reduced COy limitation in plants growing
under increased [CO3] ([eCO3]) enhances the biomass productivity, which is usually
termed the CO, fertilization effect (CFE). The CFE is assumed to be particularly
strong under hot and dry conditions (described more in detail in section 2.1.3;
AINSWORTH & ROGERS, 2007; COUGHENOUR & CHEN, 1997; DRAKE et al., 1997;
IDSO et al., 1987; JORDAN & OGREN, 1984; LONG et al., 2004; MORGAN et al.,
2004; OWENSBY et al., 1999; SOUSSANA & LUSCHER, 2007; VOLK et al., 2000;
WULLSCHLEGER et al., 2002). Moreover, [eCO,] may enhance the recovery of plants
after extreme climatic events (ROY et al., 2016). In line with this carbon-centric
view, many numerical models predict an increasing trend for future European
grassland productivity which is mainly explained by a strong CFE (e.g., CHANG
et al. 2017; GU et al. 2014; HUFKENS et al. 2016; HUNTZINGER et al. 2017; ROUN-
SEVELL et al. 2005; WILLIAMS et al. 2014). However, the projections from numerical
models should be circumspectly perceived since there is a large model disagreement
attributed to the models’ sensitivity to rising atmospheric CO, (HUNTZINGER
et al., 2017) and the too simplified implementation of experimentally observed
physiological responses to global change-related variables (TUBIELLO et al., 2007).
This was highlighted by a large divergence within satellite and model estimates
of the CFE in terrestrial areas across the globe (SMITH et al., 2016). Additional
doubts about the classical view on the CFE have arisen from recent studies based on
long-term COs enrichment experiments revealing that the CFE might be reduced
under drier conditions, which was explained by resource limitation due to water
scarcity (HOVENDEN et al., 2014), or a joint water and nitrogen limitation that
generally limited plant growth (REICH et al., 2014).

The controversial experimental results and the high uncertainty within numerical

models reveal that the interaction of the effects of increased [CO,] and environmental
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conditions on grassland productivity, an indicator for plant and ecosystem carbon
storage, is poorly understood (HOVENDEN et al., 2014; IPCC, 2013; REICH et al.,
2014; SMITH et al., 2016; TUBIELLO et al., 2007; WHITE et al., 2011). Consequently,
the potential of grassland productivity under global change, and thus, the value
of the future ecosystem services provided by grasslands, is highly uncertain. To
reduce this uncertainty, and allow for a better parametrisation e.g. within dynamic
global vegetation models, suitable long-term experiments providing continuous and
high quality data are urgently required (FRANK et al., 2015; LUSCHER et al., 2004;
NorBY & Luo, 2004; RusTAD, 2008). Here, free air carbon dioxide enrichment
(FACE) experiments are the culmination of efforts to investigate ecosystems in
a manner that is minimally invasive. Therefore, the longest worldwide available
time series of data acquired on a FACE experiment, the Giessen FACE facility
(GiFACE), is used in this study to analyse the interacting effects of increased [COs]
and environmental conditions on grassland productivity.

Long-term investigations are traditionally confined to destructive sampling ap-
proaches at certain sampling plots and harvest dates with consecutive, costly and
labour-intensive laboratory analysis. Due to the restricted temporal resolution of
the conventional sampling methods at single harvest dates, no short-term changes
in the grassland productivity are captured in datasets acquired by such sampling
strategies. This is problematic because it has been shown that the quantification
of the effects of extreme climatic events on grassland poses a mayor challenge for
ecosystem analysis (JENTSCH et al., 2007; N1U et al., 2014; VAN DER MOLEN et al.,
2011). Therefore, FACE experiments should be monitored with a higher temporal
resolution and possibly more cost-effectively procedure. Here, remote sensing ap-
proaches might have a great potential because they are rapid, non-destructive and
allow high temporal resolutions with spatially explicit information. Recent advances
in remote sensing have lead to the development of hyperspectral sensors which
are capable of recording contiguous spectral bands with a fine spectral resolution
covering a wide range of the electromagnetic spectrum. Thereby, hyperspectral
approaches are expected to advance the remote estimation of e.g., grassland prop-
erties as compared to the commonly applied multispectral approaches, that cover
fewer bands with a coarser spectral resolution. Consequently, this study wants to

bridge scales to overcome the conventional sampling restrictions by investigating
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the feasibility of the hyperspectral monitoring of the GIFACE grassland. Thereby, a
deeper insight into the interacting of [eCO;] and weather conditions on the grassland
productivity than is possible by conventional destructive sampling methods will
be given. In addition to an enhanced grassland monitoring, future applications of
remote sensing techniques might encompass an improved grassland management
(IFTIKHAR et al., 2016), e.g. by helping farmers to adapt fertiliser input, adjust

stocking rates or find optimal harvest dates.

Summarising, the motivation of the present thesis is based on knowledge deficits

regarding

e the extent of the CO, fertilization effect in grasslands under varying environ-

mental conditions,

e the potential of future grassland biomass productivity under global change

conditions, and

e techniques for non-invasive measurements to enable a high-resolution spatio-

temporal grassland monitoring.
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1.2 Aims, research questions and hypotheses

The overall goal of this thesis is to improve the assessment of the value of ecosystem
services provided by temperate grasslands under global change conditions. There-
fore, this study investigates the influence of real-world climatic variations on the
above-ground biomass of a temperate C3 grassland under different CO5 concen-
trations within the globally longest operating FACE experiment on grasslands at
different scales.

Based on the above mentioned gaps in knowledge, the present thesis has the

following three main aims:

e to assess the influence of environmental conditions on the CO, fertilization

effect in a temperate grassland,

e to improve the assessment of potential future grassland productivity under

global change conditions, and

e to facilitate a high-resolution spatio-temporal monitoring of the GiIFACE

grassland characteristics by remote sensing techniques.

The first key question to be addressed is whether and how the CO, fertilization
effect in the grassland under investigation interrelates with changing average weather
conditions in summer. Since single ECEs might also influence grassland productivity,
this key question will be expanded to the investigation of the influence of ECEs on
the CFE.

In the second key question, the potential future productivity of temperate
grasslands will be investigated considering increased [COsls and projected future
climatic conditions. Thus, it shall be assessed whether an increased grassland
biomass productivity can be expected in future mainly due to rising [CO,], or if the
projected global change-related weather alterations are likely to reduce grassland
productivity in future, despite increased [COs).

Short-term influences of ECEs on grassland productivity per se and the CFE in
particular might fall through the relatively coarse temporal resolutions possible by
conventional sampling approaches. Therefore, the third key question concerns

the possibilities for non-invasive hyperspectral monitoring of the grassland with a
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high spatio-temporal resolution. Consequently, methods will be developed which
facilitate work with hyperspectral data and comprehensive statistical software (as
provided by the open-source software CRAN R), and it will be examined, whether
the grassland traits related to the most important ecosystem services can accurately

be predicted by non-invasive, hyperspectral approaches within the GiIFACE facility.

To answer the above-mentioned questions, the following three hypotheses will
be tested:

H1 The CO, fertilization effect is reduced under more extreme average
weather conditions and after extreme climatic events

H2 Future increases in above-ground biomass productivity under el-
evated CO, concentrations more than compensate for potential
biomass reductions due to global change-related environmental al-
terations

H3 State-of-the-art remote sensing techniques enable the monitoring of
grassland ecosystem services providing high spatio-temporal resolu-
tions within a FACE experiment
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1.3 Thesis outline

The main part of the present thesis consists of five scientific articles which are
either published (2), accepted (1) or under review (2) in internationally renowned
journals. The general work flow is presented in Fig. 1.1.

Within the thesis, the five articles are embedded in the scientific context by
summarizing the current state of the research (chapter 2), and outlining the
conception and technical preparation of the working packages (chapter 3). At
first, a description of the main global change-related environmental influences on
grassland productivity will be given (section 2.1), followed by a short description
of experimental facilities to investigate the effect of increased [CO;] on plant pro-
ductivity (section 2.2). Subsequently the conception and technical preparation of
the working packages will be described (chapter 3), beginning with a short de-
scription of the GIFACE experiment (section 3.1) and followed by the preparation
of the working packages, subdivided into the investigations on the three established
hypotheses (section 3.2-3.4) and an overview of the resulting working packages
for this thesis.

In the first article (chapter 4), a new method will be developed to investigate
the influence of average weather conditions on the effect of increased [COs] on
summer above-ground biomass productivity within the long-term time series of the
GiFACE experiment, to test part one of H 1.

In the second article (chapter 5), the same 16-year time series will be used to
investigate the effects of extreme climatic events on the CO, fertilization effect, for
both, spring and summer harvests, to test part two of H 1.

In the third article (chapter 6), the potential of future C3 grassland productivity
will be evaluated using statistical models and potential climate regimes created
from the long-term GiFACE data series along with projected climate alterations
found in global climate models, to test H 2.

The fourth article (chapter 7) presents the enhanced R-package hsdar containing
methods to process hyperspectral data with open-source software, and preliminary
investigations on H 3, the hyperspectral predictability of grassland traits within

the GIFACE experiment, using the example of canopy chlorophyll concentrations.
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In the fifth article (chapter 8), the hyperspectral predictability, and thus the po-
tential of a high-resolution spatio-temporal monitoring, of fourteen grassland traits
related to ecosystem services will be investigated under varying COs concentrations,
to test H 3.

WP1 (chapter 4)
Linkage of CFE with average
weather conditions

1

WP2 (chapter 5)
Linkage of CFE with extreme
climatic events

WP3 (chapter 6)
Prediction of future biomass
productivity

WP4 (chapter 7)
Method development to use
hyperspectral data in R

w N

WPS5 (chapter 8)
Investigation on hyperspectral
predictability of grassland traits

Figure 1.1: General work flow of the thesis.

Finally, the present work will end with a summary of the most important
findings regarding the influence of average weather conditions and extreme climatic
events on the CO, fertilization effect, the potential of future above-ground biomass
productivity under projected global change conditions, and the hyperspectral
possibilities that enhance monitoring of FACE experiments in particular and
generally provide a wide range of applications (chapter 9). The chapter will
finish with a short outlook on further research needed and a perspective on the

importance of the thesis for policy makers.

10



References

References

AINSWORTH, E. & ROGERS, A. (2007): The response of photosynthesis and stom-
atal conductance to rising [CO,]: Mechanisms and environmental interactions.
Plant, Cell and Environment, 30, 3, 258-270.

BENISTON, M., STEPHENSON, D.B., CHRISTENSEN, O.B., FERRO, C.A., FREI,
C., GOYETTE, S., HALsNAES, K., Horr, T., JYLHA, K., KOFFI, B. et al.
(2007): Future extreme events in European climate: an exploration of regional

climate model projections. Climatic Change, 81, 1, 71-95.

BLAIR, J., NIPPERT, J., & BRiGas, J. (2014): Grassland ecology. In: Ecology
and the Environment. Springer, pp. 389-423.

BoorH, B.B.B., JoNEs, C.D., CoLLINS, M., TOTTERDELL, [.J., Cox, P.M.,
StTcH, S., HUNTINGFORD, C., BETTS, R.A., HARRIS, G.R., & LLoyD, J.
(2012): High sensitivity of future global warming to land carbon cycle processes.

Environmental Research Letters, 7, 2, 1-8.

CHANG, J., C1a1s, P., Viovy, N., SoussaNa, J.F., KLumpp, K., & SULTAN,
B. (2017): Future productivity and phenology changes in European grasslands
for different warming levels: implications for grassland management and carbon

balance. Carbon Balance and Management, 12, 11.

CHANG, J., C1a1s, P., Viovy, N., VUICHARD, N., HERRERO, M., HAVLiK, P.,
WANG, X., SULTAN, B., & Soussana, J.F. (2016): Effect of climate change,
COy trends, nitrogen addition, and land-cover and management intensity changes
on the carbon balance of European grasslands. Global Change Biology, 22, 1,
338-350.

CHANG, J., Cials, P., Viovy, N., VUICHARD, N., SULTAN, B., & SOUSSANA,

J.F. (2015): The greenhouse gas balance of European grasslands. Global Change
Biology, 21, 10, 3748-3761.

CHRISTENSEN, N.L., BARTUSKA, A.M., BROwWN, J.H., CARPENTER, S.,
D’AnTONIO, C., FrANCIS, R., FRANKLIN, J.F., MACMAHON, J.A. NoOsS,

11



1 Introduction

R.F., PARSONS, D.J. et al. (1996): The report of the Ecological Society of
America committee on the scientific basis for ecosystem management. Ecological
Applications, 6, 3, 665-691.

CHRISTIDIS, N., JONES, G.S., & StoTT, P.A. (2015): Dramatically increasing
chance of extremely hot summers since the 2003 European heatwave. Nature
Climate Change, 5, 1, 46.

C1a1s, P., REICHSTEIN, M., ViIovy, N., GRANIER, A., OGEE, J., ALLARD, V.,
AUBINET, M., BUCHMANN, N., BERNHOFER, C., CARRARA, A., CHEVALLIER,
F., DE NOBLET, N., FRIEND, A.D., FRIEDLINGSTEIN, P., GRUNWALD, T.,
HeINESCH, B., KERONEN, P., KNOHL, A., KRINNER, G., LousTau, D.,
Manca, G., MATTEUCCI, G., MIGLIETTA, F., OURCIVAL, J.M., PAPALE, D.,
PiLEGAARD, K., RAMBAL, S., SEUFERT, G., SOUSSANA, J.F., SaNnz, M.J.,
ScHULZE, E.D., VESALA, T., & VALENTINI, R. (2005): Europe-wide reduction
in primary productivity caused by the heat and drought in 2003. Nature, 437,
7058, 529-533.

COUGHENOUR, M. & CHEN, D.X. (1997): Assessment of Grassland and Ecosystem
Responses to Atmospheric Change Using Linked Plant-Soil Process Models.
Ecological Applications, 7, 3, 802-827.

Coumou, D. & RAHMSTORF, S. (2012): A decade of weather extremes. Nature
Climate Change, 2, 7, 491.

Cox, P.M., BETTSs, R.A., JONES, C.D., SPALL, S.A., & TOTTERDELL, I.J.
(2000): Acceleration of global warming due to carbon-cycle feedbacks in a coupled
climate model. Nature, 408, 184-187.

DRAKE, B.G., GONzZALEZ-MELER, M.A., & Long, S.P. (1997): MORE EFFI-
CIENT PLANTS: A Consequence of Rising Atmospheric CO5? Annual Review
of Plant Physiology and Plant Molecular Biology, 48, 609-639.

EASTERLING, D.R., EVANs, J., GROISMAN, P.Y., KARL, T.R., KUNKEL, K.E.,
& AMBENJE, P. (2000): Observed variability and trends in extreme climate
events: a brief review. Bulletin of the American Meteorological Society, 81, 3,
417-426.

12



References

FiNk, A.H., BRUCHER, T., KRUGER, A., LECKEBUSCH, G.C., PinTO, J.G.,
& ULBRICH, U. (2004): The 2003 European summer heatwaves and drought —
synoptic diagnosis and impacts. Weather, 59, 8, 209-216.

ForLeEy, J.A., RAMANKUTTY, N., BRAUMAN, K.A., CaAssiDy, E.S., GERBER,
J.S., JounsToN, M., MUELLER, N.D., O’CoNNELL, C., RAYy, D.K., WEST,
P.C., BALZER, C., BENNETT, E.M., CARPENTER, S.R., HILL, J., MONFREDA,
C., PoLASKY, S., ROCKSTROM, J., SHEEHAN, J., SIEBERT, S., TILMAN, D.,
ZAks, D.P.M., & O’ConNNELL, C. (2011): Solutions for a cultivated planet.
Nature, 478, 7369, 337-42.

FOOD AND AGRICULTURE ORGANIZATION OF THE UNITED NATIONS STATISTICS
DivisIiON (2015): FAOSTAT. (last access: 2017-07-27).
URL http://faostat3.fao.org/browse/E/EL/E

FrRANK, D., REICHSTEIN, M., BAHN, M., FRANK, D., MAHECHA, M.D., SMITH,
P., THONICKE, K., VAN DER VELDE, M., ViccA, S., BaBsT, F., BEER,
C., BucaMANN, N., CANADELL, J.G., Ciais, P., CRAMER, W., IBROM,
A., MIGLIETTA, F., POULTER, B., RAMMIG, A., SENEVIRATNE, S.I., WALZ,
A., WATTENBACH, M., ZAVALA, M.A., & ZSCHEISCHLER, J. (2015): Effects
of climate extremes on the terrestrial carbon cycle: concepts, processes and
potential future impacts. Global Change Biology, 21, 8, 2861-2880.

FrRIEDLINGSTEIN, P., Cox, P., BETTS, R., Boprp, L., VON BLOH, W., BROVKIN,
V., CapuLgE, P., DoNEY, S., EBY, M., Fung, I., Bara, G., JOHN, J.,
JonEes, C., Joos, F., Karo, T., Kawamiva, M., KNORR, W., LINDSAY,
K., MarTHEWS, H.D., RADDATZ, T., RAYNER, P., REICK, C., ROECKNER,
E., ScuNiTZLER, K.G., SCHNUR, R., STRASSMANN, K., WEAVER, A.J.,
YosHIKAWA, C., & ZENG, N. (2006): Climate-Carbon Cycle Feedback Analysis:
Results from the C*MIP Model Intercomparison. Journal of Climate, 19, 14,
3337-3353.

Fung, 1.Y., DoNEY, S.C., LiNDsAY, K., & JonN, J. (2005): Evolution of carbon
sinks in a changing climate. Proceedings of the National Academy of Sciences,

102, 32, 11201-11 206.

13


http://faostat3.fao.org/browse/E/EL/E

1 Introduction

GAo, Q., Zuu, W., SCHWARTZ, M.W., GANJURJAV, H., WAN, Y., QIN, X., MA,
X., WILLIAMSON, M.A., & L1, Y. (2016): Climatic change controls productivity
variation in global grasslands. Scientific Reports, 6, 26 958.

GARCIA-HERRERA, R., Diaz, J., TRiGO, R.M., LUTERBACHER, J., & FISCHER,
E.M. (2010): A review of the European summer heat wave of 2003. Critical
Reviews in Environmental Science and Technology, 40, 4, 267-306.

Gu, Y., WyLIE, B.K., BOoYTE, S.P., & PHuyAL, K.P. (2014): Projecting future
grassland productivity to assess the sustainability of potential biofuel feedstock

areas in the greater platte river basin. GCB Bioenergy, 6, 1, 35-43.

HERRERO, M., HAVLIK, P., VALIN, H., NOTENBAERT, A., RuriNno, M.C.,
THORNTON, P.K., BLUMMEL, M., WEISS, F., GRACE, D., & OBERSTEINER,
M. (2013): Biomass use, production, feed efficiencies, and greenhouse gas emis-
sions from global livestock systems. Proceedings of the National Academy of
Sciences, 110, 52, 20 888-20 893.

Hov, ., CuBAscH, U., FISCHER, E., HOPPE, P., IVERSEN, T., GUNNAR KVAM-
sTto, N., KuNDZEWICZ, W., REZACOVA, D., R10s, D., DUARTE SANTOS,
F., SCHADLER, B., VEIsz, O., ZEREFOS, C., BENESTAD, R., MURLIS, J.,
LECKEBUSCH, G.C., & ULBRICH, U. (2013): Extreme Weather Events in
Europe: preparing for climate change adaptation. Norwegian Meteorological

Institute.

HoveENDEN, M.J., NEwTON, P.C.D., & WiLLs, K.E. (2014): Seasonal not
annual rainfall determines grassland biomass response to carbon dioxide. Nature,

511, 7511, 583-586.

HurkEens, K., KEENAN, T.F., FLANAGAN, L.B., ScorT, R.L., BERNACCHI,
C.J., Joo, E., BRUNSELL, N.A., VERFAILLIE, J., & RICHARDSON, A.D.
(2016): Productivity of North American grasslands is increased under future

climate scenarios despite rising aridity. Nature Climate Change, 6, 7, 710.

HUNTZINGER, D.N., MICHALAK, A.M., ScuwaLMm, C., Ciais, P., King, A.W .,
FANG, Y., SCHAEFER, K., WEI, Y., CooK, R.B., FIsHER, J.B., HAYES, D.,

14



References

Huang, M., Ito, A., JaiN, A.K., Lel, H., Lu, C., MAIGNAN, F., MAoO,
J., PArRAZOO, N., PENG, S., POULTER, B., RicciuTo, D., SHI, X., TIAN,
H., WaNG, W., ZENG, N., & ZHAO, F. (2017): Uncertainty in the response
of terrestrial carbon sink to environmental drivers undermines carbon-climate
feedback predictions. Scientific Reports, 7, 1, 4765.

Ipso, S.B., KimBALL, B.A., ANDERSON, M., & MAUNEY, J.R. (1987): Effects
of atmospheric COy enrichment on plant growth: the interactive role of air

temperature. Agriculture, Ecosystems & Environment, 20, 1, 1-10.

[FTIKHAR, A., CAWKWELL, F., DWYER, E., BARRETT, B., & GREEN, S. (2016):
Satellite remote sensing of grasslands: from observation to management. Journal
of Plant Ecology, 9, 6, 649-671.

IoniTA, M., TALLAKSEN, L.M., KiNGSTON, D.G., STAGGE, J.H., LAAHA, G.,
VAN LANEN, H.A.J., ScHOLZ, P., CHELCEA, S.M., & HASLINGER, K. (2017):
The European 2015 drought from a climatological perspective. Hydrology and
FEarth System Sciences, 21, 3, 1397-1419.

IPCC (2013): Climate Change 2013: The Physical Science Basis. Contribution
of Working Group I to the Fifth Assessment Report of the Intergovernmental
Panel on Climate Change. Intergovernmental Panel on Climate Change, Working
Group I Contribution to the IPCC' Fifth Assessment Report (AR5)(Cambridge
Univ Press, New York).

JANSSENS, I.A., FREIBAUER, A., Ciais, P., SMITH, P., NABUURS, G.J., FOL-
BERTH, G., SCHLAMADINGER, B., HuTJES, R.W., CEULEMANS, R., SCHULZE,
E.D. et al. (2003): Europe’s terrestrial biosphere absorbs 7 to 12% of European
anthropogenic COq emissions. Science, 300, 5625, 1538-1542.

JENTSCH, A., KREYLING, J., & BEIERKUHNLEIN, C. (2007): A new generation

of climate-change experiments: events, not trends. Frontiers in Ecology and the
Environment, 5, 7, 365-374.

JORDAN, D.B. & OGREN, W.L. (1984): The CO, /O2 specificity of ribulose
1,5-bisphosphate carboxylase/oxygenase - Dependence on ribulosebisphosphate
concentration, pH and temperature. Planta, 161, 4, 308-313.

15



1 Introduction

LAAHA, G., GAUSTER, T., TALLAKSEN, L.M., VIDAL, J.P., STAHL, K., PRUD-
HOMME, C., HEUDORFER, B., VLNAS, R., IoNiTA, M., VAN LANEN, H.A.J.,
ADLER, M.J., CAILLOUET, L., DELUS, C., FENDEKOVA, M., GAILLIEZ, S.,
HANNAFORD, J., KINGSTON, D., VAN LOON, A.F., MEDIERO, L., OSUCH,
M., RomaNowicz, R., SAUQUET, E., STAGGE, J.H., & Wona, W.K. (2017):
The European 2015 drought from a hydrological perspective. Hydrology and
FEarth System Sciences, 21, 6, 3001-3024.

LEMAIRE, G., HODGSON, J., & CHABBI, A. (2011): Grassland Productivity and

Ecosystem Services. Cabi.

LonG, S.P., AINSWORTH, E.A., ROGERS, A., & OrT, D.R. (2004): Rising
atmospheric carbon dioxide: plants FACE the future. Annual Review of Plant
Biology, 55, 591-628.

LUSCHER, A., DAEpp, M., BLum, H., HArRTWIG, U.A., & NOSBERGER, J.
(2004): Fertile temperate grassland under elevated atmospheric CO; - Role of
feed-back mechanisms and availability of growth resources. Furopean Journal of
Agronomy, 21, 3, 379-398.

MEEHL, G.A. & TEBALDI, C. (2004): More intense, more frequent, and longer
lasting heat waves in the 21st century. Science, 305, 5686, 994-997.

MILLENNIUM ECOSYSTEM ASSESSMENT (2005): Ecosystems and Human Well-
being: Synthesis. Synthesis Reports. Island Press.

MORGAN, J.A., PATraki, D.E., KORNER, C., CLARK, H., DEL GROSSO,
S.J., GRUNZWEIG, J.M., KNaprp, A.K., MosIER, A.R., NEwTON, P.C.D.,
Nikraus, P.A., NipperT, J.B., Nowak, R.S., PArRTON, W.J., POLLEY,
H.W., & SuAaw, M.R. (2004): Water relations in grassland and desert ecosys-
tems exposed to elevated atmospheric CO,. Oecologia, 140, 1, 11-25.

Niu, S., Luo, Y., L1, D., Cao, S., X1a, J., L1, J., & SmiTH, M.D. (2014): Plant
growth and mortality under climatic extremes: An overview. Environmental and
Ezxperimental Botany, 98, 13-19.

16



References

NOAA NATIONAL CENTERS FOR ENVIRONMENTAL INFORMATION (2016): State
of the Climate: Global Climate Report-Annual 2015.
URL https://www.ncdc.noaa.gov/sotc/global/201513

NOAA NATIONAL CENTERS FOR ENVIRONMENTAL INFORMATION (2018): State
of the Climate: Global Climate Report for July 2018.
URL https://www.ncdc.noaa.gov/sotc/global/201807

NorByY, R.J. & Luo, Y. (2004): Evaluating ecosystem responses to rising atmo-
spheric CO, and global warming in a multi-factor world. New Phytologist, 162,
2, 281-293.

ORTH, R., ZSCHEISCHLER, J., & SENEVIRATNE, S.I. (2016): Record dry summer
in 2015 challenges precipitation projections in Central Europe. Scientific Reports,
6, 28 334.

OwEeNsBY, C.E., Ham, J.M., Knaprp, A.K., & AUEN, L.M. (1999): Biomass
production and species composition change in a tallgrass prairie ecosystem after
long-term exposure to elevated atmospheric COs. Global Change Biology, 5,
497-506.

PArTON, W., MORGAN, J., SMITH, D., DEL GROSSO, S., PRIHODKO, L.,
LecaiN, D., KeLLy, R., & Lutz, S. (2012): Impact of precipitation dynamics
on net ecosystem productivity. Global Change Biology, 18, 3, 915-927.

PETERS, G.P., LE QUERE, C., ANDREW, R.M., CANADELL, J.G., FRIEDLING-
STEIN, P., ILyiNA, T., JACKSON, R.B., Joos, F., KORSBAKKEN, J.I., MCKIN-
LEY, G.A., SIiTCH, S., & TANS, P. (2017): Towards real-time verification of
COy emissions. Nature Climate Change, 7, 12, 848.

RaMANKUTTY, N., EVAN, A.T., MONFREDA, C., & FOLEY, J.A. (2008): Farm-
ing the planet: 1. Geographic distribution of global agricultural lands in the year
2000. Global Biogeochemical Cycles, 22, 1.

REeicH, P.B., HOBBIE, S.E., & LEg, T.D. (2014): Plant growth enhancement
by elevated CO, eliminated by joint water and nitrogen limitation. Nature

Geoscience, 7, 2—6.

17


https://www.ncdc.noaa.gov/sotc/global/201513
https://www.ncdc.noaa.gov/sotc/global/201807

1 Introduction

REICHSTEIN, M., BAHN, M., Ciais, P., FRANK, D.C.D., MAHECHA, M.D.,
SENEVIRATNE, S.I., ZSCHEISCHLER, J., BEER, C., BUCHMANN, N., PAPALE,
D., RammMmic, A., SMmiTH, P., THONICKE, K., VAN DER VELDE, M., VICCA,
S., WALz, A., WATTENBACH, M., FRANK, D.C.D., PAPALE, D., RAMMIG,
A., SMITH, P., THONICKE, K., VAN DER VELDE, M., Vicca, S., WALz, A.,
& WATTENBACH, M. (2013): Climate extremes and the carbon cycle. Nature,
500, 7462, 287-95.

RoBINE, J.M., CHEUNG, S.L.K., LE Rovy, S., VAN OYEN, H., GRIFFITHS,
C., MicHEL, J.P., & HERRMANN, F.R. (2008): Death toll exceeded 70,000 in
Europe during the summer of 2003. Comptes rendus biologies, 331, 2, 171-178.

ROUNSEVELL, M., EWERT, F., REGINSTER, I., LEEMANS, R., & CARTER, T.
(2005): Future scenarios of European agricultural land use: II. Projecting changes

in cropland and grassland. Agriculture, Ecosystems € Environment, 107, 2-3,
117-135.

Roy, J., PicoNn-CocHARD, C., AucusTi, A., BENoT, M.L., THIERY, L.,
DARSONVILLE, O., LaNDAIS, D., PieL, C., DEFOSSEzZ, M., DEVIDAL, S.,
Escapg, C., RAVEL, O., FROMIN, N., VOLAIRE, F., MiLcu, A., BAHN, M.,
& Soussana, J.F. (2016): Elevated CO2 maintains grassland net carbon uptake
under a future heat and drought extreme. Proceedings of the National Academy
of Sciences of the United States of America, 113, 22, 6224-6229.

RustaD, L.E. (2008): The response of terrestrial ecosystems to global climate

change: towards an integrated approach. Science of the Total Environment, 404,
2-3, 222-235.

SCHAR, C., VIDALE, P.L., LUTHI, D., FrEI, C., HABERLI, C., LINIGER, M.A .,
& APPENZELLER, C. (2004): The role of increasing temperature variability in

european summer heatwaves. Nature, 427, 6972, 332.

SCHIMEL, D., STEPHENS, B.B., & FIsHER, J.B. (2015): Effect of increasing CO4
on the terrestrial carbon cycle. Proceedings of the National Academy of Sciences,
112, 2, 436-441.

18



References

SCHLESINGER, W.H. & ANDREWS, J.A. (2000): Soil respiration and the global
carbon cycle. Biogeochemistry, 48, 1, 7-20.

SENEVIRATNE, S.I., DoNAT, M.G., MUELLER, B., & ALEXANDER, L.V. (2014):

No pause in the increase of hot temperature extremes. Nature Climate Change,
4, 3, 161.

SENEVIRATNE, S.I., NICHOLLS, N., EASTERLING, D., GOODESs, C.M., KANAE,
S., Kossin, J., Luo, Y., MARENGO, J., McCINNES, K., RAHIMI, M., RE-
ICHSTEIN, M., SORTEBERG, A., VERA, C., & ZHANG, X. (2012): Changes
in climate extremes and their impacts on the natural physical environment.

Technical Report, Intergovernmental Panel on Climate Change.

SILLMANN, J., KHARIN, V., ZWIERS, F., ZHANG, X., & BRONAUGH, D. (2013):
Climate extremes indices in the CMIP5 multimodel ensemble: Part 2. Future

climate projections. Journal of Geophysical Research: Atmospheres, 118, 6,

2473-2493.

SmitH, W.K., REED, S.C., CLEVELAND, C.C., BALLANTYNE, A.P., ANDEREGG,
W.R., WIEDER, W.R., L1u, Y.Y., & RUNNING, S.W. (2016): Large divergence
of satellite and earth system model estimates of global terrestrial CO, fertilization.
Nature Climate Change, 6, 3, 306.

SOLOMON, S.; QIN, D., MANNING, M., CHEN, Z., MARQUIS, M., AVERYT,
K.B., TiIGNOR, M., MILLER, H.L. et al. (Eds.) (2007): Climate change 2007:
The Physical Science Basis: Contribution of Working Group I to the Fourth
Assessment Report of the Intergovernmental Panel on Climate Change, volume 4.

Cambridge University Press.

SoussaNA, J.F. & LUSCHER, A. (2007): Temperate grasslands and global atmo-
spheric change: A review. Grass and Forage Science, 62, 2, 127-134.

StorT, P.A., STONE, D.A. & ALLEN, M.R. (2004): Human contribution to the
european heatwave of 2003. Nature, 432, 7017, 610.

TEBALDI, C., HAYHOE, K., ARBLASTER, J.M., & MEEHL, G.A. (2006): Going
to the extremes. Climatic change, 79, 3-4, 185-211.

19



1 Introduction

TuBIELLO, F.N., SoussaNA, J.F., & HOwDEN, S.M. (2007): Crop and pasture

response to climate change. Proceedings of the National Academy of Sciences,
104, 50, 19686-19690.

VAN DER MOLEN, M.K., DoLmaN, A.J., Ciais, P., EGLIN, T., GOBRON, N.,
Law, B.E., MEIR, P., PETERS, W., PHILLIPS, O.L., REICHSTEIN, M., CHEN,
T., DEKKER, S.C., DOUBKOVA, M., FRIEDLS, M.A., JUNG, M., VAN DEN
Hurk, B.J.J.M., bE JEUu, R.A.M., KrunT, B., OuTA, T., REBEL, K.T.,
PLUMMER, S., SENEVIRATNE, S.I., SITCH, S., TEULING, A.J., VAN DER
WERF, G.R., & WANG, G. (2011): Drought and ecosystem carbon cycling.
Agricultural and Forest Meteorology, 151, 7, 765-773.

VoLk, M., NikLAUs, P.A., & KORNER, C. (2000): Soil moisture effects determine
COg responses of grassland species. Oecologia, 125, 3, 380-388.

WHITE, A., CANNELL, M.G., & FRIEND, A.D. (2000): CO, stabilization, climate
change and the terrestrial carbon sink. Global Change Biology, 6, 7, 817-833.

WHITE, S.R., CARLYLE, C.N., FRASER, L.H., & CaHniLL, J.F. (2011): Climate
change experiments in temperate grasslands: synthesis and future directions.

Biology Letters.

WiLLiams, 1., TORN, M., RILEY, W., & WEHNER, M. (2014): Impacts of climate
extremes on gross primary production under global warming. Environmental

Research Letters, 9, 9, 094011.

WULLSCHLEGER, S., TSCHAPLINSKI, T., & NORBY, R. (2002): Plant water
relations at elevated CO, — implications for water-limited environments. Plant,
Cell and Environment, 25, 319-331.

Zuao, M. & RuNNING, S.W. (2010): Drought-induced reduction in global ter-
restrial net primary production from 2000 through 2009. Science, 329, 5994,
940-943.

20



2 State of research

As previously stated, this thesis aims to shed new light on the interacting effects of
increased [CO;] and climatic drivers on grassland biomass productivity with the
most important goal to gain better estimates of the future provision of grassland
ecosystem services under global change. Therefore, this chapter will start with a
short overview of the main global change-related environmental factors affecting
grassland productivity (section 2.1), considering precipitation (section 2.1.1),
air temperature (section 2.1.2), CO, concentrations (section 2.1.3), and other
environmental drivers (section 2.1.4). This will be followed by a brief description
and critical examination of experimental designs used to investigate the effects of

increased [COs] on plant productivity (section 2.2).

2.1 Global change-related environmental influences

on European grasslands

One of the basic plant physiological principles is the exchange of gas and water
between the atmosphere and plants through small pores on the epidermis of the
leaves — the stomata. When stomata are open, CO,, the main substrate for the
photosynthesis enters the leaves. At the same time, via the so-called transpiration
water exits the leaves. Consequently, the opening of the stomata leads to an
unavoidable trade-off between water losses and CO, uptake, where the latter is
the prerequisite for photosynthesis. This process, which permits carbon uptake by
plants will be affected by altered environmental conditions under global climate

change.
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2.1.1 Effects of altered precipitation

Decreased water input is assumed to lower the photosynthetic activity via stomatal
limitation, because plants need to close the stomata to avoid water stress. Con-
sequently, biomass productivity is reduced under lower precipitation input while
increases in the precipitation stimulate plant growth (MIRANDA-APODACA et al.,
2015; NIPPERT et al., 2006; WELTZIN et al., 2003; WU et al., 2011; YANG et al.,
2008; ZHAO & RUNNING, 2010). However, the projected increases in the variability
of the precipitation input will probably decrease biomass productivity irrespective
of the total precipitation (KNAPP et al., 2008; NIPPERT et al., 2006). On the one
hand, very intense precipitation events can lead to a nutrient loss through fast
surface runoff or if the latter is impeded cause water-logging of the soils, and thus
reduce in the biomass productivity. On the other hand, particularly in summer,
longer dry intervals may lead to a critical drying of the soil and thus a reduced
biomass productivity which is of particular importance in grasslands with their
relatively shallow roots bringing the plants water from the upper layers of the soil
(GHERARDI & SALA, 2015; KNAPP et al., 2008).

2.1.2 Effects of increased air temperature

In contrast to the widely accepted view on the influence of altered precipitation
regimes on ecosystem productivity, the influence of air temperatures is still under
debate. An increased air temperature may lead to a lengthening of the growing
period (HUFKENS et al., 2016; Luo, 2007), an enhanced microbial activity which
increases nutrient availability (Luo, 2007; RUSTAD et al., 2001), and a shift towards
an optimum growth temperature (Luo, 2007; MYNENI et al., 1997), altogether
possibly enhancing biomass productivity. However, when net photosynthesis reaches
a maximum at optimal temperature further temperature increases cause declines in
the photosynthesis (carbon uptake) and increased respiration (carbon loss) rates,
which reduces the biomass productivity in C3 plants (BROOKS & FARQUHAR, 1985;
FARQUHAR et al., 1980; LoNG, 1991; Luo, 2007). In addition to the direct effects
on plant physiology, an increasing air temperature enhances evapotranspiration and
thus causes earlier water depletion in soils, which will reduce biomass productivity,

especially if water availability is limited. Moreover, increasing air temperatures
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2.1 Global change-related environmental influences on European grasslands

may increase heat stress, and thus reduce biomass productivity especially when
a low water availability limits potential for evaporative cooling in plants (DE
BoEcCK & VERBEECK, 2011; DE BOECK et al., 2008; LEUZINGER & KORNER,
2007; MORISON & LAWLOR, 1999). Additionally, single events such as prolonged
heat waves and frosts affect or even prevent the carbon uptake in plants which
reduces biomass productivity (DE BOECK et al., 2008; JENTSCH et al., 2007; N1u
et al., 2014; VAN DER MOLEN et al., 2011). Consequently, the influence of increased
air temperature on grassland productivity is not certain.

Summarising, it is evident that the projected climatic changes are likely to alter
grassland productivity in the future. However, the direction and magnitude of the
response, especially in the interaction with an increased [COs] remain uncertain.
To gain a better insight into the underlying physiological principles, the basics of
the biomass yield stimulation under [eCO;|, namely the CO, fertilization effect
(CFE), will be described in the following section.

2.1.3 Influence of increased CO, concentrations — the
CO, fertilization effect

The CFE is expected to increase C3 grassland biomass productivity mainly via
(1) the direct effects of an increased photosynthetic carbon fixation through lesser
COg limitation, and (2) the indirect effects of a decreased stomatal conductance
since shorter stomata opening fulfils the carbon-demand in plants (AINSWORTH &
ROGERS, 2007; AINSWORTH & LONG, 2005; FIELD et al., 1995; KORNER, 2000;
LrLoyD & FARQUHAR, 2008; SOUSSANA & LUSCHER, 2007; VOLK et al., 2000).

2.1.3.1 The CO, fertilization effect and altered water availability

Shorter stomatal opening periods and the reduced stomatal conductance lead to
lower transpirational losses and an enhanced water use efficiency of plants grown
under [eCOs]. This is expected to cause soil water savings which reduce potential
water stress for plants, and thus lead to a particularly strong CFE under dry
conditions (AINSWORTH & ROGERS, 2007; DRAKE et al., 1997; IDSO, 1994; JORDAN
& OGREN, 1984; LEAKEY et al., 2009; MORGAN et al., 2004; OWENSBY et al., 1999;
SOUSSANA & LUSCHER, 2007; WULLSCHLEGER et al., 2002). Moreover, there is
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Figure 2.1: Simplified schematic of the projected global change-related environmental
alterations (dashed boxes) and their widely expected influences on temperate grassland
productivity. The wider arrow represents the assumption of an increased COs fertilization
effect under drier and warmer conditions, environmental conditions that would rather
decrease the grassland biomass productivity in general.

also the possibility of an enhanced recovery after ECEs under [eCOs], which might
counterbalance biomass reductions due to global change-related environmental
alterations such as a higher intensity and frequency of precipitation events (Roy
et al., 2016). Nevertheless, contrasting findings in literature reported the strongest
CFE under intermediate precipitation regimes (HUNT et al., 1996; NOWAK et al.,
2004; VOLK et al., 2000), and most recent studies reported even a positive influence
of summer rainfall on the CFE (HOVENDEN et al., 2014; REICH et al., 2014). In
line with this, a long-term decline in the grassland productivity in the Northern

Rocky Mountains from 1969 to 2012 was explained by increasing dryness despite
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of the increases in [CO,] (BROOKSHIRE & WEAVER, 2015). And, ZHU et al.
(2016) showed in a Californian grassland under long-term COs enrichment that
future climatic conditions are likely to push the investigated ecosystem away from

conditions that maximise net primary production.

2.1.3.2 The CO, fertilization effect and increased air temperature

Various assumptions are also found in the scientific community regarding the
effect of air temperature on the CFE. Many studies assume a particularly strong
CFE under higher air temperature (COUGHENOUR & CHEN, 1997; IDSO et al.,
1987; LONG, 1991; LONG et al., 2004; MORISON & LAWLOR, 1999; WANG et al.,
2012). This is explained by the favouring of the oxygenation (photorespiration)
as the specificity of Rubisco for Oy compared to COs is increased under higher
temperatures. Thereby, the ratio of photosynthesis to photorespiration is decreased
under higher temperatures, which increases the relative importance of a promoted
photosynthesis under [eCO3] (AINSWORTH & ROGERS, 2007; LONG, 1991; LONG
et al., 2004). In contrast, other studies revealed that the CO, fertilization effect
might be temperature independent or even reduced under a higher air temperature
(DRAKE et al., 1997; JONGEN & JONES, 1998; SILLEN & DIELEMAN, 2012; ZISKA
& BUNCE, 1994). This is explained by indirect effects such as the reduced stomatal
conductance, which decreases the potential for evaporative cooling in plants grown
under [eCO,] (DRAKE et al., 1997; MCNAUGHTON & JARvIS, 1991). Especially
when water availability is limited, increased air temperature and increased [CO,]
in conjunction may thus lead to a drying of the boundary layer of the leaves which
increases heat stress and results in a reduced biomass productivity (DE BOECK &
VERBEECK, 2011; LEUZINGER & KORNER, 2007; MCNAUGHTON & JARVIS, 1991;
MORISON & LAWLOR, 1999). Moreover, OREN et al. (1999) have shown that a
concomitant increase in the vapour pressure deficit with increasing air temperature
results in stomatal closure, which might be more important than the direct [COq]

effects on the photosynthetic metabolism.
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2.1.4 Influence of other environmental drivers

In addition to climate and COs concentration, other factors such as nutrient
availability (in particular nitrogen and phosphorus), herbivores (FRANK, 2007), and
species diversity affect grassland productivity. An increased species diversity may
for example increase biomass productivity under drought conditions, through an
enhanced resistance or recovery (KREYLING et al., 2017) of ecosystems. The grazing
by herbivores was shown to increase, decrease, or have no influence on productivity,
depending on the type of herbivore, grassland studied, and the intensity of grazing
(FRANK, 2007).

Moreover, these environmental drivers are also likely to affect grassland response
to [eCO,]. For example, the CFE is thought to interact with the nutrient availability
in soils, as plants grown in conditions of a high nutrient supply may respond more
strongly to [eCO,] than nutrient-stressed plants (POORTER, 1998; REICH et al.,
2006b; SOUSSANA & LUSCHER, 2007). The concomitantly increased nitrogen deple-
tion in soils under [eCO;| causes that available soil nitrogen becomes increasingly
limited and reduces the CFE which is referred to as a progressive nitrogen limitation
(PNL; LEUZINGER et al. 2011; LUO et al. 2004; REICH et al. 2006a).

Summarising, it was shown that global change involves simultaneously occurring
alterations in environmental conditions. Due to the number of factors and the
possibility of interactive effects, the prediction of ecosystem responses to these
global changes remains challenging. To gain better insights on the future provision
of ecosystem services by grasslands, and thus the global carbon cycle, this study
will focus on the investigation of the influences of the most certain, and uniformly

accepted predictions of global change.

2.2 Experimental investigation of influences of

global change on grasslands

Since decades, the influence of increased atmospheric COs concentrations on plant
productivity has been intensively analysed in various experiments. Here, grasslands
are often used for the development and testing of ecological theories, because

they are sensitive to perturbations, respond relatively rapidly to environmental
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alterations, and it is relatively easy to perform experiments on them (BLAIR et al.,
2014). However, early CO, enrichment studies were performed in greenhouses
or open-top-chambers (WHITE et al., 2011), which may have caused unintended
artificial alterations, e.g. in the micro climate of the investigated plot (CARLYLE
et al., 2011; DUKES et al., 2005; PORTER et al., 2015). For example, increased air
temperature with infrared heaters reduces the humidity of the air and causes an
unrealistic vapour pressure deficit (DE BOECK & N1s, 2011; KiMBALL, 2005) and
alters soil moisture content (MARCHAND et al., 2006). Therefore the derived results
may be unrealistic. This was indicated by an inconsistency of the results regarding
the CO, fertilization effect that was mainly caused by the drawbacks of the mostly
short-running manipulative experiments (CARLYLE et al., 2011; KORNER, 2000;
LoNgG, 2006; LONG et al., 2004). Additionally, long-term experiments under natural
conditions revealed a weaker grassland response to [eCO,] than expected from
short-term laboratory experiments (LEAKEY et al., 2009; LoNG, 2006; LUSCHER
et al., 2004). Therefore, it has been advocated that the analysis of biomass responses
to increased CO, and the interacting effects of multiple environmental factors have
to be regarded for ecosystems in their natural environment (LUSCHER et al., 2004;
NORBY & Luo, 2004; WU et al., 2011). Consequently, to overcome the limitations
of the early experimental designs, so-called Free Air Carbon dioxide Enrichment
(FACE) experiments represent the most appropriate technology (LEAKEY et al.,
2009; LoNG, 1991; McLEoD & LONG, 1999; NOWAK et al., 2004; SOUSSANA &
LUSCHER, 2007). Not surprisingly, results from FACE experiments are in contrast
to those from open-top-chamber and greenhouse experiments and raise questions
concerning the early findings of the interactions between global change and plant
physiology (e.g., HOVENDEN et al. 2014; REICH et al. 2014). However, due to
the high costs for the construction and maintenance of FACE experiments, most
investigations so far were relatively short-term and long-term studies are rare.
Since biomass data from ecosystem studies is traditionally derived by destructive
sampling methods at harvest dates, the analysis of changes in the grassland pro-
ductivity remains confined to a relatively broad temporal resolution. However, it is
assumed that also short-term changes in environmental conditions, such as ECEs,
influence grassland productivity (ANGERT et al., 2005; JENTSCH et al., 2007; N1u
et al., 2014; PARMESAN et al., 2000; VAN DER MOLEN et al., 2011). Therefore,
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the monitoring of FACE experiments should be provided by an enhanced spatial
and temporal resolution at, if possible, low cost as well as non-destructive and
rapid. Such enhanced monitoring is possible by hyperspectral techniques, while

their application to FACE experiments have so far not been tested.
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3 Conception and technical
preparation of the working

packages

In this work, the analysis of global change-related influences on the productivity of a
temperate grassland will be based on the longest globally operating FACE systems
on grasslands, the GIFACE experiment. Contrasting results from earlier, mostly
manipulative experiments highlighted the need for an analysis based on long-term
data under natural climatic conditions. Since biomass data from long-term time
series is traditionally derived by destructive sampling methods at harvest dates,
short-term changes in grassland characteristics might be overseen. To overcome this
limitation and bridge the scales i.e. establish a link from long-term observations to
in-depth analysis by high-resolution spatio-temporal approaches, the possibilities of
non-destructive grassland monitoring using hyperspectral approaches will be tested.
Therefore, this chapter starts with a short description of the GiFACE experiment
(section 3.1), followed by the methodological work flow of the thesis, divided into
the working packages needed for the investigations of H 1 (section 3.2), H 2
(section 3.3), H 3 (section 3.4), and a general overview of the working packages

including a detailed overview of the work flow in Figure 3.2.

3.1 Study area - the Giessen Free Air Carbon

dioxide Enrichment experiment

The investigation of the influence of global change-related environmental drivers

on the grassland productivity in this study is based on the longest operating FACE
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systems on grassland, the GIFACE experiment. The GiFACE facility covers a
non-grazed and extensively managed species-rich grassland located near Giessen,
Germany (50° 32’ N and 8° 41'E; 172 m a.s.l.), and is in operation since 1998. The
experimental facility comprises six FACE rings of 8 m in diameter (for a detailed
description, see ANDRESEN et al. 2018; JAGER et al. 2003). Three rings are operated
under elevated CO5 conditions by enriching the air during daylight hours to ~20%
above the ambient [COs] ([aCOs]). In the other three rings (controls) the grassland
vegetation grows under [aCOs]. Due to variable wind conditions and technical
limitations, the COs enrichment showed slight variations within and over years.
The C3 vegetation showed similar abundances within all rings, dominated by the
grasses Arrhenatherum elatius, Holcus lanatus and Poa pratensis, accompanied by
a forb fraction including one legume species present in low abundance (KAMMANN
et al., 2005). From 1995 onwards, the grassland was fertilised with 40 kg ha™*
yr~! calcium ammonium nitrate, which equals the annual N deposition in many
intensively used agricultural regions (REICH et al., 2001), supplemented by 600
kg ha=! yr=t of 10% Py O5 + 15% K20 + 3% MgO and 33% CaO + MgO each
spring (KAMMANN et al., 2005). The soil is a fluvic gleysol (SPAARGAREN et al.,
1994) with a sandy clay loam layer above a clay layer of variable depth (KAMMANN
et al., 2005). To maintain an undisturbed soil, the sensor installation inside the

rings proceeded non-invasively.

3.2 Investigations on H 1: Reduced CO, fertilization
effect under more extreme average weather

conditions and after extreme climatic events

A general issue for the investigation of CO,y enrichment experiments is that the
mostly factorial treatment designs are used to quantify cause-effect relationships
(e.g. AINSWORTH & LONG, 2005; BINDI et al., 2001; CASELLA & SOUSSANA,
1996; KAMMANN et al., 2005; SHAW et al., 2002; WULLSCHLEGER et al., 2002).
However, due to the complexity of CO4 enrichment studies in general, and of FACE
experiments in particular, the actual [COs] in the plots that are enriched with

elevated CO, concentrations is fluctuating. Consequently, the interpretation of
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3.2 Investigations on H1

Figure 3.1: Experimental plots for the CO2 enrichment at the Giessen FACE site.

plant responses to elevated [CO,] in interaction with e.g., environmental condi-
tions might be misleading when constant CO, concentrations as defined by the
factorial design are assumed. Therefore, a method has to be developed, which
investigates the responses of above-ground grassland productivity to elevated [CO4]
and average weather conditions under consideration of the actual, measured CO,
concentrations within the relevant plots. Situated in a real-world environment,
the variables that describe the environmental conditions are highly correlated
which complicates the disentanglement of the influence of a single environmental
variable to biomass productivity. Therefore, this approach has also to depict the
accompanying environmental conditions. Combining biomass measurements, the
actual COy concentrations, and real-world environmental conditions, WP 1 aims
to increase the understanding of the effect of average weather conditions on the
CFE in the grassland under investigation. Additionally, since this approach might
also be useful to reliably quantify cause-effect relationships in other experiments,
the proposed method shall be made publicly available within a new R-package
entitled “Moving Subset Analysis FACE” (msaFACE).
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Beyond the estimated impacts from changes in the mean variables (what might be
termed the “trend effect”), changes in the magnitude or frequency of extreme events
(“single climatic event effect”) are likely to impair plant production under climatic
change, and thus are essential when investigating the response of biotic systems
to climate drivers (JENTSCH et al., 2007; PARMESAN et al., 2000). Therefore,
within WP 2, a time series analysis on the combined effects of increased [COs] and
extreme climatic events on above-ground biomass production will be conducted
using the long-term GiFACE data. This will be the first time that such a continuous
long-term data set is used to evaluate this kind of response. The CFE in this
study will be represented by the effect size of the above-ground biomass, which is
defined as the relative differences in biomasses of the plots under [eCOs] compared
to the control plots under [aCO,]. The assumptions is, that sudden changes in
growing conditions such as those caused by ECEs may lead to significant changes
in the effect size, while the effect size of adjacent years under similar growing
conditions should not differ significantly. Thus, changes in effect size of the biomass
in comparison with the previous year will be used to examine the impact of ECEs

on the yield stimulating effect of [eCOy).

3.3 Investigations on H 2: Assessment of potential
future above-ground biomass productivity under

projected global change conditions.

Within the subsequent working package (WP 3), a method has to be developed
linking the experimental data from the GiFACE experiment with projected climate
alterations from the IPCC model ensemble, to assess the potential of the future
provision of ecosystem services by temperate grasslands. Therefore, individual
statistical models will be developed that predict the biomasses within the rings
under [eCO,] and the control rings, respectively. Additionally, potential future
climatic regimes will be generated based on the observed environmental conditions
during the experimental period, and the derived statistical biomass models will
be used to predict potential biomasses within these regimes for both, rings under

[eCOg] and rings under [aCOs]. To assess the potential future grassland productivity,
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3.4 Investigations on H3

the different potential climate regimes and their climate predictor alterations will
be compared to the projected climate changes in the mid 21st century, when the
atmospheric [CO,] will be approximately at the level of the experimentally enriched
[COs] in the GIFACE (~ 20% above the [aCOs] under present-day conditions).

3.4 Investigations on H 3: Do hyperspectral
techniques enable the monitoring of grassland
ecosystem services with high spatio-temporal

resolutions?

Although the analysis of the long-term time series (WP 1 - WP 3) will likely give
important insights on the carbon-plant relationship, it is expected to be constrained
by the low temporal resolution of the conventional, destructive sampling approach
(e.g., two harvests in the GiIFACE experiment). To overcome this restriction,
methods have to be developed that are able to investigate the plant responses
on a spatially and temporally higher resolution than is possible by conventional
approaches. Here, approaches based on hyperspectral data have proven to be
advantageous, since they allow a high temporal resolution including spatially
explicit data. Additionally, they are rapid, non-destructive and cost-effective
which makes them very interesting for the monitoring of ecosystem studies. The
comprehensive statistical methods implemented in the open-source software CRAN
R provide the ideal requirements for the processing and analysing of large datasets,
such as those derived by remote sensing techniques. However, only fragmentary
solutions are available to work with hyperspectral data within CRAN R, while a
combination of hyperspectral techniques with the statistical power of R is straight
forward. Therefore, within WP 4, the existing R functionality regarding the basic
processing functions for hyperspectral data will be enhanced. The new functionality
was made publicly available in a new R-package entitled “Hyperspectral Data
Analysis in R” (hsdar).

Using the enhanced and newly developed methods of the open-source software R

(WP 4), the investigation of the hyperspectral predictability of various grassland
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traits within the GiIFACE experiment will be conducted within WP 5. At first,
various spectral normalisation techniques have to be applied to the hyperspectral
data to enhance reflectance features and reduce perturbing effects that may arise
e.g., from soil background, varying illumination and viewing geometry. Defined
by the different normalisation approaches, various predictor feature spaces will be
created, and after a careful selection of predictor variables for each grassland trait
and within each feature space, the most suitable predictors will be chosen for the
final models for each grassland trait. The final models will then be interpreted
with regard to their predictive performances, and then used to predict the most
important grassland traits related to ecosystem services to show the potential of
non-destructive, hyperspectral monitoring techniques. Here, it is anticipated that
the accuracy of hyperspectral approaches might be affected by different [COs]s,
since the latter are assumed to alter plant physiology. Therefore, the investigation
of the hyperspectral predictability of the grassland traits will be expanded to the
analysis of potential prediction biases that might occur due to combined analysis
of plots under [eCOs] and [aCOs].

—
Meteorological Long-term Rings with .
measurements Giessen FACE data aCOzand eCO2 Climate Hyper-
I I model spectral
[ Average wea- ] [ Extreme ] [ CO2 ] [ Biomass ] data data
ther conditions climatic events concentrations harvests
| I—— \ —7\
WP1 (chapter 3) WP2 (chapter 4) WP3 (chapter 5) WP4 (chapter 6) WP5 (chapter 7)
Linkage of CFE Linkage of CFE Prediction of Method development Investigation of hyper-
with average with extreme future biomass to use hyperspectral spectral predictability
weather conditions climatic events productivity datain R of grassland traits
- A 2/ . 4

uses - leads to improves

Figure 3.2: Detailed work flow of the thesis’ main part. Note. aCOs and eCOy are
ambient and elevated COy concentrations, respectively. CFE is the CO4 fertilization
effect.
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3.4 Investigations on H3

Due to complexity and the necessity of developing different methods for the
investigation of H 1 and H 3, two working packages deal with each of these
hypotheses (compare Figs 1.1 and 3.2). Consequently, to test the hypotheses, the

following five working packages will build the framework of the present thesis:

WP 1 Meteorological observations and CO, concentrations have to be
aggregated to represent average conditions. Statistical models have
to be developed to link different average weather conditions and
varying CO, concentrations with above-ground biomass productivity.
Model outputs will be investigated regarding if and how the CFE
depends on average weather conditions to test part one of H 1.

WP 2 The meteorological time series has to be analysed regarding the
occurrence of extreme climatic events. Changes in the response
of above-ground biomass to different COy concentrations between
consecutive years have to be linked to intervening extreme climatic
events to test part two of H 1.

WP 3  Statistical models to link biomass productivity with average weather
conditions have to be developed for the rings under ambient and
elevated [COs], respectively. Potential future climate regimes have
to be created based on the observed weather conditions during the
experimental period. Biomass productivities will be predicted within
each regime and compared to projected climate change conditions in
years with a similar [CO,] compared to the experimentally enriched
one, to test H 2.

WP 4  Functions and classes have to be developed to manage, process, and
analyse hyperspectral data within the open-source software CRAN
R. Using chlorophyll data from the GiFACE plots, a preliminary
study on the feasibility of H 3 will be conducted.

WP 5 Different transformations of hyperspectral reflectance data have to be
delineated and linked to grassland traits related to ecosystem services
that are derived in the laboratory. The spectral transformations
will be investigated regarding their predictive performances for each
grassland trait, and the most suitable ones used to predict on a
high-resolution spatio-temporal level, and analysed regarding their
performances under different CO5 concentrations, to test H 3.
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Abstract The increase in atmospheric greenhouse gas con-
centrations from anthropogenic activities is the major driver of
recent global climate change (IPCC, 2013). The stimulation of
plant photosynthesis due to rising atmospheric carbon dioxide

concentrations ([COg)]) is widely assumed to increase the net

ol



4 Reduced COs fertilization effect in temperate C3 grasslands under more extreme

weather conditions

primary productivity (NPP) of C3 plants - the CO, fertiliza-
tion effect (CFE; AINSWORTH & ROGERS 2007; ARNETH et al.
2010; TPCC 2013; LoNG 1991; Luo 2007; NOWAK et al. 2004;
SOUSSANA & LUSCHER 2007). However, the magnitude and
persistence of the CFE under future climates, including more
frequent weather extremes, are controversial (AINSWORTH &
ROGERS, 2007; ARNETH et al., 2010; FRIEDLINGSTEIN et al.,
2014; HOVENDEN et al., 2014; IPCC, 2013; REICH et al., 2014;
REICHSTEIN et al., 2013; SMITH et al., 2016). Here we use
data from 16 years of temperate grassland grown under ’free-air
carbon dioxide enrichment’ conditions to show that the CFE
on above-ground biomass is strongest under local average en-
vironmental conditions. The observed CFE was reduced or
disappeared under wetter, drier and/or hotter conditions when
the forcing variable exceeded its intermediate regime. This
is in contrast to predictions of an increased CO, fertilization
effect under drier and warmer conditions (WANG et al., 2012).
Such extreme weather conditions are projected to occur more
intensely and frequently under future climate scenarios (IPCC,
2013). Consequently, current biogeochemical models might
overestimate the future NPP sink capacity of temperate C3
grasslands and hence underestimate future atmospheric [CO,]

mcrease.

Subject terms Climate Change, Climate-change ecology,
Ecophysiology, Grassland ecology

4.1 Main

Grassland covers approximately 26% of the terrestrial area (FOLEY et al., 2011)
and approximately 70% of the global farmland (SOUSSANA & LUSCHER, 2007). In
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Europe, approximately 38% of the agricultural area is covered by permanent mead-
ows and pastures (FOOD AND AGRICULTURE ORGANIZATION OF THE UNITED
NATIONS STATISTICS DIVISION, 2011), which are mainly composed of C3 species.
As the photosynthesis of C3 plants responds positively to rising [CO,], C3 grass-
lands may play an important role in mitigating the increase of atmospheric [CO4]
(AINSWORTH & ROGERS, 2007; ARNETH et al., 2010; FRIEDLINGSTEIN et al.,
2014; IPCC, 2013; LoNG, 1991; Luo, 2007; NOWAK et al., 2004; SOUSSANA &
LUSCHER, 2007). However, the effects of elevated COs ([eCOs]) on the future
terrestrial carbon balance and the [eCOs]-induced carbon sink remain uncertain
because of the scarcity of experimental long-term field data (BOOTH et al., 2012;
FRIEDLINGSTEIN et al., 2014; IPCC, 2013; SCHIMEL et al., 2015; SMITH et al.,
2016).

Photosynthesis, which is the central mechanism of terrestrial carbon (C) uptake,
is primarily controlled by the fixation of COy through carboxylation and the
stomatal resistance that limits the COs supply (AINSWORTH & ROGERS, 2007;
Long, 1991; Luo, 2007; NOwWAK et al., 2004; SOUSSANA & LUSCHER, 2007).
In C3 plants, higher CO, partial pressure under [eCO,] leads to an enhanced
carboxylation, concurrently reducing oxygenation and photorespiratory CO; losses
(Long, 1991; Luo, 2007; MORISON & LAWLOR, 1999). As a consequence, net C
uptake is enhanced if the [COq| increases (AINSWORTH & ROGERS, 2007; LoNgG,
1991; Luo, 2007; NOwAK et al., 2004; SOUSSANA & LUSCHER, 2007). Moreover,
plants growing under [eCO;| may reduce stomatal aperture since the C demand of
photosynthesis is met earlier, which decreases stomatal conductance. This results
in reduced transpirational water loss and increased water-use efficiency (WUE),
which can translate into slower soil moisture depletion and, thus, reduced water
stress for plants (AINSWORTH & ROGERS, 2007; MORGAN et al., 2004; OWENSBY
et al., 1999; SOUSSANA & LUSCHER, 2007; VOLK et al., 2000). Therefore, in this
classic carbon-centric view, the CFE can be assumed to be particularly high under
drier and/or hotter weather conditions.

However, the magnitude and persistence of the CFE must be questioned under
changing environmental conditions, particularly if climate extremes occur more
frequently (FRIEDLINGSTEIN et al., 2014; HOVENDEN et al., 2014; REICH et al.,
2014; REICHSTEIN et al., 2013; SMITH et al., 2016). Liebig’s law-of-the-minimum
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and the multiple-limitation hypotheses indicate that plant biomass production is
not solely limited by the C supply but also by a set of cofactors including water
availability, temperature and solar radiation (FARRIOR et al., 2013; FATICHI et al.,
2014; KORNER, 2015; REICH et al., 2014). Accordingly, the C uptake per unit
leaf area and the plant growth rate may not strictly correlate, especially when
C uptake is dependent on tissue growth (FATICHI et al., 2014; KORNER, 2015).
Under such circumstances, these environmental controls on tissue growth govern
the C demand and, hence, the C uptake of plants (FATICHI et al., 2014; KORNER,
2015). In contrast to the carbon-centric view, the greatest CFE would, therefore,
be expected when environmental conditions are favourable for plant growth, that
is close to the average conditions to which the plant community is adapted.
Free-air carbon dioxide enrichment (FACE) experiments represent the most ap-
propriate technology for testing the effects of multiple environmental factors on CFE
(Long, 1991; NOWAK et al., 2004; SOUSSANA & LUSCHER, 2007). Few studies have
addressed the CFE of grasslands with regard to the changing environmental condi-
tions over timescales of several years (MORGAN et al., 2004; OWENSBY et al., 1999).
Those studies have primarily relied on forced manipulations (DUKES et al., 2005;
HOVENDEN et al., 2014; REICH et al., 2014; SHAW et al., 2002) which may cause
unintended artificial alterations (DUKES et al., 2005). The aim of our study was to
investigate the influence of real-world climatic variations on the CFE of temperate
C3 grassland by the globally longest FACE time series gathered in the Giessen
FACE experiment (1998-2013, see Supplementary Figures 4.4 - 4.6). As no standard
approach for such an analysis is available, we developed a new custom-tailored
technique termed moving subset analysis. This approach is explained in detail in the
Methods and the Supplementary Information (see Supplementary Figures 4.7 - 4.9).
Briefly, the approach includes the following main features. Initially, the available
time series (1998-2013) from the experiment is accumulated to averages or sums of
a three-month period before harvest each year (for experiment-support variables,
for example, average air temperature, see Supplementary Table 4.1). Then, the
sequence of the years is rearranged in ascending order regarding the level of each
environmental variable (forcing experiment-support variable), to form five-year
subsets with similar environmental characteristics. In the next step, the CFE for

each subset is derived as the slope between the total above-ground biomass (TAB)
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and the average [COs] three months before harvest (both logarithmus naturalis
(In)-transformed). Finally, the calculated CFE values and their significance (slope
and p value of the regression models) are plotted against the average of each
forcing experiment-support variable in the subset (see Figures 4.1 and 4.2, and
Supplementary Figures 4.8 and 4.9) to interpret the environmental influence of
single and combinations of the experiment-support variables on the CFE. In the
following, the definition of ’intermediate climatic conditions’ refers to the mean
+ 1 s.d. of the respective experiment-support variable three months before the
harvest (vertical dashed lines in Figures 4.1 and 4.2; see Supplementary Table 4.2
for the values). More extreme environmental conditions can be assumed when the
five-year averages of the experiment-support variables exceed the thresholds of their
mean + 1 s.d. of the entire time series.

We find the strongest CFE when intermediate environmental conditions prevail
in the three months before harvest, as evidenced by the cumulative rainfall (168
mm, Fig. 4.1a), groundwater table height (=90 cm, Fig. 4.1b), vapour pressure
deficit (0.67 kPa, Fig. 4.1c) and evapotranspiration (113 mm, Fig. 4.2d). These
conditions were also characterized by low to intermediate five-year averages of
air temperature and solar radiation whereas wind speed was higher than average
(see the rows beneath the CFE plot for the respective environmental variable
in Fig. 4.1). Likewise, the most prominent CFE was observed under conditions
of intermediate air temperature (17.4°C, Fig. 4.2a) and wind speed (2.42 m s,
Fig. 4.2c), when five-year averages of rainfall and the height of the groundwater
table were on an intermediate level, too. The same trend was observed for a
multi-scalar drought index based on the climatic water balance (the standardized
precipitation evapotranspiration index, SPEI; Fig. 4.1d), which shows the greatest

CFE under weak drought conditions (negative values).
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Figure 4.1: Dependence of the CO; fertilization effect (CFE) on drought-

related variables. a-d, The upper row depicts the CFE dependent on rainfall (a),
groundwater table height (b), vapour pressure deficit (c), and standardized precipitation
evapotranspiration index (d); the accompanying environmental conditions are plotted
in the rows underneath. See Methods and Supplementary Information for a detailed
explanation of the calculations. Point sizes increase with decreasing p values as shown
in the legend. Horizontal lines depict the absolute range of the experiment-support
variable in the respective subset. The vertical dashed lines mark the thresholds of the
intermediate and extreme environmental regimes. The solid grey line depicts the average
total above-ground biomass (TAB) of all observations. Due to subset-wise aggregation
regarding the forcing experiment-support variables, the accompanying experiment-support
variables’ values do not necessarily indicate conditions within single years.
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Figure 4.2: Dependence of the CO; fertilization effect (CFE) on heat-related
variables. a-d, The upper row depicts the CFE dependent on air temperature (a),
solar radiation (b), wind speed (c) and evapotranspiration (d); the accompanying
environmental conditions are plotted in the rows underneath. For a description of the
graphic, see the caption of Fig. 4.1.

Regarding water-related variables, the CFE is, in theory, characterized by an
increased WUE of plants exposed to [eCOy] (MORGAN et al., 2004; NOWAK et al.,
2004; OWENSBY et al., 1999; VOLK et al., 2000), which is advantageous if there
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is the need for plants to cope with drier conditions when water scarcity may
limit growth (HOVENDEN et al., 2014; MORGAN et al., 2004; NOWAK et al., 2004;
REICH et al., 2014). Under ample water availability, the benefit from an increased
WUE is less important. As the stomatal resistance is lower when more water is
available, the sensitivity of photosynthesis to an altered [COs] should essentially
decrease with water availability. Notably, this ability to modulate stomatal aperture
appears to be important even in the strong mesic ecosystem of the current study,
as suggested by the reduced CFE under conditions of water surplus (Fig. 4.3).
Plants that are adapted to a good water supply should be susceptible to improved
WUE under [eCO3] in combination with reduced water availability. However, the
reduced CFE found under drier conditions (Fig. 4.3) indicates a limitation of the
positive effect of enhanced WUE under [eCO,], which stays in contrast to previous
studies (AINSWORTH & ROGERS, 2007; MORGAN et al., 2004; NOWAK et al., 2004;
OWENSBY et al., 1999; VOLK et al., 2000). Similar observations were reported in
FACE experiments on drier temperate grasslands in Australia (HOVENDEN et al.,
2014) and in the United States (REICH et al., 2014). These observations were
explained by resource limitation if water scarcity generally limited plant growth
(HOVENDEN et al., 2014; REICH et al., 2014) due to insufficient turgor pressure
(FATICHI et al., 2014; KORNER, 2015). This effect may be exacerbated by limited
microbial activity and nutrient availability in dry soils, factors that contribute to
multiple environmental limitations (AINSWORTH & ROGERS, 2007; HOVENDEN
et al., 2014; NOWAK et al., 2004).

The weak or nonsignificant CFEs under warmer conditions (Fig. 4.3) are also
in contrast to the classic carbon-centric view, which assumes an enhancement
of the CFE under higher air temperature when the ratio of photosynthesis to
photorespiration is decreased (LONG, 1991; MORISON & LAWLOR, 1999; WANG
et al., 2012). However, for increasing air temperatures, a concomitant increase
in the vapour pressure deficit (see also Supplementary Tables 4.3 and 4.4) and
resulting stomatal closure was shown to be more important than the direct [COq]
effects on the photosynthetic metabolism (OREN et al., 1999). Thus, in combination
with the reduced stomatal conductance under [eCOs], stomata closure can cause
a strong reduction in transpirational cooling, which is likely to aggravate heat

stress, especially under conditions of low wind speed (DE BOECK & VERBEECK,
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Environmental Wetter conditions Drier conditions
variable Positive SPEI Negative SPEI
Air temperature — A A A
Solar radiation A A A A
Wind speed A A A A
Vapour pressure deficit — A A A
Rainfall A A
Groundwater table A A

CO, fertilization — Not significant 4 Weak A Strong

Low < Variable value —»High

Figure 4.3: Synopsis of the CQOy fertilization effect dependent on different
environmental conditions during the three months preceding the harvest. The
columns are ordered from wetter to drier on the basis of the standardized precipitation
evapotranspiration index (SPEI).

2011; MORISON & LAWLOR, 1999) (Figure 2c). Moreover, heat stress may even
be exacerbated as high air temperatures are frequently related with dry periods
(Figures 4.1a and 4.2a,b and Supplementary Tables 4.3 and 4.4), thereby inducing
stomatal closure (DE BOECK & VERBEECK, 2011).

Irrespective of previous work on the CO, fertilization effect, we describe for the
first time within a 16-year-long data set from a mesic grassland that environmental
limitations other than CO, availability govern the grassland CO, response in
both directions (low and high extremes), which is in clear contrast to the carbon-
centric view on [COy] effects. Our results do not support the assumption that the
CFE is greater with lower water availability and higher air temperature (LONG,
1991; MORISON & LAWLOR, 1999; WANG et al., 2012), conditions under which
above-ground biomass production is reduced per se (see Figures 4.1a and 4.2a).
The strongest benefit from rising [COq| can be expected under ’average’ climatic
conditions (that is, those conditions to which the plant community is adapted).
The CFE decreases when environmental conditions approach boundaries of 'too
hot’, 'too dry’, or 'too wet’, that is, extreme weather periods that may occur more
frequently in the coming decades.

Beyond increased air temperatures (high confidence), an increased frequency

of meteorological droughts (medium confidence) and heavy precipitation events
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(high confidence) is projected for future summers in Central Europe (IPCC, 2013).
Therefore, the CFE, which currently represents a significant global C sink (IPCC,
2013), will probably decline under future climatic conditions. As the total above-
ground biomass production of the investigated grassland decreases under such
conditions, terrestrial ecosystems may turn from C sinks to C sources earlier than
previously projected (for the mid twenty-first century) (Cox et al., 2000). Such a
change in ecosystem services was observed during a strong Europe-wide reduction
of the net primary productivity, resulting in a net source of CO, caused by the
pronounced heat and drought in 2003 (CI1AIS et al., 2005). Notably, in this European
'heat wave year’, a negative effect of [eCO,| on biomass production was observed in
our FACE experiment (see Supplementary Figures 4.5 and 4.6), which supports
our findings. A weakening of the CFE accompanied with a reduced terrestrial C
sink capacity under the more frequent extreme climatic conditions in the coming

decades may thus accelerate the increase of atmospheric [CO3] and global warming.
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4.2 Methods

4.2.1 Experiment.

The experimental site is a non-grazed and extensively managed species-rich grassland
located near Giessen, Germany (50° 32’ N and 8° 41’E; 172 m a.s.l.). A FACE
experiment has been in operation here since 1998. In total, six FACE rings of
8 m in diameter were established (for a detailed description, see JAGER et al.
2003 and Supplementary Fig. 4.4). To maintain an undisturbed soil, the sensor
installation inside the rings proceeded non-invasively. In three rings, the grassland
vegetation has been exposed to elevated CO, conditions by enriching the air during
daylight hours to ~20% above the ambient [COs]. The other three rings (controls)
are operated under ambient [COs]. The COq enrichment showed slight variations
within and among years that were caused by variable wind conditions and technical
failures due to material fatigue in 2012 and 2013 (see Supplementary Fig. 4.5
b). The C3 vegetation was compared in all rings and dominated by the grasses
Arrhenatherum elatius, Holcus lanatus and Poa pratensis, accompanied by a forb
fraction including one legume species present in low abundance (KAMMANN et al.,
2005). The grassland was fertilized with 40 kg ha=! yr=! calcium ammonium nitrate,
which equals the annual N deposition in many intensively used agricultural regions
(REICH et al., 2001), supplemented by 600 kg ha™ yr=! of 10% Py O5 + 15% K50
+ 3% MgO and 33% CaO + MgO each spring beginning in 1995 (KAMMANN et al.,
2005). The soil is a fluvic gleysol (SPAARGAREN et al., 1994) with a sandy clay
loam layer above a clay layer of variable depth (KAMMANN et al., 2005).

4.2.2 Climate and vegetation data.

Climate data were taken from meteorological stations on the field site operated by
the Hessian Agency for Nature Conservation, Environment and Geology (HNLUG),
the Environmental Monitoring and Climate Impact Research Station Linden (UKL)
and the German Meteorological Service (DWD). Other variables were measured
within each ring. All data sets cover the time period from 1998 to 2013. Data
measured within each ring were TAB and [CO;] of the air (ring-wise data). The

biomass was cut each year at the beginning of September at approximately 5 cm
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above ground. The yield of each ring was oven dried at 105°C to obtain TAB. [CO4]
was measured in the centre of each ring at 60 cm above ground with an infrared gas
analyser (LI-COR 6252). Air temperature and relative air humidity were used to
calculate the vapour pressure deficit (ALLEN et al., 1998). Evapotranspiration was
derived on a daily basis by the FAO Penman-Monteith method (ALLEN et al., 1998).
It was used to calculate the monthly standardized precipitation evapotranspiration
index (SPEI), which is a multi-scalar drought index. Climatic and groundwater-
related data are referred to as experiment-support data. The characteristics of the

ring-wise and experiment-support data can be found in Supplementary Table 4.1.

4.2.3 Aggregation of variables.

[CO,] data of each ring were aggregated from the three months preceding the
harvests in September, with all values being used to calculate the average (refer
to Supplementary Table 4.1, and Supplementary Figures 4.5 and 4.6). For air
temperature, wind speed and vapour pressure deficit, daily average values were
calculated from half-hourly measurements. For rainfall, the solar radiation and
evapotranspiration, daily sums were determined. These daily values were subse-
quently aggregated to averages or sums for the respective three months preceding
the harvest to obtain the experiment-support variables. The monthly values for the
SPEI were averaged to obtain the respective values for the three months prior to

harvest.

4.2.4 Data analysis.

Prior to the analysis of the CFE, all experiment-support variables were tested by
cross-correlation to reveal the interactions among them. For this process, Pearson’s
correlation coefficient was used with a confidence interval of 0.95 (see Supplementary
Table 4.3). We note that Pearson’s correlation revealed a close correlation between
the TAB and the [COq] (Pearson r: 0.46, p < 0.001, n = 96).

Due to the variable CO4 enrichment, a methodology was developed that provides
robust CFE estimates regarding the inherent variability of the CO, enrichment
in long-term experiments such as the GiIFACE (for theoretical considerations re-

fer Supplementary Fig. 4.10; for an analysis excluding two years with distinctly
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different CO, enrichment refer to Supplementary Fig. 4.11). The details of the
moving subset analysis and data pre-/post-processing are described in the Supple-
mentary Information. Essentially, (i) a copy of the total data set was created for
each experiment-support variable (represented by the average or sum in the three
months prior to the harvest) and the data were rearranged in ascending order of the
respective variable (forcing experiment-support variable, for order compare Supple-
mentary Figures 4.5 and 4.6). The resulting data sets were iteratively partitioned
into subsets, each comprising five years and thus thirty ring-wise observations (both
ambient and elevated rings, six rings per year), with similar characteristics for
the respective variable. Consequently, the first subset contains the five years with
the lowest and the last subset contains the five years with the highest levels of
the forcing experiment-support variable. After the first subset was identified, the
second, third, and so on subsets were compiled by dropping the year with the lowest
characteristics and adding the year with the next highest characteristics of the re-
spective variable in the subset. (ii) The relation between the ring-wise observations
with the dependent variable TAB and the predictor variable [COs] was calculated
through regression analysis within each subset. Here, the slope of the regression
model is the magnitude and the p value is the significance of the CFE under the
respective environmental conditions. We compared this method with frequently
used approaches using only biomass yields based on a factorial treatment design
(see Supplementary Fig. 4.12). (iii) In the final diagram (upper row in Figures 4.1
and 4.2), the magnitude of the CFE (y axis, slope of regression model) and its sig-
nificance (point size, p value that slope is # 0) were plotted against the average and
absolute range of the forcing experiment-support variable in the five-year subsets
(z axis; compare Supplementary Figures 4.8 and 4.9). The grey line depicts the
averaged TAB of all observations in the subset. The averaged values per subset are
plotted alongside the accompanying experiment-support variables (see lower panels
Figures 4.1 and 4.2). Here, the y tick marks indicate the minimum and maximum
of the subset-wise averaged experiment-support variable. Interpreting Figures 4.1
and 4.2, the reader may keep in mind two issues regarding the experiment-support
variables. (1) The accompanying variables’ values within a subset represent the
five-year average grouped according to the forcing experiment-support variable and,

thus, may arise from a combination of variable years. They must not necessarily
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indicate conditions within single years. (2) Given the complexity of statistical
interrelations between the environmental variables (for Pearson correlations among
environmental variables see Supplementary Tables 4.3 and 4.4 and Supplementary
Section 4.3.3.3), any inference of the interplay between the environmental variables
and the CFE must be interpreted with caution. To give an easy-to-understand
summary of the CFE dependent on the various exzperiment-support variables the
thresholds of the environmental regimes were used (see Fig. 4.3, for thresholds
see Supplementary Table 4.2). Arrows in Fig. 4.3 generally show positive CFEs
while horizontal bars represent environmental conditions without a clear CFE. The
strength of the CFE indicated by the colour and the length of the arrows is assessed
via the average slope of the regression models within the environmental regimes
(thicker black arrows — average CFE > 1.5; smaller grey arrows — 0.25 < average
CFE < 1.5). Environmental regimes with fewer than two significant regression
models (p < 0.05) are defined as not significant (grey bars). To enhance readabil-
ity, the experiment-support variables are ordered from droughty to mesic and a
grey shade gradient indicates the variables’ values. All statistical analyses were
performed with the R statistical software version 3.1.2 (R CORE TEAM, 2014).

Code availability.

The developed methodology is available as open source CRAN R package ‘'msaFACE’
(OBERMEIER et al., 2016).

Data availability.

The data set generated and analysed during the current study has been de-
posited in the Laboratory for Climatology and Remote Sensing repository (DOI:
http://dx.doi.org/10.5678 /LCRS/DAT.265; OBERMEIER 2016), and is included as
an example within the CRAN R package 'msaFACE’ (OBERMEIER et al., 2016).
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Supplementary Information

4.3 Supplementary Information

The Supplementary Information contains figures, tables and text (in respective
order). The sequence of the figures follows the order of citation in the main text. The
text is structured as follows: data, methods and a combined results and discussion
section. Initially, additional information on the aggregation and derivation of
the experiment-support variables is provided (Supplementary Section 4.3.1). We
continue with a supporting explanation of how we have derived the CO, fertilization
effect (CFE) in our study termed CFEg,,. (Supplementary Section 4.3.2.1). Refer
to Supplementary Section 4.3.3.1 for the distribution characteristics of the dependent
and independent variables of the underlying regression model. The new method
(CFEgiope) is compared to several approaches that derive the CFE based on a
factorial treatment design (Supplementary Section 4.3.2.2 and Supplementary
Section 4.3.3.2). Furthermore, we show the high-order correlations of the experiment-
support variables aggregated within the subsets (Supplementary Section 4.3.2.3 and
Supplementary Section 4.3.3.3). Finally, we analyse and discuss a possible time

dependence of the CFE in our study (Supplementary Section 4.3.2.4).

Supplementary Figure 4.4: Experimental site. Aerial photograph provided by Thomas
Wiflner ((© 2013).
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Supplementary Figure 4.5: Long-term time series of the GiFACE. Barplot of the
late-summer total aboveground biomass (TAB) in the different rings (a), the [CO2] of
the ambient rings (b) and selected experiment-support variables (c - e). Points depict
daily values (left y-axis), line segments in (b) and (c - e) show the COg-ratio between
the elevated and ambient rings (right y-axis) and the aggregated values used for the
moving subset analysis (three months preceding harvest, right y-axis), respectively. The
daily means of the [COs] in the ambient rings were derived by averaging all measured
values (24 h at 60 cm above ground). The COsq-ratios were calculated as the percentage
change of the three-months averaged [COq] of all measured values from the elevated
rings compared to the ambient rings. The grey numbers in the lower panels indicate the
index of the year when the data were rearranged in ascending order of the respective
experiment-support variables.
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Long-term time series of the GiIFACE. (a) Barplot of the

late-summer total aboveground biomass (TAB) in the different rings and (b - f) selected

Supplementary Figure 4.6

experiment-support variables. For the description, see the caption for Supplementary

Fig. 4.5.

73



4 Reduced CO, fertilization effect in temperate C3 grasslands under more extreme

weather conditions

12

KS-Test b
p: 0.784

10

0

—
> >
o [6]
c c

Q (OS]

- --- - S © -=-1 ---4 >~
o o
(%] [J]
= =
L < L

5

2

0

60 61 62 63 60 61 62 63 52 54 56 58 6.0 5.2 5.6 6.0
In([CO2 ] (pPm)) In([CO2 ] (ppm)) In(TAB (gr m~2)) In(TAB (gr m~2))

KS-Test
p: 0.222

12

Cc

=

10

8

Frequency
6

4

2

o

6.00 6.10 6.20 6.00 6.10 6.20
detrended In([CO, ] (ppm)) detrended In([CO ] (ppm))

Supplementary Figure 4.7: Distribution characteristics of the dependent and inde-
pendent ring-wise variables (six rings, 16 years, n = 96). Box plot with the median and
the 1st and 3rd quartiles; the lowest value is within 1.5 interquartile range of the lower
quartile and the highest value is within 1.5 interquartile range of the upper quartile,
extreme outliers (first and third column), and the frequency distribution with the results
of the Kolmogorov-Smirnov test on normality (KS-Test; second and fourth column) for
(a) the logarithmus naturalis of [COz2], (b) the logarithmus naturalis of TAB, and (c) the
detrended logarithmus naturalis of [COg].
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Supplementary Figure 4.8: Extended explanation plot describing how the COs fer-
tilization effect is determined on the basis of the moving subset analysis. To illustrate,
the forcing experiment-support variable rainfall is used as an example. Two exemplary
subsets are presented in detail: (a) the strongest and (b) the weakest COgq fertilization
effect (CFE), which correspond to the 5-years moving subset N° 5 (left regression plot)
and N° 10 (right regression plot).
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Supplementary Figure 4.9: Overview of the processing steps and an example plot
using rainfall sums. Rectangles in (a) outline data types and parallelograms depict
methods. The results in (b) depict the influence of the rainfall sum on the relation
between COy concentration ([COg]) and the total aboveground biomass. It shows the
strength of the CO4 fertilization effect (CFE) (y-axis) plotted against the average (points)
and the absolute range (horizontal lines) of the variable in the respective subset. Here,
the size of the points shows the significance of the CFE, indicated by the p-value of the
regression model in the subset within four classes. To depict the general response of the
biomass to the respective experiment-support variable, the average total aboveground
biomass (TAB) of all rings in the subsets is plotted in grey. Dashed vertical lines depict
the arithmetic mean + 1 standard deviation (J) of the experiment-support variable over
the entire time series to reveal the intermediate environmental conditions that have
occurred during the experiment.
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Supplementary Figure 4.10: Schematic description of the COs fertilization effect
under idealized (a) and real-world (b) conditions. Under idealized conditions (a), the
CO2 enrichment is constant over time. Consequently, the biomass depends only on
environmental conditions (four different conditions are exemplary depicted by colour
in the figure). In this case, the CO; fertilization effects (CFE) calculated with the
new method (slope) and calculated as the ratio between ambient and elevated biomass
yield are similar for all time slides. However, since the experiment has been conducted
under natural environmental conditions, the COq fertilization is not constant (b, see
Supplementary Fig. 4.8 for actual COs-concentrations in the moving subsets). This
causes varying COsq-concentrations over time, which do not affect the CFE derived as
the slope of the linear regression but have a considerably high effect on the ratio between
ambient and elevated biomass yields.
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Supplementary Figure 4.11: Analysis of the COy fertilization effect dependent on
various experiment-support variables exluding the years with exceptional low and high
COg enrichment (2012, 2013, see Supplementary Fig. 4.5 for actual COg-ratios in the
years). The results reveal very similar trends compared to those including all available
years (1998-2013, Figures 4.1 and 4.2). This highlights that the used method is stable
against occurring variations in the COs enrichment and thus, that the CO, fertilization
effect of this study could be analysed using the whole time series.
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Supplementary Figure 4.12: Comparison of different approaches to derive the COq
fertilization effect (CFE) with the approach used in the present study (x-axis). The
y-axis shows, (a) the difference of the aboveground biomass in the elevated rings minus
the aboveground biomass in the ambient rings, (b) the ratio of the aboveground biomass
in the elevated rings to the aboveground biomass in the ambient rings, (c) the relative
change of aboveground biomass in the elevated rings compared to aboveground biomass
in the ambient rings and (d) the adapted biomass-ratio approach using all possible
combinations of the change in aboveground biomass in the elevated rings relative to
aboveground biomass in the ambient rings. The grey lines depict the linear regression
models between the dependent and independent variables using all observations. The
black lines present the regression models excluding the two outliers in grey color.
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Supplementary Table 4.1: Ring-wise and experiment-support data.

Measurements Temporal No. of Sensors Aggregation (three months
resolution measurements prior to harvest)

TAB on harvest 1 each ring - -

CO2 concentration  hourly 1 each ring Infrared gas analyser mean of all values
(LI-COR 6252)

Air temperature half-hourly 1 Pt-100 resistance mean of daily means
thermometer

Wind speed half-hourly 1 Cup Anemometer mean of daily means

Solar radiation half-hourly 1 Pyranometer sum of all values

Relative humidity half-hourly 1 Hygro-thermo transmitter mean of daily means

Rainfall half-hourly 3 Hellmann samplers sum of all values

Groundwater daily 3 gauges mean of daily values

VPD half-hourly - - mean of daily means

FAO PM ETO daily - - mean of daily means

SPEI monthly - - mean of monthly values

TAB - Total Aboveground Biomass; VPD — Vapour Pressure Deficit; FAO PM ETO0 — Evapotranspiration (cal-
culated by the FAO Penman-Monteith method); SPEI — Standardized Precipitation Evapotranspiration Index

Supplementary Table 4.2: Thresholds for the environmental regimes.

Ezxperiment-support low moderate intermediate elevated intermediate high
variable

Rainfall (mm) < 145.6 145.6 — 179.7 179.7 — 213.8 > 213.8
Groundwater (cm) < -96.2 -96.2 - -90.5 -90.5 — -84.7 > -84.7
VPD (kPa) < 0.61 0.61 — 0.69 0.69 — 0.76 > 0.76
Air temperature (°C) < 16.8 16.8 — 17.4 174 -17.9 > 17.9
Solar radiation (MJ m~2) < 1,488 1,488 — 1,592 1,592 — 1,695 > 1,695
Wind speed (m~1) < 2.33 2.33 — 2.42 2.42 - 2.50 > 2.5
FAO PM ETO (mm) < 103.3 103.3 — 113.1 113.1 - 122.9 > 122.9
SPEI < -0.37 -0.37 - 0.03 0.03 - 0.44 > 0.44

VPD — Vapour Pressure Deficit; FAO PM ET0 — Evapotranspiration (calculated by the FAO
Penman-Monteith method); SPEI — Standardized Precipitation Evapotranspiration Index
Thresholds are defined by the mean and mean £ 1 standard deviation for the respective
experiment-support variable when averaged in the different subsets.
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Supplementary Table 4.3: Pearson’s correlation coefficients (lower triangle) and p-
values (upper triangle) of the experiment-support variables.

Air

Ezxperiment-support Rainfall Ground- VPD Solar  Wind FAO PM SPEI

variable water temperature radiation speed ET0

Rainfall 0.59  0.05 <0.05 <0.05 0.35 0.63 <0.0001
Groundwater —0.15 0.55 0.24 0.45 0.83 0.14 0.50
VPD —0.49 0.16 <0.01 <0.01 0.72 <0.01 <0.001
Air temperature —0.57 0.31 0.74 <0.001 0.23 <0.05 <0.001
Solar radiation —0.57 0.2 0.72 0.76 0.12 0.16 <0.01
Wind speed 0.25 —0.06 —0.1 —0.32 —-0.4 0.70 0.36
FAO PM ETO -0.13 0.35 0.64 0.51 0.37 —0.1 0.08
SPEI 0.9 —-0.18 —-0.8 —0.75 —0.72 0.24 -0.45

VPD — Vapour Pressure Deficit; FAO PM ET0 — Evapotranspiration (calculated by the FAO
Penman-Monteith method); SPEI — Standardized Precipitation Evapotranspiration Index

Supplementary Table 4.4: High-order correlation matrix of the experiment-support
variables within the subset-wise aggregations. Please note that the two triangles are not
identical because of the aggregation of the variables for different temporal subsets.

AT WND GWL SR

Trans  p R? Trans p R? Trans p R? Trans p R?
AT - - - exp <0.001 0.8 In n.s. 0.03 In <0.001 0.96
WND no <0.001 0.78 - - - no <0.01 0.64 In <0.01 0.62
GWL no <0.05 0.46 In n.s. 0.28 - - - In n.s. 0.05
SR exp <0.001 0.95 exp <0.01 0.52 no n.s. 0.18 - - -
PPT exp <0.001 0.77 exp <0.05 0.38 exp <0.01 0.63 exp <0.001 0.87
VPD In <0.001 09 exp <0.05 0.45 exp <0.01 0.5 In <0.001 0.88
SPEI exp <0.001 0.92 exp <0.01 0.66 exp <0.01 0.55 exp <0.001 0.94
ETO In <0.01 0.67 In n.s. 0.11 exp n.s. 0.1 In n.s. 0.19

PPT VPD SPEI ETO

Trans p R? Trans P R? Trans P R? Trans ) R?
AT no <0.001 0.79 In <0.001 0.84 no <0.001 0.88 exp <0.001 0.84
WND In n.s. 0.12 In n.s. 0.16 exp n.s. 0.13 In n.s. 0.26
GWL In <0.001 072 In <0.05 0.46 exp n.s. 0.18 exp n.s. 0.04
SR no <0.001 08 =no <0001 088 no <0.001 094 no <0.01 0.56
PPT - - - exp <0.001 0.77 no <0.001 0.95 exp <0.01 0.53
VPD exp <0.001 0.78 - - - no <0.001 09 =no <0.001 0.79
SPEI exp <0.001 097 exp <0.001 0.93 - - - no <0.001 0.84
ETO no <0.05 0.33 exp <0.001 0.77 no <0.05 0.38 - - -

AT — Air Temperature; WND — Wind Speed; GWL — Groundwater Level; SR — Solar Radiation;
PPT — Rainfall; VPD — Vapour Pressure Deficit; SPEI — Standardized Precipitation Evap-
otranspiration Index; ET0 — Evapotranspiration (calculated by the FAO Penman-Monteith

method)

Trans column indicates the transformation (no — not transformed; In — logarithm naturalis;
exp — exponential) for the aggregated accompanying variables (row-wise) with the best fit to
the aggregated forcing experiment-support variable.
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4.3.1 Supplementary Data

We have supplemented the experiment-support variables by two multi-factorial
variables: (i) evapotranspiration and (ii) the standardised precipitation evapotran-
spiration index (SPEI) for drought indication.

The evapotranspiration for a homogeneous grass canopy was estimated on a
daily basis using the FAO Penman-Monteith method (FAO PM ETO0; ALLEN et al.
1998), implemented in the sirad package (CRAN R; BOJANOWSKI et al. 2013; R
CoRE TEAM 2014). The input variables were the daily minimum and maximum
air temperature (°C), daily mean wind speed (m s™!), daily solar radiation sum
(MJ m~2 d7!), and the mean daily vapour pressure (kPa). The latter was derived
as (ALLEN et al., 1998):

17.27 - Thean
=0.6108 - _— 4.1
es = 0.6108 - exp (Tmean n 237.3) (4.1)
vap_pres = RH e0, /100 - es, (4.2)

where T},c., is the mean daily air temperature in°C, RH .., is the mean daily
relative humidity in %, and vap_pres is the mean daily vapour pressure in kPa.
Additional input parameters were the clear sky transmissivity (cst), altitude above
sea level (165 m), height of the wind speed measurement (2 m), and the latitude of
the study site (50.053°N). The cst, which is the ratio between the measured solar
radiation and the extra-terrestrial irradiance for clear sky days, was derived (cst
= 0.725) by means of the reference solar radiation (sirad, CRAN R; BOJANOWSKI
et al. 2013; R Core TEAM 2014).

The FAO PM ETO0 was used to derive the standardised precipitation evapo-
transpiration index (SPEI; VICENTE-SERRANO et al. 2010) on a monthly basis,
which is a multi-scalar drought index. The SPEI is based on the climatic water
balance defined by the total amount of precipitation minus evapotranspiration. The
SPEI package (CRAN R; R CorRE TEAM 2014; VICENTE-SERRANO et al. 2010)
was used for its calculation. Essentially, the data are transformed to a Gaussian
standard distribution with zero mean and a standard deviation of one, assuming a
Log-logistic distribution and using probability weighted moments for parameter

estimation. Thus, a self-calibrating and standardized index for a given location is
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obtained (negative values indicate dry conditions and positive values indicate wet

conditions).

4.3.2 Supplementary Methods

4.3.2.1 Extended explanation of the method used to derive the
CO, fertilization effect

In our study, the CFE was calculated by the regression of the In (logarithmus
naturalis) transformed total aboveground biomass (TAB in grams dry weight per
square meter) with the actual In transformed [COq] measured in the centre of each
ring (parts per million, average of three months preceding the harvest) (see the
Methods section and Supplementary Figures 4.8 and 4.9). Here, all observations
(both treatments, ambient and elevated) were used. For a better understanding,
Supplementary Fig. 4.8 shows the determination of the CFE, which is the basis of
the entire moving subset analysis presented in Supplementary Fig. 4.9, with rainfall

as an example of an experiment-support variable.

1. In the first step, the dataset containing ring-wise and experiment-support vari-
ables is rearranged in ascending order of the rainfall sum (forcing experiment-
support variable) in the three months before harvest (Supplementary Fig. 4.9).
The total dataset is then partitioned into subsets where each contains 5 years
featuring similar environmental characteristics. In case of the rainfall, the first
subset encompasses the five driest years. For the second one, the year with
the lowest rainfall sum is dropped and replaced by the year with the sixth
lowest rainfall sum to achieve a four years overlap of adjacent subsets. This is
repeated until the last subset is reached which encompasses the five wettest
years. With 16 years (1998-2013) of available data and the four-year overlap
12 subsets are created. Please note that by not grouping consecutively but
ordered according to their numerical characteristics we are able to analyse
the CFE-environment relationship starting from low via moderate to high

values of the forcing experiment-support variable.

2. Supplementary Fig. 4.8 reveals that the CFE represents the amount of change
in the TAB concomitant with the amount of change in the [CO;|. The CFE is
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derived as the slope of the regression model between [COs] and TAB, which are
calculated separately within each of the subsets defined above (presented for
two rainfall subsets in Supplementary Fig. 4.8). Before regression modelling,
the dependent variable (TAB) and the explanatory variable ([COs]) were
transformed to their logarithmus naturalis to strengthen the statistical validity
of the regression models (see Supplementary Results and Supplementary
Fig. 4.7). By considering six rings for each year and a 5-year subset, every
regression is based on 30 samples (Supplementary Fig. 4.8). Consequently,
the significance of the CFE was derived as the p-value of the slope in the

regression model for each subset.

3. By presenting the slope and its significance against the sum of the rainfall in
the respective subset, the influence of rainfall on the CFE is revealed. The
results are presented in a comprehensive way in Figures 4.1 and 4.2. For a
more detailed description of the Figures, see Supplementary Fig. 4.9 b and

its caption.

4.3.2.2 Determination of the CFE: novel approach of this study compared
to common approaches

We compare the yearly CFE derived as the slope of the regression model (CFEg;gpe,
newly developed approach, this study) with the most common options to derive
the CFE on the basis of a factorial treatment design (results are presented in
Supplementary Fig. 4.10). These approaches include the calculation of the CFE
based on (1) the simple difference of the TAB in the elevated rings (e€TAB) minus
the TAB in the ambient rings (aTAB) (CFEg_4), (2) the averaged eTAB divided by
the averaged aTAB (CFEg/4-Ratio) and (3) the difference of the eTAB minus aTAB
divided by the aTAB (CFEg)a—change). Moreover, (4) we have slightly adapted
the latter approach by using the relative change in the eTAB compared to the

aTAB for each possible combination in one year. Encompassing three elevated and
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three ambient rings, nine values result for one year, whose average represents the

percentage change of eTAB relative to aTAB for one year (CFEy;omass—ratio):

3 3
: € — Gk
tio = 4.
ratio Z Z o (4.3)
=1 k=1
where:
e; = biomass yield in elevated ring (7)
a = biomass yield in ambient ring (k)
ratio
CFEbiomassfratio = ? (44)

In the final plots (see Supplementary Fig. 4.10), the CFE-values of the different
approaches are plotted against the CFEg,,e of the linear regression models, includ-
ing and excluding outliers. Aware that expected differences might be explained
by variations of the actual COy enrichment, we have complemented this analysis
with an schematic overview of the CFE calculation based on different calculations
(see Supplementary Fig. 4.12). Therefore, we compare the CFEy;mass—ratio With
the CFEgope, under idealized experimental conditions and under more realistic

conditions which included a varying [CO,].

4.3.2.3 Method to derive a high-order correlation matrix

Situated in a real-world environment, most of the experiment-support variables
are highly correlated (see the Methods section and Supplementary Table 4.3).
Because of frequently non-linear relationships of such environmental variables, we
have determined the correlations of the experiment-support variables using different
transformations. To this end, the subset-wise aggregations of the experiment-support
variables were used, because we describe the CFE-environment relations within
these. For each subset defined by the forcing ezperiment-support variable (columns
in Supplementary Table 4.4, and compare the upper panels in Figures 4.1 and 4.2)
the average of the accompanying experiment-support variables within the subset was
derived (compare lower panels Figures 4.1 and 4.2). Three transformation modes
(logarithmus naturalis, unchanged and exponential) were applied to the averaged

accompanying ezxperiment-support variables. To highlight any strong interactions
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of the subsets, the correlations between the transformations of the accompanying
and forcing experiment-support variables (subset-wise aggregated) were examined,
with the best results indicated by Pearson’s product moment correlation coefficient

presented in Supplementary Table 4.4.

4.3.2.4 Analysis of the time dependence of the CFE

Some studies have shown time dependences of the CFE, either as the result of
a declining trend, for example because of progressive nitrogen limitation (PNL;
LEUZINGER et al. 2011), or an increasing trend, for example by legacy effects
caused by fertilization through artificial ploughing during the experimental setup
(STILING et al., 2013). To check for a potential time dependence of the CFE in our
study, we calculated the rank correlation between the CFE and years by means of
Kendall’s tau.

4.3.3 Supplementary Results and Discussion
4.3.3.1 Characteristics of the dependent and independent variables

Neither a bimodal distribution of the [COs] data, which may be expected because
of the factorial treatment design, nor TAB are visible in the data (see the Methods
section and Supplementary Fig. 4.7). The Kolmogorov-Smirnov (KS) test on
normality for both variables (transformed to their logarithmus naturalis) showed
good results. Thus, the statistical validity of regression techniques for the derivation
of the CFE is not constrained, for example, by the occurrence of two clouds of points.
We explain this by the low CO, enrichment level (20% during daylight hours, which,
on average, caused a 9.5% higher [CO,| in the elevated rings compared to ambient
rings for the three month average, and the long-term time series with an associated
increasing atmospheric [CO,], which caused an 8% higher [COs] in the ambient
rings of 2013 compared to 1998. This relationship is clearly shown by detrending the
[CO,] data. Therefore, we subtracted the atmospheric background [COs] increase,
which we derived by the linear model through the ambient [COs]. The remaining
distribution of the residual [CO,] values reveals a bimodal distribution as defined

by the factorial treatment design. This highlights that a similar magnitude of the
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inter- and intra-annual differences in the [CO,] prevented a bimodal distribution of

the [COQ]

4.3.3.2 Comparison of the CFE derived by the different approaches

We compared the yearly CFEgjope (method used in the present study) with various
approaches that derive the CFE on basis of a factorial treatment design (see
Supplementary Fig. 4.10). The results show positive linear relations between the
CFEgiope and all tested alternative methods (all significant on 0.05 level), that
were enhanced by excluding the outliers (p-value < 0.001). However, differences
between the CFEg,,. and the other approaches occur. We explain this by a
varying COsq enrichment over time (compare Supplementary Fig. 4.5 b). This
relation is clearly depicted in a schematic overview (Supplementary Fig. 4.12).
Supplementary Fig. 4.12 a shows an idealized experimental setup with the CFEg;ope
and the CFEy;omass—ratio calculated for four different dates, which differ in that
varying environmental conditions lead to different biomass yields. Here, the COq
enrichment within the four different dates remains stable. Consequently, the CFE
derived by both approaches CFEgjop. and CFEy;omass—ratio) remains stable for the
different dates. In Supplementary Fig. 4.12 b the CO, enrichment is not constant
for all dates, which depicts a more realistic picture of the real-world conditions
observed in our experiment (compare Supplementary Fig. 4.5 b). Consequently,
the CFEpiomass—ratio strongly varies whereas the CFEg,p. remains stable. This is
because the CFEp;omass—ratio approach assumes a stable COy enrichment defined by
the factorial design. In contrast, the CFEgq, accounts for the occurring variations
in the COy enrichment because it considers the actual [CO,], which has been
measured in the centre of each ring in our experiment. This shows the necessity for
considering the actual [COy] to derive the CFE, especially under a variable COq
enrichment over time, which we believe is the normal case in such long-term field

experiments.

4.3.3.3 High-order correlation matrix

Located in a real-world environment, strong correlations were found between the

experiment-support variables (see Supplementary Table 4.3). A strong statistical
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connection was also found for the different transformations of the subset-wise
aggregated experiment-support variables (see Supplementary Table 4.4). Highly sig-
nificant strong correlations were found for air temperature with all other experiment-
support variables, for rainfall and vapour pressure deficit to all variables except
wind speed, and for the SPEI as well as the PET to all variables except wind
speed and groundwater table. Weak and partly non-significant correlations were
observed for wind speed and groundwater table height with the other experiment-
support variables. Overall, strong correlations indicate the difficulties in allocating
the actual influences of each individual experiment-support variables on the CFE.
However, the non-significant correlations between groundwater table and the FAO
PM ETO and SPEI highlights the utility of analysing single environmental variables
because even a multi-factorial climatic drought index, for example, does not reflect

the actual amount of available water in an ecosystem.

4.3.3.4 Time-independence of the CFE

The inter-annual variability of the CFE was much higher than the long-term
changes (see Supplementary Figures 4.5a and 4.6a). Thus, applying a Kendall rank
correlation test did not reveal a temporal trend of the CFE (p-value = 0.35, T =
71, tau = 0.183). We believe that the constant fertilization of our experimental site
with mineral nutrients (N fertilization approximately equals the annual N deposition
in intensively used agricultural regions; REICH et al. 2001) inhibited a depletion of
the mineral nutrients in the soil, and thus PNL. Feng et al. (FENG et al., 2015)
did not find any evidence of PNL constraints on the CFE at a decennial timescale
in their meta-analysis, including an eight year data series from our experiment.
They report a significantly decreasing trend of eCOq-induced decreases in plant N
concentration that diminished over time. Additionally, we are convinced that legacy
effects did not cause a bias in our results, as the site has not been ploughed for
more than 100 years (KAMMANN et al., 2008). Moreover, the permanent grassland
has been fertilized consistently with 40 kg ha='a=! N and cut twice a year for
decades (KAMMANN et al., 2005). The soil beneath the harvested vegetation was

never markedly disturbed and the sensor installation was carefully implemented.

88



b Extreme climatic events
down-regulate the grassland
biomass response to elevated

carbon dioxide

This chapter is under review in Nature Scientific Reports.
Submitted: 23 May 2018

Reprinted with permission from Springer Nature Limited.

89






Extreme climatic events down-regulate
the grassland biomass response to
elevated carbon dioxide

Naiming Yuan’?*, Gerald Moser®, Christoph Miiller®*, Wolfgang A.
Obermeier’, Joerg Bendix® and Juerg Luterbacher’0

I Department of Geography, Climatology, Climate Dynamics and Climate Change, Justus
Liebig University, Senckenbergstrafle 1, 35390 Giessen, Germany

2 CAS Key laboratory of Regional Climate-Environment for Temperate East Asia, Institute of
Atmospheric Physics, Chinese Academy of Sciences, Beijing, 100029, China

3 Department of Plant Ecology, Justus Liebig University Giessen, Heinrich-Buff-Ring 26, 35392
Giessen, Germany

4 School of Biology and Environmental Science and Earth Institute, University College Dublin,
Dublin 4, Treland

5 Faculty of Geography, Philipps-University of Marburg, Deutschhausstrae 10, 35037 Marburg,
Germany

6 Centre for International Development and Environmental Research, Justus Liebig University
Giessen, Senckenbergstrafle 3, 35390 Giessen, Germany

Abstract Terrestrial ecosystems are considered as carbon
sinks that may mitigate the impacts of increased atmospheric
COy concentration ([COs]). However, it is not clear what their
carbon sink capacity will be under extreme climatic condi-
tions. In this study, we used long-term (1998-2013) data from
a C3 grassland Free Air COy Enrichment (FACE) experiment
in Germany to study the combined effects of elevated [COs]
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and extreme climatic events (ECEs) on aboveground biomass
production. CO, fertilization effect (CFE), which represents
the promoted plant photosynthesis and water use efficiency
under higher [CO»], was quantified by calculating the relative
differences in biomass between the plots with [COs] enrichment
and the plots with ambient [CO,]. Down-regulated CFEs were
found when ECEs occurred during the growing season, and
the CFE decreases were statistically significant with p well
below 0.05 (t-test). Of all the observed ECEs, the strongest
CFE decreases were associated with intensive and prolonged
heat waves. These findings suggest that more frequent ECEs
in the future are likely to restrict the mitigatory effects of
C3 grassland ecosystems, leading to an accelerated warming
trend. To reduce the uncertainties of future projections, the
atmosphere-vegetation interactions, especially the ECEs effects,

are emphasized and need to be better accounted.

Subject terms Climate-change impacts, Climate-change

mitigation, Climate-change ecology, Grassland ecology

5.1 Main

Atmospheric carbon dioxide concentration [COs| has increased substantially since
industrialization and is projected to rise by 40% from approx. 400 ppm in early 2017
to 550 ppm by 2050 (RCP8.5 scenario; DLUGOKENCKY & TANs 2017; IPCC 2013).
The rising atmospheric COs concentration contributes largely to global warming,
and also stimulates ecosystem productivity (AINSWORTH & LONG, 2005; LEAKEY
et al., 2009; LONG et al., 2004). It has been estimated that terrestrial ecosystems
have sequestered about 25% of the anthropogenic carbon emissions over the past
half-century (LE QUERE et al., 2009). Therefore, most ecosystems potentially
act as carbon (C) sinks and mitigate the effects of increased [COs] (HORTNAGL
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et al., 2018; SCHIMEL et al., 2001). Concerns regarding the future capacity of
ecosystems as C sinks have been raised due to the negative effects of extreme
climatic events (ECEs; WILLIAMS et al. 2014). Extreme events such as prolonged
heat waves, droughts, and frosts can significantly reduce ecosystem carbon uptake
and productivity, thereby influencing the regional carbon cycle (CI1AIS et al., 2005;
REICHSTEIN et al., 2013; ZHAO & RUNNING, 2010) and gradually shifting the
ecosystems from a C sink towards a C source (CIAIS et al., 2005). Since ECEs
have been projected to increase in both frequency and intensity (CHRISTIDIS et al.,
2015; SILLMANN et al., 2013), studying the combined effects of ECEs and elevated
atmospheric [CO5] ([eCOs]) on the carbon cycle of ecosystems is important for both
understanding mechanisms (ZHU et al., 2017) and reducing predictive uncertainty
(HUNTZINGER et al., 2017).

Elevated [CO,] stimulates ecosystem productivity (termed the CO, fertilization
effect, CFE) directly through i) enhanced photosynthesis (LONG, 1991; LONG et al.,
2004), or indirectly through ii) reduced stomatal conductance (AINSWORTH &
ROGERS, 2007; DING et al., 2018; KELLNER et al., 2017; MORGAN et al., 2004)
and iii) reduced respiration (HAWORTH et al., 2016). Accordingly, one may expect
stronger CFEs at higher temperatures or in drier conditions (BERNACCHI et al.,
2006; BISHOP et al., 2014), and the negative effects of ECEs may be ameliorated
through improving water use efficiency (WUE; ROBREDO et al. 2007), increasing
the plant carbon uptake (YU et al., 2012), and enhancing recovery after ECEs
(Roy et al., 2016). However, different studies have demonstrated that these
theories are not applicable to all ecosystems (HOVENDEN et al., 2014; REICH et al.,
2014). In some experiments, [eCO,] was found to have no alleviating effect against
ECEs (BROOKSHIRE & WEAVER, 2015; DUAN et al., 2014). On the contrary,
[eCO4] may increase the risk of exposure to ECEs by extending the growing season
length (Liu et al., 2018). Meanwhile, ECEs can prevent plants from benefiting
from [eCOs] (FITZGERALD et al., 2016). The CFEs may be strongest under
intermediate environmental conditions and vanish under more extreme weather
conditions (OBERMEIER et al., 2017). The inconsistencies in these results indicate
an important role for ECEs in altering CFEs, and emphasize the necessity for more
detailed studies, which have thus far been prevented due to the lack of suitable

long-term continuous and high quality data (FRANK et al., 2015).
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In this study, we analyzed data from one of the longest Free Air Carbon dioxide
Enrichment (FACE) experiments (Gi-FACE, 1998-2013) in the world and studied
the combined effects of [eCO,] and ECEs on aboveground biomass production. The
Gi-FACE experiment was carried out on a permanent grassland in the German
federal state of Hesse, near Giessen (50°32’N and 8°41’E) at 172 m a.s.l. (Fig. S5.8).
Three circular plots were subjected to [eCOs], while another three circular plots
served as controls at ambient [CO,] ([aCOs]). They were arranged in a randomized
block design (three blocks). The CO, fumigation began in May 1998 with an
enrichment level of +20% [COs] above the ambient level during daylight hours
(Fig. S5.9). The vegetation comprised species-rich grassland where aboveground
grass biomass contributed more than 2/3 of the harvest in most years (Tab. S5.2-
S5.3). Biomass was harvested twice a year before the end of spring (H1) and
summer (H2) (JAGER et al., 2003) (Tab. S5.4).

In contrast to recent work by OBERMEIER et al. (2017), that used the summer
growing season data from the Gi-FACE only, we here focused on both growing
seasons and defined ECEs directly using various environmental datasets including
semi-hourly 2m-air temperature records, semi-hourly precipitation records, daily
soil moisture, etc. We determined extreme dry events for both growing seasons,
anomalous cold events including hard frost in spring, and extreme hot events
including heat waves in summer. The definitions are provided in the “Material and
Method” section, and corresponding figures can be found in the supplementary
materials (Figs. 55.10- S5.15). The CFE in this study is represented by the effect
size (ES) of the aboveground biomass, which is defined as the relative differences
in biomass between the eCO4 plots and the aCO, plots. We assumed that the ES
of adjacent years under similar growing conditions did not differ significantly, i.e.,
sudden changes in growing conditions, such as those caused by ECEs, may lead
to significant changes in ES. Therefore, by investigating the changes in ES of the
biomass in comparison with the previous year we were able to examine the impact
of ECEs on the yield stimulating effect of [eCO,].

Before the connections between extreme climatic events and the CO4 fertilization
effects on the aboveground biomass can be studied, we first need to check whether
the calculated effect size represented the true CO, effect. By setting a repeated

measures analysis of variance (rmANOVA) model with factors time, COs, block,
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time X CO4 , and time x block included, the treatment effects for different plant
functional groups were studied. As shown in Tab. 5.1, there were significant CO,
fertilization effects on grass (H1, 1998-2005, 1998-2013; H2, 1998-2005), but the
differences of the forbs (incl. legumes) biomass cannot be explained by the [COq |
treatment. As a result, when considering total biomass, the treatment effect was
only statistically significant for H2 when the second time section (2007-2013) was
considered. This is reasonable as large initial biases of the forbs (incl. legumes)
existed in the first few years of the experiment. As discussed in (ANDRESEN et al.,
2018), since 1997 before the start of the FACE up to the years before 2006,/2007,
there were more forbs and legumes harvested in the aCOy plots than in the eCO,
plots. Benefited from the higher [COs] in eCO; plots, an increasing trend of ES
was observed from 2001 to 2008 (see Fig. 5.3 in ANDRESEN et al. 2018), but the
positive effects of elevated [COs] were still covered especially for the first time
section (1998-2005/2006). Therefore, the ES of forbs (incl. legumes) is not a
good indicator for the CFEs. In the following analysis, we will mainly focus on
the reactions of the aboveground total biomass, as well as grass biomass to the
emergence of ECEs. The results regarding forbs (incl. legumes) will be shown in
the supplementary materials (Fig. S5.16).

Using various environmental and meteorological datasets (see “Material and
Method” section), different ECEs were identified. For the spring growing periods,
we identified extreme cold events in 2003, 2005, and 2013; spring hard frost events in
2005, 2010, and 2013; as well as extreme dry events in 2007 (Fig. 5.1; LUTERBACHER
et al. 2007). For each year with ECEs, see Fig. 5.2a, the ES of total biomass in
H1 was found to be lower than in the previous year, while for most non-extreme
years, the ES in H1 was higher than in the previous year or remained unchanged.
There were only two years (1999 and 2012) where lower ES values were found but
not related to ECEs. For 1999, one explanation for the relatively low ES may
be attributed to the initial unbalanced effects of the FACE experiment, as the
Gi-FACE experiment started in 1998. For 2012, the low ES were most probably
related to the extremely low [COs] enrichment, which was caused by technical
problems (Fig. S5.9). In fact, due to the low [COs] enrichment in 2013, together
with the extreme cold events, an even lower ES was found in 2013 than in 2012

(Fig. 5.2a), indicating a combined effect of low [CO,] enrichment and ECEs. Similar
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Table 5.1: P-values for effect of the factors: Time, CO; treatment, block,
time X COg, and time X block, on the biomass (Total, Grasses, and Forbs &
Legumes) examined by repeated measures ANOVA. The effect was assessed for
each harvest (H1 and H2) and the rmANOVA model was used at the full time series, as
well as the two half time sections as suggested by ANDRESEN et al. (2018). For significant
effect at P < 0.05, one asterisk was marked, while for P < 0.01, we use two asterisks.
‘n.s.” indicated non-significant effect at P > 0.1.

PFG Factors H1 H2
1998-2005 2006-2013 1998-2013 1998-2005 2006-2013 1998-2013
Total Time 0.033* 0.019* 0.015* 0.026* 0.099 0.051
COs n.s. 0.108 n.s. n.s. 0.007** n.s.
Block 0.047* n.s. n.s. n.s. 0.054 n.s.
Time x COq n.s. n.s. n.s. n.s. n.s. n.s.
Time x Block n.s. n.s. n.s. n.s. n.s. n.s.
Grasses Time 0.026* 0.032* 0.006** 0.023* 0.013* 0.032*
CO2 0.004** 0.053 0.005%* 0.016%* n.s. 0.070
Block 0.002** 0.032* 0.002** 0.047* n.s. n.s.
Time x COq n.s. n.s. n.s. n.s. n.s. n.s.
Time x Block n.s. n.s. n.s. n.s. 0.039* n.s.
Forbs Time 0.016* 0.017* 0.019* 0.071 n.s. 0.039*
& CO2 n.s. n.s. n.s. n.s. n.s. n.s.
Legume Block n.s. n.s. n.s. n.s. n.s. n.s.
Time x CO2 n.s. n.s. n.s. n.s. n.s. n.s.
Time x Block n.s. n.s. n.s. n.s. n.s. n.s.

results were found for the grass biomass (Fig. 5.2b). If we remove the potential
effects of extremely low [COs] enrichment, and classify the ES changes (compared
to the previous year) from 1999-2011 into two groups according to the occurrence
of ECEs, the ES changes were well separated (Fig. 5.3a, b). For the years with
ECEs, the ES decrease were statistically significant with p = 0.01 for the total
biomass and p = 0.007 for the grass biomass. Therefore, the ECEs in spring played
a major role in decreasing the ES.

For the summer growing period, prolonged heat wave events were detected in 2003
and 2006 (Fig. 5.1), with twelve and nine consecutive days with daily maximum
temperature T,,,, higher than 30°C, respectively (Fig. S5.12). By calculating the
sum of maximum temperatures exceeding 30°C (killing degree days [KDDs], see
“Material and Method” section, similar to the definition in BUTLER & HUYBERS
2013), we found also high values in 2010 and 2013 (Fig. S5.11c), suggesting potential
damages from high temperature in these years. Considering that there were four
consecutive days with T,,,, > 0°C in 2010 (Fig. S5.12), which could almost be

classified as a heat wave event (see Fig. 5.1, the light red color), we determine that
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Spring Growing Period Summer Growing Period
Year | Hard Frost  Extremely  Extremely  Extreme | Heatwave High Extremely  Extreme
In spring Cold Dry [eCOs] events KDDs Dry [eCOs]
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Figure 5.1: Detected extreme climate events (ECEs) in the spring and sum-
mer growing periods for years from 1998 to 2013. The colored boxes with check
marks depict the occurrence of ECEs in the corresponding years. For the spring growing
period, ECEs including hard frost in spring, extreme cold and dry events are shown,
while for the summer growing period, heat wave events, high KDDs, and extreme dry
events are detected. For the years that experienced a strong heat wave event, we used
a dark red color. For the years that did not experience a strong heat wave event, but
are very close to satisfying the conditions for being a heat wave event (4 days in a row
with Tpee > 30°C), we used a light red color. Besides ECEs, extreme [CO3] enrichment
events are also shown.

the summer growing period in 2010 also experienced extreme hot events. While for
2012 and 2013, extreme low and high [CO;| enrichments were observed, respectively
(Fig. 5.1 and Fig. S5.9). Therefore, to remove the potential side effects from the
extreme [CO,] enrichments, we only consider the ECEs in 2003, 2006, and 2010.
For the total biomass in H2, ES decreases were found in two of the three years
(2003, 2010; Fig. 5.4a). Only in 2006, the ES was not decreased, which was most
probably due to the sudden increase of ES of forbs (Fig. S5.16b). After removing
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Figure 5.2: Connections between ECEs and the effect size (ES) of above-
ground biomass in the spring harvest (H1). a) shows the ES of the aboveground
total biomass, b) shows the ES of the aboveground grass biomass. The blue columns
mark the years with ECEs, and the type of ECEs are shown within each column. For
years with extreme [CO3] enrichment events, the columns are in dashed-borders. In both
a) and b), the decreases of ES are marked by blue arrows. As one can see, for all the
years with ECEs, the ES of both total biomass and grass biomass decreased.

the forbs from the total biomass, ES decreases were observed in all the three years
(Fig. 5.4b). Conversely, for the majority of the other years without ECEs, the
ES was higher than in the previous year or remained unchanged (Fig. 5.4). If we
classify the ES changes (compare to the previous year) into two groups according
to the occurrence of ECEs, clear separations were again revealed (Fig. 5.3c, d). For
the years with ECEs, the ES decreases are statistically significant with p = 0.04
for the total biomass and p = 0.002 for the grass biomass. Therefore, the CFEs in
H2 also decreased significantly under the effects of ECEs.

To confirm these findings, we further compared the different CFEs using a new
method proposed by OBERMEIER et al. (2017), who quantified CFEs as the slopes
of productivity versus [COs]. Although the enrichment level of [CO,] was set as

20% above the ambient level, the actually measured [COs] varied over the six
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Figure 5.3: ES changes under different environmental conditions The ES
changes (compared to the previous year) were classified into two groups according
to the occurrence of ECEs. a), ¢) show the results for the total biomass, for H1 and
H2 respectively; while b), d) show the results for the grass biomass. The dashed line
in each sub-figure is the zero line. The two groups in each figure are well separated.
By applying student’s t-test (two sided), the differences are statistically significant with
p = 0.01, 0.007, 0.04, and 0.002 for the sub-figures from a)-d), respectively

rings, which enabled to analyze productivity changes dependent on different CO,
concentrations. Fig. 5.5 indicates the case in 2002 versus 2003 (H1, H2) and the
case in 2009 versus 2010 (H1, H2) for total biomass, while Fig. 5.6 shows the results
for grass biomass. In 2002 and 2009, no ECE was observed in both spring and
summer growing periods. While in 2003, we found extreme cold events in spring,
heat waves in summer; and in 2010, we found hard frost events in spring, high
KDDs in summer (Fig. 5.1). Therefore, these two pairs were suitable examples
to show the effects of ECEs on ES. For the years without ECEs (2002 and 2009,
red), stronger responses of the total productivity to increased [CO,] were found
in Fig. 5.5. The steeper slope indicates higher CFEs. While for years with ECEs
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Figure 5.4: Connections between ECEs and ES of aboveground biomass in
the summer harvest (H2). a) shows the ES of the aboveground total biomass, b)
shows the ES of the aboveground grass biomass. Similar to Fig. 5.2, the ECEs are marked
with red columns. For years with extreme [CO3] enrichment events, the columns have red
dashed-borders. In both a) and b), the decreases of ES are marked by blue arrows. As
one can see, for most years with ECEs, the ES of both total biomass and grass biomass
decreased. Only one exception was found in 2006 for the total biomass.

(2003 and 2010, blue), the slope decreased, vanished, or even became negative,
suggesting smaller CFEs under the stress of ECEs. Similar results were obtained
for the grass biomass. As shown in Fig. 5.6, after removing the biomass of forbs
from the calculation, the results became even clearer. Since the regression analysis
was based on the measurements of only six rings, due to the large fluctuations, the
differences in the slopes between 2002 and 2003 (or 2009 and 2010) were not all
statistically significant (see p-values in the figure captions). However, from this
simple comparison, we can still observe clear down-regulations of CFEs under the
effects of ECEs.
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Figure 5.5: Regression analysis of the aboveground total biomass versus CQO»
concentrations for growing periods with/without ECEs. a-b) indicate the results
of 2002 (red) and 2003 (blue) for H1 and H2, respectively. c-d) show the results
of 2009 (red) and 2010 (blue). For the growing periods without ECEs (2002 and
2009), steeper slopes are obtained indicating stronger links between biomass and [COa].
Conversely, for the growing periods with ECEs (2003 and 2010), the slopes are lower,
indicating weaker CFEs. The difference in the slopes in each sub-figure is clear, with
p = 0.13, 0.16, 0.31, and 0.57 for (a-d), respectively.

5.2 Discussion and Conclusion

In this study, we investigated the combined effects of extreme climatic events (e.g.
heat wave events, extremely hot/cold events, extremely dry events, as well as hard
frost events, etc.) and elevated [CO;] on aboveground biomass production. For
both spring and summer, down-regulated effect size of aboveground biomass was
observed when extreme climatic events occurred during the growing season, and
the strongest decreases were associated with intensive and prolonged heat waves.

In contrast to previous theories that suggest that stronger CO, fertilization effects
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Figure 5.6: Regression analysis of the aboveground grass biomass versus CO»
concentrations for growing periods with/without ECEs. Similar to Fig. 5.5, but
for the grass biomass. The difference in the slopes in each sub-figure is clear, with
p = 0.23, 0.05, 0.50, and 0.31 for (a-d), respectively.

may be expected under higher temperatures and drier conditions (AINSWORTH &
ROGERS, 2007; LONG, 1991; LONG et al., 2004; MORGAN et al., 2004), our results
suggest the CO, fertilization effects can be lower if the growth conditions are too
harsh, e.g., when heat wave events and droughts occur. This is reasonable as plant
growth is influenced by multiple factors. Besides water, COs, and light, plants
also depend on factors including nutrient availability, temperature, pathogens, and
herbivores. Stress from ECEs may limit plant growth via reduced enzyme activity,
increased vulnerability to pathogens and herbivores, increased respiratory losses,
etc. Accordingly, the high availability of COs cannot be fully utilized by plants.
Our results are different to previous theories, but do not violate them. We argue
that the previous theories (AINSWORTH & ROGERS, 2007; LoNG, 1991; LoNG
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et al., 2004; MORGAN et al., 2004) are only applicable within a certain range, which
may be determined by the local average environmental conditions (OBERMEIER
et al., 2017, 2018). Exceeding this optimal range, e.g., under extreme climatic
events, the CO, fertilization will no longer overrule the plant growth.

Besides the growing periods with ECEs, there are also few cases (e.g., 1999 and
2012 for both total biomass and grass biomass in H1; 2009 and 2012 for grass
biomass in H2) where the decreased ES were not related to ECEs. Accordingly,
the occurrence of ECEs is only a sufficient condition for the decrease of ES,
not a prerequisite. The changes of ES can be influenced by other factors such as
anomalous low [CO,] enrichment, or PFG competitions. For instance, the decreased
ES in both harvest of 2012 were most probably related to the extremely low [COs]
enrichment (Fig. S5.9), which was caused by technical problems. For H2 in 2009,
the competition between grass and other plant functional types (forbs, legumes)
may have contributed to the decreased ES of grass biomass (Fig. S5.17). The
interactions between plants also plays an important role, e.g., in dry growing periods,
one of the dominant grasses and biomass builder (Arrhenaterum elatius) reduces
significantly its growth but is only in parts replaced by other species. This was part
of other studies (ANDRESEN et al., 2018). In our analysis, only the abiotic climatic
factors were considered, biotic factors and species interactions were disregarded.

In view of the non-negligible effect of ECEs, it is necessary to include the effects
of ECEs for the understanding of ecosystem responses to increased [COy]. Properly
quantified indexes that present the effects of ECEs may be important for future
projections. In our work, we calculated the killing degree days (KDDs) as one
measure of the extreme events. Actually, it can also serve as an useful indicator
of the negative effects of high temperatures in summer. As shown in Fig. 5.7, a
significant negative correlation between KDDs and ES of grass biomass was found.
For high KDDs, the ES dropped, while when the KDDs were low, the effect size
increased. Due to the unstable [COq] enrichment in 2012 and 2013, we calculated
the correlation between ES and KDDs using the early 14-year data (1998-2011),
which yielded a coefficient r of -0.52 with p = 0.056. The regression analysis
indicated that 28% of the variance in the natural logarithm ES could be explained
by the natural logarithm KDDs, which was significant with p = 0.031 (Fig. 5.7b;

see Fig. S5.18 for the same result but without natural logarithm transformation).
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Therefore, we have reason to believe the extremely high temperatures may control
the ES of the grass biomass during summer, which may be associated with the
reduced transpiration caused by reduced stomatal conductance (DE BOECK &
VERBEECK, 2011) and increased respiration (HAWORTH et al., 2016). In this case,
KDDs could potentially be used for development as an index for future projections

of the response of the grassland to increased [COq).
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Figure 5.7: Relationships between the killing degree days (KDDs) and the
effect size (ES) of grass biomass in the summer harvest (H2). To remove the
side effects of extreme [COs] enrichment events in 2012 and 2013, only the early 14 years
data (1998-2011) were used for this figure. a) Time series of KDDs (red curve, refer to
right axis) and the ES (black curve, refer to left axis). b) Regression analysis, 28% variance
of the natural logarithm effect size can be explained by the natural logarithm KDDs,
which is significant with p = 0.031. For the results without logarithmic transformation,
please refer to Fig. S11.

Our work focused on a grassland in central Europe. For other ecosystems,
although different ECEs may occur and play different roles, we believe that the
findings should be similar, in that i) the ECEs can down-regulate the CFEs, and
ii) a properly quantified index (e.g. KDDs) may help explain the changes in CFEs.
As extreme climatic events such as drought, heat waves, etc., are projected to
increase in both frequency and intensity (CHRISTIDIS et al., 2015; SILLMANN et al.,
2013), the mitigatory effects of C3 grassland ecosystems are likely to be restricted,
leading to an accelerated warming trend in the future. To better understand
atmosphere-vegetation interactions and further alleviate the uncertainties of future
projections, additional results from other long-term studies over different climate

zones are required.
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5.3 Materials and Methods

5.3.1 Site description

The Gi-FACE experiment was carried out at a field site with an area of 1.5 ha in
the German federal state of Hesse, near the town Giessen (50°32’N and 8°41'E) at
172 m a.s.l. The local annual mean precipitation over the research period was 558 +
92mm and the annual mean 2m-air temperature was 9.4 4+ 0.1°C. The research area
has been managed as a meadow. It was mowed twice a year and not ploughed for at
least 100 years. The old, non-grazed grassland has been fertilized with 50-80 kg N
ha=! yr=! up to 1995. Afterwards nitrogen fertilization was reduced to 40 kg N ha~!
yr~!. The harvested biomass of this species rich grassland is dominated by grass,
with small amounts of forb and legume included. The FACE experiment started in
May 1998 and the mean [COs] enrichment is +20% above ambient during daylight
hours. There are three circular plots (rings) subjected to elevated [COq] (eCOs,),
while another three circular plots (rings) served as controls with ambient [CO,]
(aCOs) (see Fig. S5.8). They were arranged in a randomized block design (three
blocks). Each ring had an inner diameter of 8m with an inner circular buffer-zone
of 0.9m. Biomass was harvested twice a year before the end of spring (H1) and
summer (H2). In each harvest from 1998 on, the vegetation was cut manually
with garden scissors at 3-5 cm above the soil surface. The harvested aboveground
biomass was stored at 4°C and sorted by hand into three functional groups: grasses,
forbs and legumes. For more details of the site, please refer to (ANDRESEN et al.,
2018; JAGER et al., 2003).

5.3.2 Data description

Aboveground biomass harvested from both spring (H1) and summer (H2) were used
in this study. The spring harvest date was around the end of May (beginning of June)
each year, while the summer harvest date was around the beginning of September
(see Tab. S5.4). Mean biomass calculated over the three elevated [CO2] plots and
biomass averaged over the three ambient [CO,] plots were used to quantitatively
show the CO, fertilization effects. Besides biomass, daily soil moisture (volumetric

water content in 10 cm soil depth, averaged from the measurements of 4 probes
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in each plot), semi-hourly 2m-air temperature, semi-hourly precipitation, as well
as the hourly mean of COs concentration measured in the center of each ring,
were used in this study. The soil moisture (averaged over the six rings) and
precipitation are used for the determination of extreme dry events, while the 2m-air
temperature records are used for the determination of extreme cold/hot events (as
well as hard frost events and heat wave events), and also the calculation of Killing
Degree Days (KDDs). With the measured COs concentration in each ring, we
investigated the true [COs] enrichment (see Fig. S5.9). Before determining extreme
events, new data such as the number of days with daily maximum temperature
higher than 30°C, the number of consecutive rain free days, the averaged daily
minimum temperatures, etc., were derived for each growing period, to better show

the environmental properties (see Tab. S5.5 and Tab. S5.6).

5.3.3 Statistical Analysis
5.3.3.1 Determination of the growing periods.

For spring, the start of growing season was defined as the first day after winter,
when the daily mean air temperature is higher than 5°C (Tab. S5.5), as phenological
observations showed significant aboveground growth from that day onwards and
CO; flux measurements show a net CO, assimilation. The end of growing season
thus was the harvest day of H1 (Tab. S5.4). For summer, the start of growing
season was the first day after H1, while the end of growing season was the harvest

day of H2 (around the beginning of September).

5.3.3.2 Calculation of Effect Size (ES).

The CO, fertilization effects in this study are represented by the effect size (ES) of

aboveground biomass, which is defined as:

_ Bio(eCO,) — Bio(aCOs)
N BZO(CLCOQ)

ES % 100%, (5.1)

where Bio(eCOy) stands for the dry biomass matter obtained from eCOs plots,
while Bio(aCO,) represents the dry biomass matter obtained from the aCOs plots.

It is worth to note that there are three blocks in the experiment, and each block
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consist of two plots (one eCOy plots and one aCOy plots). Although the plots
within each block are closely located (Fig. S5.8), they may still carry different
background information which could further affect the productivity. Besides, from
the rmANOVA (Tab. 5.1), the factor “Block” has significant effects for both the
total biomass and the grass biomass, indicating inter-replicate discrepancies. To
remove this background information, we used the averaged biomass (over the 3

replicates) to better estimate the CO, fertilization effects.

5.3.3.3 Repeated-measures ANOVA (rmANOVA).

To check whether the effect size (ES) was indeed induced by the elevated [COs],
the treatment effect was assessed by rmANOVA. Aboveground total biomass, grass
biomass, and the forbs (incl. legumes) measured from the six plots (three blocks)
were analyzed, respectively. Factors including time, CO, treatment, block, as well
as the interactions time x CQO, , time X block were considered in the model. For
each harvest (H1 and H2), the rmANOVA model was run for the full time period
of 1998-2013. Meanwhile, as suggested by the break point analysis in (ANDRESEN
et al., 2018), two half time sections, 1998-2005 and 2006-2013, were also analyzed by
rmANOVA. If the p-values for the CO, treatment is smaller than 0.05, we consider
there were significant treatment effect and ES can be used to represent the CO,

fertilization effect.

5.3.3.4 Competition of Plant Functional Groups (PFGs).

To quantify the competition of grass with other plant functional groups (forb+legume),
the Relative Changes (RCs) of grass percentage compared with that in the previous
year were calculated (Tab. S5.2-S5.3). To quantitatively test for the different RCs
in eCO;4 rings and in aCO4 rings, the product of RC in eCO, rings and RC in aCO»
rings were calculated for each year (Fig. S5.17). Positive products indicate that
the grass percentages in eCO- rings and in aCO; rings changed towards the same
direction (increased or decreased) compared with the previous year, while negative
products depict different changing directions (increase and decrease). By definition,
increased grass percentage in eCOs rings and decreased grass percentage in aCOs

rings may contribute to an increasing ES of grass biomass (e.g., H1 in 2011), while
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a decreased grass percentage in eCO, rings associated with an increased grass
percentage in aCOs rings lead to a decreasing ES of grass biomass (e.g., H2 in
2009).

5.3.3.5 Definition of Extreme Climatic Events (ECEs).

We have defined different ECEs, including extreme cold and hot events, extreme
dry events, hard frost in spring, as well as heat wave events. Their definitions
are shown below. It is worth to note that i) two times standard deviation (2SD)
was widely used for the determination of ECEs, but other threshold (e.g. 1.5SD)
has also been checked, which gives robust results; ii) when studying the period-
averaged (accumulated) temperature (precipitation), linear trends over 1997-2013
were removed before the analysis.

Extreme cold events: For a given growing period, if i) the minimum temperature
averaged over this period was exceptionally low (exceeds 2SD, based on the data from
1997-2013); or ii) the number of days with below-zero daily air mean temperature
(Thean < 0°C) was exceptionally high (exceeds 2SD, based on the data from
1997-2013); or iii) the consecutive days with T,,cqn < 0°C was exceptionally long
(exceeds 2SD, based on the data from 1997-2013), we defined this growing period
had experienced an extreme cold event (Fig. S5.10).

Extreme hot events: For a given growing period, if i) the maximum temperature
averaged over this period was exceptionally high (exceeds 2SD, based on the data
from 1997-2013); or ii) the number of days with T,,,, > 30°C was exceptionally
high (exceeds 2SD, based on the data from 1997-2013); or iii) the consecutive
days with T,,,, > 30°C was longer than 5 days, we considered this growing period
had experienced an extreme hot event (Figs. S5.11-S5.12). Especially, when the
condition iii) was satisfied, we define a heat wave event (Fig. S5.12). The threshold
30°C was determined according to the 95th percentile of the daily maximum
temperature distribution, a definition similar to those used previously (ANDERSON
& BELL, 2011).

Extreme dry events: For a given growing period, if i) the precipitation accumu-
lated over this period was exceptionally low (exceeds 2SD, based on the data from

1997-2013); or ii) the soil moisture averaged over this period was exceptionally low
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(exceeds 2SD, based on the data from 1997-2013); or iii) the consecutive rain free
days were long enough to exceed 2SD, we say this growing period had experienced
an extreme dry event (Figs. S5.13- S5.14).

Hard frost in spring: If in spring (March, April, and May) after the first day
of the growing season, the daily minimum temperature dropped below -10°C, we
defined it as a hard frost event in spring (Fig. S5.15), which is believed to cause
severe damages to vegetation (FRANK et al., 2015).

5.3.3.6 Calculation of Killing Degree Days (KDDs).

KDDs is the sum of maximum temperatures in excess of 30°C, as shown below,

" 1 T; > 30°C
KDDs =Y aT;, a= (5.2)
i=1 0 T; <30°C
where T;, ¢ = 1, 2, - - -, n represent the daily maximum temperatures from the

beginning to the end of the growing period. KDDs is one indicator that represent
the negative impacts of high temperature. Different from (BUTLER & HUYBERS,
2013), where the threshold was 29°C, here in this study we use 30°C, as this is the
threshold we used to determine heat wave events. Fig. S5.11c shows the KDDs

calculated for each year.
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5.4 Supplementary Material

Figure 5.8: Aerial photo of the Gi-FACE field site. Locations of the rings with
elevated CO2 (eCOz2) and ambient CO2 (aCOq) are indicated. Inner diameter of the
rings is 8m. We acknowledge the Hessian Agency for Nature Conservation, Environment
and Geology (HLNUG) for providing this photo.
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Figure 5.9: Measured [CO;] enrichment for spring and summer growing pe-
riods before the respective harvest dates. The open squares represent the [CO2]
enrichment of the spring Harvest (H1), while the solid squares stand for the [COq]
enrichment of the summer Harvest (H2). The error bars are the one standard deviation
calculated from the [COg] records over different rings. For H1 in 2012 and 2013, the
[COg2| enrichments were extremely low due to technical issues, while for H2 in 2012 and
2013, the [CO2] enrichments were extremely low and high, respectively.
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Figure 5.10: Determination of extreme cold events during spring growing
period. a) shows the daily minimum temperature (with linear trend over 1997-2013
removed) averaged over the growing period for each year, b) shows the number of days
with Tmean < 0°C during the growing period for each year, and c¢) shows the number of
consecutive days with Tmean < 0°C during the growing period for each year. The red
and blue dashed lines represent the 1.5 and 2 times of standard deviations. Extreme cold
events were found in 2003, 2005, and 2013.
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Figure 5.11: Determination of extreme hot events as well as Killing Degree
Days (KDDs) during summer growing period. a) shows the daily maximum
temperature (with linear trend over 1997-2013 removed) averaged over the growing period
for each year, b) shows the number of days with Tmax > 30°C during the growing period
for each year, and c) shows the KDDs calculated for each year. In 2003 the grassland
had experienced an extreme hot event.

119



5 Extreme climatic events down-regulate the grassland biomass response to

elevated carbon dioxide

120 130 140 150 160 170 180 190 200 210 220 230 240

120 130 140 150 160 170 180 190 200 210 220 230 240

(2,) @anjesedwa) wnuwixew/uesw Ajleq

DOY

DOY

DOY
ing summer growing pe-

120 130 140 150 160 170 180 190 200 210 220 230 240

f heat wave events dur

riod. The black curve represents the daily mean temperature, while the red curve shows
the daily maximum temperature. The red number in each sub-figure represents the

ion o
number of consecutive days with Tmax > 30°C. a) shows

DOY
inati

Determ

120 130 140 150 160 170 180 190 200 210 220 230 240

Figure 5.12

(0,) @injesadwa} wnwixew/uesw Ajieq

while b), ¢),

2010, and 2012. There were strong heat wave events in 2003 and 2006.

9

the results of 2003

are for 2006,

)

d

120



Supplementary Material

T -

Soil Moisture (%)

T T T
o |
.\:
—
L— i
>
— :
<
\.I
L | L

. \ |
S ARVATERVE

40 |- —

Precipitation sums (detrended) (mm)

P O I U I IO NU ENU O
1996 1998 2000 2002 2004 2006 2008 2010 2012 2014

¥ T

L B N

@
S

N
o

o

o

Rain free consecutive days

o

8
LINN L R N R I B N B B B B

PR T N NI ST T B

0 il ity St o i Sl i sl At S St A
1996 1998 2000 2002 2004 2006 2008 2010 2012 2014

Figure 5.13: Determination of extreme dry events during spring growing pe-
riod. a) shows the precipitation (with linear trend over 1997-2013 removed) accumulated
over the growing period for each year, b) shows the soil moisture averaged over the
growing period for each year, and c) shows the number of consecutive rain free days
during the growing period for each year. The red and blue dashed lines represents the
1.5 and 2 times of standard deviations. Extreme dry events occurred in 2007.
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Figure 5.14: Determination of extreme dry events during summer growing
period. The same as Fig. S5.13, but for the summer growing period. There was no
extreme dry event in the summer growing period, but an extremely wet season in 2007.
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Figure 5.15: Determination of hard frost events in spring. The black curve
represents the daily mean air temperature, while the blue curve shows the daily minimum
temperature. The black arrow points to the day when the growing season started and
the blue arrow points to the day with hard frost event. a) shows the results of 2005,
and b), ¢) are for 2010 and 2013. After the start of growing season, these three years all
experienced hard frost events in spring.
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Figure 5.16: Effect size (ES) of forbs (incl. legumes). a) shows the results for
H1, b) shows the results for H2. The blue columns mark the years with ECEs in spring
growing period, while the red columns mark the years with ECEs in summer growing
period. The type of ECEs are also shown in each column.
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Figure 5.17: Quantitative analysis of the different changing directions of grass
percentage between eCO> rings and aCOy; rings, for H1 (a) and H2 (b). Using
the “Relative Change” (RC) values shown in Tab. S5.2 and Tab. S5.3, we calculated the
product of RC in eCO3 rings and RC in aCOs rings. Positive products indicate the same
changing direction (increase or decrease) of grass percentage in eCOs9 rings and aCO2
rings. In this case, we mark a plus (+). Negative products are shown with different
colors. When RC in eCOs rings is positive but RC in aCOs rings is negative, we use
red color. On the contrary, when RC in eCOs rings is negative but RC in aCO3 rings is
positive, we use blue color.
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Figure 5.18: Relations between the effect size of grass biomass in H2 and
the KDDs. This figure is similar to the Fig. 5.7 in the main text, but the data are
not transformed by natural log. By making power-law fitting, one can find significant
relations (p < 0.001) between the effect size of grass biomass and the KDDs.
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Table 5.2: Grass Percentage measured in each year, for H1. In this table, the
grass percentage (%) measured in H1 are shown in the 2nd column (for the eCOq rings,
E rings) and the 4th column (for the aCO3 rings, A rings). The numbers in the 3rd and
the 5th columns are the relative changes (RC) of the grass percentage compared to that
in the previous year.

Year Grass Percentage Relative Change Grass Percentage Relative Change
(H1)  in Erings (%) in Erings (%)  in A rings (%)  in A rings (%)

1997 88.3 83.8

1998 86.3 —2.22 80.8 —3.62
1999 90.3 4.63 88.1 9.02
2000 81.1 —10.16 76.4 —13.28
2001 95.2 17.37 87.9 15.08
2002 92.4 —2.94 81.3 —7.55
2003 86.7 —6.15 76.1 —6.39
2004 79.4 —8.50 69.7 —8.34
2005 78.8 —0.76 73.8 5.79
2006 79.6 1.12 74.6 1.14
2007 74.5 —6.46 72.2 —3.25
2008 74.4 —0.81 72.3 0.21
2009 68.0 —8.57 67.2 —7.12
2010 62.0 —8.85 63.7 —5.14
2011 63.4 2.29 60.5 -5.13
2012 57.0 —10.11 59.1 —2.34
2013 57.3 0.56 60.4 2.26
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Table 5.3: Grass Percentage measured in each year, for H2. In this table, the
grass percentage (%) measured in H2 are shown in the 2nd column (for the eCOq rings,
E rings) and the 4th column (for the aCOq rings, A rings). The numbers in the 3rd and
the 5th columns are the relative changes (RC) of the grass percentage compared to that
in the previous year.

Year Grass Percentage Relative Change Grass Percentage Relative Change
(H2) in Erings (%) in Erings (%)  in A rings (%)  in A rings (%)

1997 7.4 83.8

1998 80.4 3.85 80.8 11.99
1999 78.9 —1.86 88.1 0.59
2000 80.3 1.84 76.4 —0.36
2001 89.5 11.34 87.9 —3.25
2002 87.9 —1.71 81.3 —0.79
2003 74.6 —15.13 76.1 —16.16
2004 69.9 —6.37 69.7 -9.20
2005 70.6 1.09 73.8 —0.10
2006 64.9 —8.09 74.6 5.73
2007 67.7 4.23 72.2 —-0.14
2008 59.6 —11.89 72.3 —13.53
2009 54.6 —8.38 67.2 4.35
2010 50.3 —7.90 63.7 —4.96
2011 55.9 11.13 60.5 13.61
2012 56.9 1.84 59.1 —0.94
2013 43.5 —22.63 60.4 —26.30
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Table 5.4: Harvest dates of the Gi-FACE experiment. In this table, the harvest
dates (start date and end date) of both spring harvest (H1) and summer harvest (H2)
are shown.

Year H1 H1 H2 H2
Harvest Start Harvest End Harvest Start Harvest End

1998 15" Jun 16" Jun 374 Sep 7" Sep
1999 14" Jun 14" Jun 25" Aug 31 Aug
2000 2374 May 237 May 11t Sep 11*" Sep
2001 28" May 28!" May 10" Sep 10" Sep
2002 374 Jun 374 Jun 9" Sep 9" Sep
2003 19" May 19" May 8" Sep 8" Sep
2004 15t Jun 15t Jun 6" Sep 6" Sep
2005 13t Jun 13t Jun 13t" Sep 13" Sep
2006 29" May 29" May 11" Sep 11" Sep
2007 30" May 30" May 10" Sep 10" Sep
2008 27" May 27" May 8" Sep 8" Sep
2009 25" May 25" May 7" Sep 7" Sep
2010 25" May 25" May 6" Sep 6" Sep
2011 23" May 2374 May 5" Sep 5" Sep
2012  29'" May 29" May 37 Sep 374 Sep
2013 37 Jun 37 Jun 2nd Sep 27 Sep
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Table 5.5: Data derived from the growing period of each year, for spring.
Detailed data for better characterization of the properties of growing period are shown.
For spring, six columns of data including the Day Of Year (DOY) of the last hard frost
event, the DOY of the start of growing season, the number of days with Tmean < 0°C,
the number of rain free days, the number of rain free consecutive days, as well as the
true CO2 Enrichment level, are presented in the table. “-” means there was no hard frost
event in the corresponding year.

Year Hard Frost Start of Num of Days Num of Rain Rain free COq
DOY Growing SeasonTmean < 0°C free Days Consecutive Days enrichment (%)
1998 35 43 0 67 21 no data
1999 50 1 60 7 17.73
2000 28 29 1 48 8 19.12
2001 56 36 3 51 9 21.05
2002 6 20 0 64 21 21.92
2003 12 20 25 70 19 19.23
2004 32 12 80 14 17.77
2005 60 42 19 66 7 23.70
2006 24 47 14 47 9 21.45
2007 26 29 0 70 33 24.45
2008 53 2 37 11 25.22
2009 16 57 0 47 18 26.45
2010 67 54 7 47 11 27.85
2011 54 35 6 77 14 21.06
2012 43 48 0 63 15 8.46
2013 74 20 26 60 18 10.61
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Table 5.6: Data derived from the growing period of each year, for summer.
Detailed data for better characterization of the properties of growing period are shown.
For summer, five columns of data including the DOY of the start of growing season, the
number of days with Tmax > 30°C, the number of rain free days, the number of rain free
consecutive days, as well as the true COs2 enrichment level, are presented in the table.

Year Start of Num of Days Num of Rain Rain free CO,
Growing Season Tmax > 30°C free Days Consecutive Days  enrichment (%)
1998 166 6 45 17 no data
1999 165 2 45 12 17.55
2000 143 4 46 10 17.92
2001 148 7 56 14 18.97
2002 154 4 54 9 19.60
2003 139 17 64 11 16.44
2004 152 4 38 13 19.22
2005 164 3 46 12 21.91
2006 149 13 59 11 21.70
2007 150 3 50 14 19.76
2008 149 3 50 7 21.82
2009 148 3 52 8 23.44
2010 143 9 51 14 28.71
2011 144 3 43 7 24.93
2012 151 6 40 7 7.62
2013 155 9 61 18 48.53
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Abstract Temperate grasslands play globally an important
role, for example, for biodiversity conservation, livestock forage
production, and carbon storage. The latter two are primarily
controlled by biomass production, which is assumed to decrease
with lower amounts and higher variability of precipitation,
while increasing air temperature might either foster or sup-
press biomass production. Additionally, a higher atmospheric
COs concentration ([COy]) is supposed to increase biomass

productivity either by directly stimulating photosynthesis or
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indirectly by inducing water savings (CO, fertilization effect).
Consequently, future biomass productivity is controlled by the
partially contrasting effects of changing climatic conditions and
[CO,|, which to date are only marginally understood. This
results in high uncertainties of future biomass production and
carbon storage estimates. Consequently, this study aims at sta-
tistically estimating mid-21st century grassland aboveground
biomass (AGB) based on 18 years of data (1998-2015) from a
free air carbon enrichment experiment. We found that lower
precipitation totals and a higher precipitation variability re-
duced AGB. Under drier conditions accompanied by increasing
air temperature, AGB further decreased. Here AGB under
elevated [CO,] was partly even lower compared to AGB under
ambient [COs), probably because elevated [COs] reduced evapo-
rative cooling of plants, increasing heat stress. This indicates a
higher susceptibility of AGB to increased air temperature under
future atmospheric [COs). Since climate models for Central
Europe project increasing air temperature and decreasing total
summer precipitation associated with an increasing variability,
our results suggest that grassland summer AGB will be reduced
in the future, contradicting the widely expected positive yield

anomalies from increasing [COs).

Keywords Free Air Carbon Enrichment (FACE), climate
extremes, climate change, temperate grassland, aboveground

biomass, future yields

6.1 Introduction

On a global scale, approximately 26% of the terrestrial areas (FOLEY et al., 2011)
and 70% of farmland (SOUSSANA & LUSCHER, 2007) are covered by grasslands. In
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Europe, permanent meadows and pastures (mainly composed of C3 species) cover
approximately 38% of the agricultural area (FOOD AND AGRICULTURE ORGANI-
ZATION OF THE UNITED NATIONS STATISTICS DIVISION, 2015). The enormous
extent highlights the importance of grasslands for biodiversity conservation and
forage supply for wildlife and livestock. Additionally, grasslands play an important
role within the global carbon cycle through carbon assimilation, today harboring
approximately 20% of the world’s carbon pool (SCHLESINGER & ANDREWS, 2000;
WHITE et al., 2000) and potentially maintaining its COs sink function under fu-
ture climate conditions (SCHIMEL et al., 2015), depending upon future biomass
productivity (PARTON et al., 2012).

Biomass productivity, in respect to climate variables, is claimed to be mainly
controlled by air temperature and precipitation inputs (ANDRESEN et al., 2016; Luo,
2007; MowLL et al., 2015; NIPPERT et al., 2006; PARTON et al., 2012; WELTZIN
et al., 2003). However, the effect of air temperature on biomass productivity is
still under debate. With increasing air temperature, a shift towards an optimum
growth temperature (LU0, 2007; MYNENI et al., 1997), lengthening of the growing
season through earlier spring emergence and later autumn senescence (HUFKENS
et al., 2016; Luo, 2007), and increased nutrient availability due to higher microbial
activity (Luo, 2007; RUSTAD et al., 2001) may foster aboveground biomass (AGB)
production. In contrast, if atmospheric water availability remains constant, rising
air temperature increases evaporation, decreases soil moisture availability (NTU
et al., 2008), and increases midday heat stress (DE BOECK et al., 2008), altogether
hampering AGB productivity. The current view on the expected influences of
changes in precipitation on grassland AGB is more uniform. Since the productivity
of most temperate grasslands is positively influenced by rainfall, increases in
total summer precipitation will concomitantly increase grassland productivity
(NIPPERT et al., 2006; WELTZIN et al., 2003; YANG et al., 2008). However, changes
in precipitation variability alter grassland productivity independent of the total
precipitation (FAY et al., 2011, 2003; GHERARDI & SALA, 2015; KNAPP et al.,
2008; NIPPERT et al., 2006). Especially during the summer, decreased AGB
with increasing precipitation variability has been related to a critical dry-down
of soil moisture (NIPPERT et al., 2006). This effect of precipitation variability on

productivity is particularly evident for grasslands that feature relatively shallow
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roots feeding the plant water demand from the upper layers of soil (GHERARDI &
SALA, 2015; KNAPP et al., 2008).

Despite climate-induced changes in AGB productivity, it is widely accepted
that increasing [CO,] will enhance future biomass productivity through reduced
COy limitation of (C3) plants, which is usually referred to as the CO, fertilization
effect (AINSWORTH & ROGERS, 2007; AINSWORTH & LONG, 2005; LLoyD &
FARQUHAR, 2008; SOUSSANA & LUSCHER, 2007). As a consequence of reduced
CO, limitation, water-use efficiency of plants increases because stomata need less
be opened to obtain COy (KELLNER et al., 2017). Thus, it is expected that the
CO, fertilization effect is particularly strong under drier conditions (MORGAN
et al., 2004; SOUSSANA & LUSCHER, 2007; VOLK et al., 2000). Likewise, a strong
CO, fertilization effect is anticipated under warm conditions, when the ratio of
photosynthesis to photorespiration is decreased, since photosynthesis is promoted
by elevated [CO,] (LONG, 1991; Luo, 2007; MORISON & LAWLOR, 1999). However,
field studies have shown that the CO, fertilization effect is reduced under more
extreme conditions (e.g., drier and/or hotter; HOVENDEN et al. 2014; OBERMEIER
et al. 2017; REICH et al. 2014). In agreement with those findings, recent studies
suggest that plants benefit from increasing CO, only if carbon demand is high, the
latter depending on processes of tissue formation and cell growth (FATICHI et al.,
2014; KORNER, 2015).

As a result, changing climate and increasing atmospheric [COs] interact and
may have contrasting effects on biomass productivity in the future, which is
currently poorly understood and is mainly studied by numerical models (e.g.,
CHANG et al. 2017; GU et al. 2014; HUFKENS et al. 2016; HUNTZINGER et al. 2017;
ROUNSEVELL et al. 2005). To overcome model uncertainties, a field data-driven
assessment of the future AGB productivity is urgently needed, for example, to
estimate future vulnerability of livestock forage, biodiversity conservation, and
carbon storage. Large-scale and long-term experiments under natural conditions
provide the best possibility to test AGB response to the multitude of interactions
under climate change (DE BOECK et al., 2008; ZHU et al., 2016). Therefore, free
air carbon enrichment (FACE) experiments represent a state-of-the-art technique.
Here we use one of the longest continuously operating FACE experiments on

grasslands to estimate, for the first time, future biomass production, combining
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field measurements, simulated future climate regimes, and a variable atmospheric
[COs]. To construct future climate regimes, we modified the ranges and relations of
the climate variables during the experimental period, to coincide with the general
findings of IPCC projections. By comparing the AGB under the different climate
regimes, we quantified changes of biomass production in the mid of the 21st century
in relation to current yields. To achieve this, we (1) generated potential future
climatic regimes, by slightly altering the ranges and relations of climate variables
selected during an exhaustive AGB model selection approach, and (2) estimated
the AGB productivity under ambient and elevated [CO,] within the potential
future climate regimes. Significant changes among climatic regimes and [COs] were
evaluated to quantify the relative changes and the uncertainties of future biomass

production in C3 grasslands of Central Europe.

6.2 Materials and Methods

6.2.1 Study site

The large-scale FACE field experiment near Giessen, Germany (GiFACE; 50°32’N
and 8°41'E; 172 m a.s.l.) has been running since 1998. The main purpose of
the GIFACE experiment is to study the effects of higher [COs| on a temperate,
nongrazed and extensively managed, species-rich grassland ecosystem. Six FACE
rings of 8-m diameter were established (for a detailed description of the study
site see ANDRESEN et al. 2018; JAGER et al. 2003. In three of the rings (control
rings) plants grew under ambient COs conditions. In the other three rings, the
vegetation has been exposed to elevated COs conditions (~20% above ambient
[COq] during daylight hours), roughly simulating the CO, conditions expected for
the period from 2021 to 2050. Compared to other FACE studies, such a low CO,
enrichment was chosen to prevent artifacts that may arise from a sudden stepwise
increase in [CO,] (LU0, 2001; NEWTON et al., 2001). The soil is a Fluvic Gleysol
(FOOD AND AGRICULTURE ORGANIZATION OF THE UNITED NATIONS STATISTICS
D1visioN, 1994) with a sandy clay loam layer above a clay layer of variable depth
(KAMMANN et al., 2005). The grassland composition is comparable within all

rings and is dominated by the C3 grasses Arrhenaterum elatium, Galium mollugo,
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Holcus lanatus, and Poa pratensis, accompanied by a forb fraction and legumes, the
latter at low abundance (KAMMANN et al., 2005). Throughout the experimental
period, the vegetation has been steadily fertilized with 40-kg nitrogen-ha=!-year—!
and 600 kg-ha=!-year~! of 10% phosphorus pentoxide +15% potassium oxide +3%
magnesium oxide and 33% calcium oxide + magnesium oxide in spring (KAMMANN

et al., 2005).

6.2.2 Meteorological Data, Vegetation, and CO, Data

The meteorological data were measured at the field site from climate stations
run by the Hessian Agency of Nature Conservation, Environment and Geology
(HLNUG) and the Environmental Monitoring and Climate Impact Research Station
Linden (UKL). For air temperature, a Pt-100 resistance thermometer at 2-m height
was used. Precipitation was measured using three Hellmann samplers, randomly
distributed over the experimental area.

The AGB (dry matter) was derived at the time of peak biomass accumulation
(beginning of September) by cutting the vegetation approximately 5 cm above
ground and subsequently oven drying at 105°C. To enable a comparison of climate-
induced changes on AGB productivity, we investigated the AGB in the control rings
under ambient [CO;] (aAGB) and in the rings exposed to elevated CO, (eAGB).
Mean values of AGB were calculated for both treatments and each year.

To model AGB productivity depending on environmental conditions, we gen-
erated various climate predictors (refer to section 6.2.3). Therefore, we used the
meteorological data sets (hourly and half-hourly measurements) and included the 90
days prior to each September harvest in the analysis, roughly corresponding to the
summer months of June, July, and August. Within these 90-day periods, predictors
for AGB estimation were calculated. Hourly precipitation was aggregated to daily
precipitation total. Daily mean, minimum, and maximum values of air temperature
were extracted from half-hourly measurements. All data sets used for current
biomass modeling covered the time period from 1998 to 2015. Technical problems
caused a very low CO, enrichment in 2012 and a very high CO, enrichment in 2013
(OBERMEIER et al., 2017). Thus, both years were excluded from further analysis.
Data analysis was conducted using the CRAN R version 3.3.3 (R CORE TEAM,
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Table 6.1: Overview of the predictors derived from air temperature (2 m) measurement.

Abbreviation Long form Unit  Formula
AT _Mean Mean air temperature °C oo Trgegni
AT_MeanTrans Transformed mean air °C Tmeang;; = w

temperature Tmeang; = \/(Z?:h—% ngcoani - Trneana”)2
AT_MaxMean Mean of the daily maximum °C S oo Trggxi

air temperature )
GDD Growing degree-days °C Z?:h—QO M — 5,

. 5°C if T'min; < 5°C,
Tmin; =

Tmin; otherwise
{3000 if Tmaz; > 30°C,
Tmax; =

" | Tmaz; otherwise
KDD Killing degree-days °C Z?:h_go Tmax;
0°C if Tmax; < 30°C,

Tmax; = .
Tmax; otherwise

Note. h denotes the day of year of harvest. T'mean;, Tmaz;, and Tmin; refer to the aggregated average, maxi-
mum, and minimum air temperature of day i, respectively; Tmean,; is the long-term average air temperature
within the investigated 90-day periods.

2018). An overview of the processing steps is given in the Supporting Information

(Supplementary Fig. 6.7).

6.2.3 Predictors for AGB

The estimation of future grassland AGB requires a wide set of variables to account
for both changes in absolute air temperature and precipitation values and shifts in
their variability. While simple statistical models depend on basic climate variables,
such as the mean annual temperature and total annual precipitation (e.g., LEE
et al. 2011), other studies suggest that additional attributes such as the timing and
frequency of precipitation events influence ecosystem productivity and thus should
be included in the analysis (CRAINE et al., 2012; HEISLER-WHITE et al., 2009;
KNAPP et al., 2015; NIPPERT et al., 2006; PARTON et al., 2012; PIERRE et al.,
2011; SWEMMER et al., 2007; YANG et al., 2008). To depict a realistic image of the
most important ecophysiological conditions, we created various predictors based on
air temperature (Table 6.1) and precipitation (Table 6.2) data. Further details on

the predictor variables used in this study can be found in 6.1.
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Table 6.2: Overview of the predictors derived from precipitation measurements.

Abbreviation Long form Unit Formula

PPT_Sum Total summer mm Zzh:h790 PPT;
precipitation

N° dry days Number of days with days Z?:h—QO DD,

0 if PPT; > lmm

less than 1 mm of precipitation DD = K
1if PPT; < 1lmm
Mean dry- Mean dry-interval days A dry-interval is defined by at least six
interval length length consecutive days with less than 1 mm

precipitation. The average length of the
dry-intervals is calculated.

Max dry-interval ~ Maximum dry-interval days Number of days in the longest period of

length length consecutive dry days with less than 1 mm
precipitation.

N° rain events Number of rain events events Number of rain events, where consecutive

days with precipitation > 1 mm are
counted as one event.

h
i h—90 PPT;

Mean event size Mean precipitation mm NO o
. rain events
total for one rain event
PPT_Max Maximum of the daily mm max(PPT;)

precipitation totals

Note. h denotes the Day of Year of harvest. PPT; is the sum of the daily precipitation in day i.

6.2.4 Creation of Predictor Subsets

To ensure that, regardless of the result of the variable selection (refer to section
6.2.5), biomass alterations can be attributed to either changes in air temperature or
the variability of precipitation inputs, two separate predictor subsets were created:
The first subset consisted of temperature-related variables, and the second one
was based on precipitation-related variables. However, since the total summer
precipitation is expected to dominate the influence on the AGB production, it is
included as predictor in both subsets. Consequently, the precipitation amount and
air temperature subset includes the mean air temperature, mean daily maximum
air temperature, growing degree-days, killing degree-days, and the transformed
mean air temperature, along with the total summer precipitation. The precipitation
amount and variability subset contains the variables of total summer precipitation,
maximum daily precipitation, number of dry days, number of rain events, mean

event size, maximum dry-interval length, and the mean dry-interval length.

6.2.5 Selection of Final Predictors and Final Model Creation

Two separate partial least squares regression (PLSR) models were fitted to estimate

aAGB and eAGB in relation to the predictors included in the precipitation amount

140



6.2 Materials and Methods

and air temperature and the precipitation amount and variability subsets. The final
set of predictor variables within each subset was selected applying an exhaustive
information-theoretic model-selection approach based on the Akaike information
criterion (AKAIKE, 1998), supported by PLSR regression outputs. The selection of
the optimal set of predictor variables was performed using the averaged AGB of all
rings, resulting in an identical predictor space for eAGB and aAGB. For further
information on predictor selection, model tuning and validation of the biomass

estimation, see Supplementary Section 6.5.2.

6.2.6 Future Climate Regime Creation and Regime-Based AGB

Estimations

For each subset, we created the most plausible future climate regimes by altering
the selected predictor variables. Since neither air temperature nor precipitation
regimes have experimentally been altered, we extracted potential future regimes
(e.g., low precipitation input with high air temperature) within the ranges and
inherent relations of the climatic variables measured during the experimental period.
The methodology is described briefly in the following; for a detailed description
with the example of the dry regime in the precipitation amount and air temperature
subset refer to Supplementary Fig. 6.7 and Supplementary Section 6.5.3.

Since total summer precipitation is the most important predictor for summer
AGB, all climatic regimes were primarily defined by means of the total summer
precipitation (precipitation amount regime; compare Fig. 6.1). Dry regimes are
located within the lower quartile and medium precipitation regimes within the
interquartile range of the observed 90-day precipitation amount measured during
the 18 years of the experiment. To account for other variables that influence the
biomass productivity, we defined three subregimes for each main precipitation
amount regime by altering the remaining predictors. This resulted in two main
regimes and six subregimes for each of the two subsets (precipitation amount and
air temperature, and precipitation amount and variability subset; Figures 6.1, 6.3,
and 6.4).

For the creation of subregimes we used the empirical relationship between the

climatic drivers during the experimental period assuming that the qualitative
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Figure 6.1: Schematic overview of the regimes and subregimes for the precipitation
amount and air temperature subset and the precipitation amount and variability subset.
Main regimes were primarily defined by the precipitation amounts. For each main regime
and subset, three subregimes were defined by modifying the related predictor variables.
The predictor ranges for the different subregimes can be found in Supplementary Tables 6.9
and 6.10. Med stands for medium precipitation amount, medT stands for medium air
temperature, medP stands for medium precipitation variability, cld stands for cold, varP
stands for a high precipitation variability, and conP stands for a low variability in the
precipitation inputs.

relationships between the climate variables will persist despite of climate change.
Therefore, linear regression models between the total summer precipitation and
each predictor variable were calculated. To account for possible stronger variations
of the climatic conditions in the future, 1,000 precipitation sample values were
uniformly drawn within the respective precipitation amount regime boundaries
(e.g., a total summer precipitation between 105 and 155 mm for the dry regime).
For each precipitation value, the regression estimates were used to interpolate
the corresponding predictor values. Since lower correlations between climatic
variables enlarge the uncertainty of the regression results, the estimates were not
directly used. Instead, 1,000 normal distributions were fitted to the sampled
precipitation values, with the corresponding predictor estimate as mean value,
and a standard deviation calculated according to the 0.05 and 0.95 confidence
interval of the linear regression model. From each of the 1,000 distributions, one
single value was randomly sampled and used as the predictor value corresponding

to the respective precipitation sample value. For the hot (hot in Fig. 6.1) and
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variable precipitation (varP in Fig. 6.1) subregimes, the mean values of the normal
distributions were shifted by plus one standard deviation. For the cold (cld in
Fig. 6.1) and constant precipitation variability (conP in Fig. 6.1) subregimes, the
mean values of the normal distributions were reduced by one standard deviation
accordingly. The resulting boundaries of the subregimes are depicted in Figures 6.3
and 6.4, respectively (thresholds of the climate variables within the subregimes can
be found in Supplementary Tables 6.9 and 6.10, respectively). Within each of these
subregimes, eAGB and aAGB were estimated by means of the 1,000 samples for
each predictor and the final PLSR models. To compare the biomass estimations, we
also calculated the relative AGB change in the elevated compared to the ambient
rings for each subregime (100*(eAGB-aAGB)/aAGB).

6.2.7 Assessment of Future Climate Conditions

To assess the climate regimes that are most likely to depict frequent future condi-
tions, we compared the projected predictor alterations to various climate model
results. Due to the well-known, nonlinear relationship between [COs] and photo-
synthesis (FARQUHAR et al., 1980), we constrained our analysis to the years 2021
to 2050 with a predicted atmospheric [COs] in the range of the experimentally
enriched [COs] in the elevated rings. One hundred twenty-three numerical regional
climate models based on different global models and emission scenarios publicly
available in the Regionaler Klimaatlas Deutschland (Regionale Klimabiiros in der
Helmholtz-Gemeinschaft, 2017) were used. Here various climate calculations based
on the Special Report on Emissions Scenarios A1B (total number = 24; HOLL-
WEG et al. 2008; JACOB et al. 2007; VAN DER LINDEN & MITCHELL 2009), A2
(20; CHRISTENSEN et al. 2005; JACOB et al. 2008), B1 (3; HOLLWEG et al. 2008;
JACOB et al. 2008), and B2 (4; CHRISTENSEN et al. 2005), as well as based on
representative concentration pathways (RCP) 2.6 (10; JACOB et al. 2014, RCP),
4.5 (30; JACOB et al. 2014), and RCP8.5 (32, JACOB et al. 2014) were included.
To assess the most probable predictor alterations for the years 2021 to 2050, we
considered model runs that depict the minimum, mean, and maximum changes of
the respective variable in the ensemble in Germany. Moreover, we depicted the

mean change of the respective variable in the ensemble and selected future time
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period for the experimental area in Linden. For ease of assignment, we refer to the
climate calculations always in the form of “emission scenario/global model/regional

model”.

6.3 Results

To unravel the relations between predictor variables and biomass productivity,
Pearson’s correlation coefficients were calculated (Supplementary Table 6.4). For
total summer precipitation, Pearson’s correlation coefficient was greater than 0.8
for the mean size of rain events, which we therefore excluded from further analysis
to enable a proper predictor selection. Very high correlations were found between
mean air temperature, growing degree-days, killing degree-days, and mean of daily
maximum air temperature. The strongest correlation with AGB was observed
for total summer precipitation. Significant correlations with summer AGB were
found for all predictors except growing degree-days, number of dry days, maximum
dry-interval length, and transformed mean air temperature.

The combined approach using information theory and PLSR technique revealed
predictors for the finals models for AGB estimation within the two subsets (Supple-
mentary Tables 6.5 and 6.6, and Supplementary Section 6.5.1). For the precipitation
amount and air temperature subset, final predictors were total summer precipi-
tation and transformed mean air temperature. For the precipitation amount and
variability subset, total summer precipitation, number of rain events, number of
dry days, and mean dry-interval length were chosen as final predictors.

The predictive performance of the final PLSR model for the precipitation amount
and air temperature subset was generally high, except for 2 years (2008 and 2015,
Figures 6.2a and 6.2b). The best performances were yielded for aAGB if one latent
vector was used and for eAGB if two latent vectors were used (Supplementary
Table 6.7). Within the precipitation amount and variability subset three latent
vectors were used for the estimation of aAGB as well as for eAGB (Supplementary
Table 6.8). Here differences between estimated and measured AGB values were
very small (Figures 6.2c and 6.2d). The model residuals did not tend to change
towards the more extreme AGB yields (e.g., very high yields in 2000, 2007, and
2014; and very low yields in 2003 and 2015).
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Figure 6.2: Leave-one-out cross-validation of summer aboveground biomass (AGB)
estimation in the ambient (a and c) and the elevated rings (b and d) for the precipitation
amount and air temperature subset (a and b), and the precipitation amount and variability
subset (¢ and d). Each point represents the treatment-wise AGB per square meter and
harvest date. The solid and dashed lines depict the linear regression line and the 1:1 line,
respectively.

The ranges of the predictor values within the future subregimes of the precipita-
tion amount and air temperature subset, as well as the precipitation amount and
variability subset, can be found in Supplementary Tables 6.9 and 6.10, respectively.
Within the precipitation amount and air temperature subset, lower precipitation
totals coincided with higher air temperature (Fig. 6.3). Air temperature changes
were higher within the dry subregimes (dry) than in the medium precipitation
subregimes (medP). Within the precipitation amount and variability subset, a
higher variability in rainfall (varP) coincided with a higher number of dry days, a
longer mean dry-interval length, and a lower number of rain events (Fig. 6.4). The
regimes with comparable constant precipitation inputs (conP) were characterized
by a lower number of dry days, a shorter mean dry-interval length, and a higher

number of rain events.
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Figure 6.3: Box plots of experlmental (gray) and regime-wise (colored) precipitation
total (a) and mean air temperature (b) of the precipitation amount and air temperature-
related subset. Median, first and third quartiles, and the lowest/highest value within the
1.5 interquartile range of the lower/upper quartile are shown. Please note that variable
mean air temperature shows the original air temperature values, while the model input
is the transformed mean air temperature variable (with growth optimum assumed at
long-term average of 17.4°C).
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Figure 6.4: Box plots of experimental (gray) and regime-wise (colored) precipitation
sum (a), number of dry days (b), number of rain events (c), and mean dry-interval length
(d) of the precipitation amount and variability-related subset. For a description, refer to
Figure 6.3.
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The results of the estimation of biomass under future conditions will be outlined
first for the air temperature-related subset, followed by the precipitation variability-
related subset. AGB productivity was lowest in the dry main regime with a biomass
yield lower than the average during the experimental period, for both rings with
elevated [CO.] and rings under ambient atmospheric [COs] (Fig. 6.5a). With an
increase in air temperature, eAGB was significantly further decreased within the dry
regime, and the dry and hot subregime (dry/hot) showed the overall lowest summer
AGB. Accordingly, the highest AGB within the dry regime was estimated in the dry
and cold subregime (dry/cld). The medium precipitation regime revealed an eAGB
in the range of the elevated [CO,| rings during the experimental period, while
changes in the air temperature caused slightly significant changes only between the
hot (med/hot) and medium temperature (med/medT) subregimes. Significantly
higher eAGB compared to aAGB was found for all subregimes (<0.001; Fig. 6.5b).
This relative AGB change was highest for the medium precipitation and medium air
temperature subregime (med/medT) and hardly altered by air temperature in the
medium precipitation regime. In the dry regime, increasing air temperature reduced
the relative AGB change. Here even negative values were observed, representing
lower AGB values under elevated compared to ambient conditions.

Within the precipitation amount and variability subset, the estimated AGB
was lowest in the dry regime (Fig. 6.6a), with AGB lower than the mean AGB
of the experimental period. For the medium precipitation regime, AGB was in
the range of the average AGB during the experimental period. Over the full
range of the predictors appearances, summer AGB increased with total summer
precipitation and number of rain events, while an increase in the number of dry
days and mean dry-interval length significantly reduced summer eAGB. With
a more even distribution of rainfall events, eAGB productivity was significantly
enhanced, which was more pronounced in the dry (dry/conP) compared to the
medium precipitation (med/conP) regime. For all subregimes, the relative AGB
change was strongly significant (<0.001; Fig. 6.6b), with the highest AGB change
in the medium precipitation regime. Here increases in precipitation variability
decreased relative AGB change only slightly. For the dry regime, increases in the
variability of precipitation inputs (dry/varP) led to strong reductions in eAGB
productivity and relative AGB changes.
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Figure 6.5: Box plots of experimental (gray) and regime-wise (colored) summer above-
ground biomass (AGB, a) and relative change in AGB (b) for the precipitation amount
and air temperature-related subsets. For AGB (a, upper row), A denotes under normal
atmospheric [CO3], and E stands for elevated [CO2| conditions; the solid line represents
mean AGB in the elevated rings (eAGB), and the dashed line depicts mean AGB under
ambient [CO2] (aAGB). Differences among eAGB estimates in the different subregimes
were all significant except those pairs indicated by the same lower case letter (a, upper
row). “***” (b, lower row) highlights a significantly higher eAGB compared to aAGB.

Projected future summer precipitation totals in Germany ranged broadly, from
an increase of 23% to a decrease of 28%, with a mean decrease in the experimental
area of 0% to 10% (Table 6.3). Similarly, the number of rainy days in summer
(an indicator for the number of rain events used in our study) ranged from an
increase of 4 days to a decrease of 5 days in Germany, with a mean decrease of 0 to
3 days for the experimental area (Table 6.3). Projected air temperature changes for
Germany in summer were very constant among the models with a mean increase
of 1.3°C and a range from 0.2°C to 3°C across the models. The number of dry
days and mean dry-interval length were not modeled by the investigated global and

regional climate models.
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Figure 6.6: Box plots of experimental (gray) and regime-wise (colored) summer above-
ground biomass (AGB, a) and relative change in AGB (b) for the precipitation amount
and variability-related subset. For a description, refer to Fig. 6.5.

6.4 Discussion

To evaluate potential changes in biomass productivity under future climatic and
atmospheric conditions, we estimated summer AGB under ambient and elevated
CO3 by means of climate predictors and 18 years of the GiIFACE climate manip-
ulation experiment. Despite a distinct overestimation of the most extreme AGB
values, the PLSR models for the precipitation amount and air temperature-related
models yielded good results. However, the PLSR models based on the precipita-
tion amount and variability-related variables outperformed the best precipitation
amount and air temperature-related model by far. Here the nearly perfect fit of the
regression line between the measured and estimated summer AGB and the 1:1 line
revealed that eAGB in particular was accurately estimated. Even under the most
extreme conditions, in the record dry and hot summers of 2003 (CIAIS et al., 2005)
and 2015 (ORTH et al., 2016), AGB yields were estimated very well. Therefore,

we conclude that the combination of the selected predictors realistically reflects
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Table 6.3: Projected changes of the climatic variables during summer for the period
2021-2050 compared to 1961-1990.

Germany Study area
Climatic variableUnit of change Minimum Mean Maximum Mean
PPT_Sum % -28 RCP8.5/NorESM1-M/ 0 RCP2.6/MPI-ESM-LR/+23 RCP8.5/HadGEM2-ES/ 0 to -10
HIRHAMS5 REMO2009 RegCM4-3
AT_Mean °c +0.2A1B/BCM2/ +1.3RCP8.5/MIROC5/ +3 RCP8.5/HadGEM2-ES/ +1 to +1.5
HIRHAMS5 RC4 CCLM4-8-17
N° rainy days days -5 RCP2.6/EC-EARTH/ -1 RCP4.5/MPI-ESM-LR/ +4 RCP4.5/IPSL-CM5A-MR/ O to -3
RCA4 REMO2009 WRF331F 0 to -3

Note. Minimum, mean, and maximum values of 123 climate models are given, averaged over all grid cells in Germany. The
mean change for the experimental area is derived from the climate model run with the smallest absolute deviation to the mean
of all 123 model runs. The climate model runs are referred to in form of “emission scenario/global model/regional model.”

the ecophysiological importance especially of the precipitation variability-related
variables. The results prove that aAGB and eAGB can be estimated accurately by
means of the selected climate predictors and long-term (18 years) field observations.

We used the selected climate predictors to simulate potential future climate
regimes on the basis of the predictor relations during the experimental period and
their expected alterations under different climate model runs. Irrespective of the
high uncertainty especially regarding precipitation trends in Central Europe in
IPCC AR5 model ensemble, those climate models that captured past droughts
(1901-2015) best, suggested a future drying in the summer (ORTH et al., 2016).
Therefore, we conclude that the dry regime seems to depict environmental conditions
that will frequently occur in Central Europe in the mid of the 21st century.

Air temperature is widely projected to increase with a high certainty; thus, the
hot subregimes are considered to reflect dominant conditions in the near future.
Therefore, the dry and hot subregime (dry/hot) is assumed to be the most realistic
future scenario within the precipitation amount and air temperature subset.

In concert with rising air temperature, the intervening dry spells between pre-
cipitation events may become longer (EASTERLING et al., 2000; Hov et al., 2013;
SENEVIRATNE et al., 2012; SILLMANN et al., 2013; SOLOMON et al., 2007). There-
fore, the number of dry days and the mean dry-interval length will most likely
increase, which is supported by the projected decrease in the number of rain events
for the study area. Thus, we conclude that the subregimes with a high variability
of rainfall inputs (dry/varP and med/varP) are most likely representing dominant
future conditions. Due to the concomitant reductions in total precipitation, the
dry and variable precipitation subregime (dry/varP) is likely to present the most

dominant future conditions within the precipitation amount and variability subset.
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Using the potential future climate regimes and the PLSR models, we were able
to estimate regime-wise AGB under ambient and elevated [CO,] and thus compare
potential future alterations in AGB productivity. Regime-wise AGB alterations
will be first discussed for the dry regimes, followed by the hot subregimes (hot) and
finally the variable precipitation subregimes (varP).

The strong reduction in AGB productivity in the dry regimes was not surpris-
ing, since total summer precipitation is widely recognized as the main driver of
biomass productivity (MOWLL et al., 2015; NIPPERT et al., 2006; WELTZIN et al.,
2003). Lower aAGB and eAGB in the dry regimes compared to average AGB
in the experimental period indicated that precipitation-related biomass reduction
outperforms the yield-stimulating effects of higher [CO,]. This is in line with the
observed long-term decline in grassland productivity due to increasing dryness
despite increasing atmospheric [COs] (BROOKSHIRE & WEAVER, 2015). However,
the stronger reduction in eAGB compared to aAGB (low relative AGB change) in
the dry regimes was unexpected, since increased water-use efficiency of plants grown
under elevated COs leads to the widespread assumption that plants profit from
elevated COs particularly under drier conditions (MORGAN et al., 2004; SOUSSANA
& LUSCHER, 2007; VOLK et al., 2000). Nevertheless, this is in line with a recent
paradigm change, which states that plants may only profit from elevated CO, if
the carbon demand is high, which depends on processes of tissue formation and
cell growth (FATICHI et al., 2014; KORNER, 2015). The results are in clear contrast
to the expectations of a strongly enhanced AGB productivity in the future (Gu
et al., 2014; HUFKENS et al., 2016; L1 et al., 2014), which is mainly attributed to
increasing atmospheric [COy] (CHANG et al., 2017; ROUNSEVELL et al., 2005).

In the dry regime where air temperature is generally high, the pronounced
decrease in AGB productivity with increasing air temperature may result from
heat stress and indicates that the optimum temperature of this plant community is
already exceeded (Luo, 2007; MOWLL et al., 2015). The concept of an optimum
growth temperature to which vegetation is adapted is also suggested by the low
influence of air temperature on AGB in the medium precipitation regime, where
air temperature is near the optimum growth temperature. Remarkably, in the dry
regime, the influence of air temperature on eAGB was way beyond its influence

on aAGB. This can be explained by the increased water-use efficiency of plants
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grown under elevated CO,, which reduces transpiration cooling, and thus may
lead to intensified heat stress. Thus, negative impacts of rising air temperature
on biomass productivity have especially to be assumed for plants grown under
elevated COs. This is supported by the additional negative relative AGB changes
estimated in the dry subregimes with increasing air temperature, and the negative
COq, fertilization effect observed in the experiment during the record hot summer
of 2003. Therefore, we conclude that the negative influence of high air temperature
on biomass productivity is likely to increase with increasing [COs] and that strong
reductions in biomass productivity in dry summers will be further aggravated by
higher air temperature.

In the dry regime with high variability in precipitation inputs (dry/varP), lower
AGB indicates the importance of soil moisture variability. Here increases in the
number of dry days and mean dry-interval length, combined with the decreasing
number of rain events, reduced AGB production independently of changes in total
summer precipitation. This highlights the importance of the direct effects of soil
moisture variability on root activity, plant water status, and photosynthesis (FAY
et al., 2011), especially when soil water becomes limited. Such a strong influence
of timing and variability of precipitation inputs on biomass productivity (CRAINE
et al., 2012; FAY et al., 2011, 2003; GHERARDI & SALA, 2015) is supported by
the strongly improved model performance when variability-related variables were
included. However, since changes in air temperature often translates to altered
water balance (DE BOECK et al., 2008; MOWLL et al., 2015; N1U et al., 2008), it is
difficult to disentangle temperature from precipitation variability-related effects
on biomass productivity. Increasing air temperature positively affects carbon gain
several days after a substantial rain event (more likely in the medium precipitation
main regime and constant precipitation variability subregimes), while causing
negative effects when soil water is low during dry periods (more likely in the dry
main regime and variable precipitation subregimes; N1U et al. 2008. Nevertheless,
the lower relative AGB change with higher precipitation variability is in line with
the new paradigm that plants profit from elevated CO, only if carbon demand is
high (FATICHI et al., 2014; KORNER, 2015). Therefore, we conclude that further
reductions in grassland AGB are likely due to increasing variability in precipitation

in the near future.
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6.4 Discussion

Our study clearly reveals that grassland biomass productivity is reduced under
more extreme climate regimes, despite higher [COs]. Such conditions, namely,
reduced total precipitation and increased air temperature and precipitation vari-
ability, are very likely to occur more frequently in the near future (EASTERLING
et al., 2000; SENEVIRATNE et al., 2012; SOLOMON et al., 2007). Importantly, under
such unfavorable environmental conditions, elevated CO, might even reduce AGB
productivity, probably due to reduced transpiration, which weakens evaporative
cooling. Therefore, the importance of air temperature to AGB productivity might
increase in future. The results are in clear contrast to the expected strong positive
yield anomalies owing to increases in [COs] and its widely expected mitigating
effect on negative climate-change impacts. Moreover, our results are in contrast
to a single-year study, which simulated near-future climate and concluded that
higher [CO,] might mitigate the effects of extreme drought and heat waves on
ecosystem net carbon uptake (ROY et al., 2016). Given the high species diversity
in the investigated grassland, the results seem even more noticeable, since it has
been shown that a high biodiversity should stabilize ecosystem productivity during
more extreme climatic events (ISBELL et al., 2015). Therefore, we assume an
overestimation of the yield-stimulating effect of higher [COs] by model simulations,
because biomass reductions due to altered climatic conditions are not sufficiently
considered. Thus, the amount of livestock and wildlife forage per area in the tem-
perate grassland of our study area and similar ecosystems are expected to decrease
in the future. Assuming constant respiration rates, reduced biomass productivity
will also translate into reduced terrestrial carbon uptake, the latter characterized by
large uncertainties mainly due to model disagreement for their sensitivity to rising
atmospheric [CO,] (HUNTZINGER et al., 2017; LUO et al., 2008; SOLOMON et al.,
2007). This will further strengthen global climate change via ecosystem feedback.
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6.5 Supporting Information

6.5.1 Predictors for AGB

A non-linear response of aboveground biomass (AGB) to the mean air temperature
(AT_Mean) can be expected due to physiological reasons. For C3 plants, it has
been shown that increases in cool air temperatures promote net photosynthesis,
which peaks at an optimal temperature and declines with further increases in air
temperature (LU0, 2007; MOWLL et al., 2015). Assuming that the growth optimum
temperature is equal to the long-time local average air temperature (Tmean,; =
17.5°C, in our study), we defined a transformed mean air temperature variable
(AT_MeanTrans). Additionally, heat waves have shown to reduce AGB productivity
(CRAINE et al., 2012), and therefore we calculated the mean of daily maximum
air temperatures (AT_MaxMean). Moreover, to reflect potentially occurring heat
stress, which could reduce yield, e.g., directly through damaging plant tissues or
enzymes (BUTLER & HUYBERS, 2013; LOBELL et al., 2011; YAN & HuUNT, 1999),
we also included a variable called killing degree days (KDD). To complement the
indicators related to the thermal regime, we calculated the cumulative growing
degree-days (GDD), which reflects the accumulated heat (or insolation) above a
certain base temperature (5°C in our study) and below a defined upper threshold
(30°C in our study) where plant growth is assumed to occur (BEIER et al., 2004;
BUTLER & HUYBERS, 2013; ROLTSCH et al., 1999; SCHLENKER & ROBERTS, 2009).

It is widely accepted that the main factor controlling the AGB productivity is the
total summer precipitation (PPT_Total; MOWLL et al. 2015; NIPPERT et al. 2006;
WELTZIN et al. 2003). As an indicator for drought stress, we derived the number of
dry days (N° dry days). However, the aggregated total summer precipitation and
number of dry days alone do not account for the full dynamics of plant available
water because the duration and frequency of dry periods between rain events
significantly alter ecosystem functioning (KNAPP et al., 2008; SWEMMER et al.,
2007). Longer dry-intervals lead to below-average soil water content and show
substantial negative impacts on aboveground productivity in mesic grasslands
(HEISLER-WHITE et al., 2009; KNAPP et al., 2002). To consider such drought stress

induced by higher variability of water inputs, we derived the mean and maximum
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dry-interval length (mean and max dry-interval length; HEISLER- WHITE et al. 2009;
SWEMMER et al. 2007), where a dry-interval was defined as a period of at least six
consecutive dry days as defined in the Regionaler Klimaatlas Deutschland (Regional
Climate Atlas of Germany; Regionale Klimabiiros in der Helmholtz-Gemeinschaft,
2017). We complemented the indicators for the precipitation distribution with the
number of precipitation events (N° rain events), and we included the mean size
of such rain events (Mean event size) since they are claimed to significantly alter
grassland productivity regardless of the total amount (HEISLER- WHITE et al., 2009;
SWEMMER et al., 2007). Since very high precipitation sums may lead to a water
loss through fast run-off, or cause the water-logging of soils, we have also included

the absolute maximum of the daily precipitation sums as a predictor (PPT_Max).

6.5.2 Final predictor selection and final model creation

At first, to enable a proper predictor selection, all predictors that were strongly
correlated with the total summer precipitation (absolute Pearson correlation co-
efficients > 0.8) were excluded from further analysis (compare Supplementary
Table 6.4). The remaining predictors were used in a second step as candidates for
the selection of two independent multivariate biomass estimation models. The most
relevant predictors within each subset were selected by means of Kullback-Leibler
information loss, as implemented in the small-sample corrected Akaike information
criteria (AICc; HURVICH & T'sA1 1989; SUGIURA 1978). Therefore, all possible
unique multivariate linear models involving the remaining predictor candidates
within both subsets were built using the CRAN R package ’glmulti’ (CALCAGNO
et al., 2010). The AICc for each of the models is calculated, and the most favourable
model within each subset is defined by the lowest AICc value (AICc_min), where
Kullback-Leibler information loss is minimized. However, the model with the lowest
AICc value is not necessarily the one that best represents the data, and expert
knowledge has proven to be mandatory for the selection of a final model (BURNHAM
et al., 2011). Therefore, all models can be ranked by their AICc and, in the sense of
information theory, considered more or less plausible regarding their AICc change
respective to AICc_min (AAICc). While earlier literature suggested that models
with a AAICc greater than two might be dismissed, (BURNHAM et al., 2011)
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have shown that models with a AAICc smaller than seven need to be considered
as plausible. The properties of the most plausible models, as indicated by their
AAICc (< 7) for the precipitation amount and air temperature subset (12 models)
and the precipitation amount and variability subset (10 models), are depicted in
Supplementary Tables 6.5 and 6.6, respectively. To cope with the inherent model
selection uncertainty, we compared the predictors used within the most plausible
models with the relative variable importance of the predictors within all possible
models for each subset (compare Supplementary Fig. 6.8).

To give additional information on the quality of the models selected by the
information-theoretic approach, each set of predictor variables in the best models
was tested for their individual predictive performances regarding AGB. Therefore,
we calculated partial least squares (PLSR) regression models (WoOLD et al., 2001)
to cope with potentially non-linear relationships between the predictors and AGB.
PLSR techniques transfer the information content of the predictor variables to
independent latent vectors (LVs), which are generated with respect to a maximum
representativeness of the dependent variable. Within both subsets, we chose two
final PLSR models to estimate summer AGB, one for eAGB and one for aAGB.
The final models and their optimum number of latent vectors (LVs) were selected
by the Pearson correlation coefficient between the measured AGBs and estimated
values from a leave-one-out cross validation (LOO) cross validation (compare
Supplementary Tables 6.7 and 6.8). Since our focus is the estimation of future
AGB productivity (eAGB, elevated rings), we attached a higher value to the model
performances of eAGB compared to aAGB. The final PLSR models were then used
to estimate eAGB and aAGB within different climatic regimes for the precipitation

amount and air temperature as well as precipitation amount and variability subset.

6.5.3 Future climate regime creation (example dry regimes)

All climatic regimes were primarily defined by means of the total summer precipita-
tion. Subsequently, each of the sub-regimes is defined by the empirical relationship
between the climatic drivers during the 18 year experimental period. In the fol-
lowing, the steps for the sub-regime creation are described with the example of all

sub-regimes within the dry regime. Beginning with the medium air temperature
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sub-regime, the estimation of the mean air temperature values is required (refer
also to Supplementary Fig. 6.7 — section 6.2.5). At first, a linear regression model
between the total summer precipitation and the mean air temperature was calcu-
lated to maintain any interaction between the climatic drivers of AGB. To account
for the possible stronger variations of the climatic conditions in the future, 1000
specific precipitation sample values were uniformly drawn within the boundaries
of the respective precipitation amount regime, e.g., a total summer precipitation
between 105 and 155 mm for the dry regime. For each of the uniformly sampled
precipitation values, the above mentioned regression model was used to estimate the
corresponding values of air temperature. However, the lower the correlation between
climatic variables, the higher the uncertainty of the associated air temperature
estimate. To account for this, the estimates were not directly used. Instead, a
normal distribution was fitted to each of the randomly created air temperatures by
using the estimate as the mean value of the normal distribution. The standard de-
viation of the distributions was calculated according to the 0.05 and 0.95 confidence
interval of the linear regression model for the respective precipitation sample value.
Consequently, if the correlation between climatic drivers gets weaker, as is the case
towards extreme values, the wider the normal distribution is. From each of the 1000
air temperature distributions, one single value was randomly sampled and used as
the mean air temperature value corresponding to the respective precipitation sample
value. For the hot sub-regime, the means of the normal distributions were shifted
by one standard deviation towards hotter air temperatures. The associated mean
air temperature value for each precipitation sample was then randomly sampled
from the shifted normal distribution. For the cold sub-regime, the means of the

normal distributions were reduced by one standard deviation accordingly.

6.5.4 Detailed results for variable selection and model
performances

For the precipitation amount and air temperature subset, the most plausible

models (AAICc < 7) showed different combinations of the predictor variables

(Supplementary Table 6.5). The best model, according to information theory within

this subset (AICc_min), included only the total summer precipitation and revealed
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an AICc of 161.05 and an Akaike weight of 0.356. The second-best model included
the transformed mean air temperature along with precipitation sum and revealed
an AICc of 162.87 and an Akaike weight of 0.144. The PLSR models for the AGB
in the rings under atmospheric [CO,] performed equally for both sets of predictor
variables with a LOO-R? of 0.48 and a RMSE of 32 gr dr wt / m? (Supplementary
Table 6.8). For the AGB in the rings with enriched [CO,], the PLSR model that
included the transformed mean air temperature outperformed the best model as
selected by the Akaike information criteria (LOO-R? of 0.57 vs. 0.52 and RMSE
of 37.6 vs. 39.7 gr dr wt / m?) and had the overall highest LOO-R? and smallest
RMSE-value with respect to all tested models for the precipitation amount and
air temperature subset. Within the precipitation amount and variability subset,
the AICc values for ten models were sufficiently low and have consequently been
tested (AAICc < 7, Supplementary Table 6.6). The model with the lowest AICc
included the variables of total summer precipitation, N° dry days, N° rain events
and the mean dry-interval length and had an AICc of 151.36 and an Akaike weight
of 0.437. The LOO cross validation of the corresponding PLSR model on eAGB
resulted in the overall highest LOO-R? (0.83) and the smallest RMSE (23.3 gr dr
wt / m?; Supplementary Table 6.8). The coinciding results from the information-
theoretic approach and the PLSR technique gave strong indications for the predictor
choice for the final PLSR model within the subsets.
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Supplementary Figure 6.7: Overview of the processing steps for the estimation of
aboveground biomass in the elevated rings using the example of the dry regime. Rectangles
outline data types and parallelograms depict methods. Grey numbers refer to the sections
in the text. AGB is the aboveground biomass, AT is the mean air temperature, PPT is
the total summer precipitation, med stands for the medium water amount regime, medT
stands for the medium air temperature regime, cld stands for the cold regime, p is the
mean of the normal distribution, and sd stands for the standard deviation. S1, S2 and
51000 refer to the index of 1000 precipitation values, uniformly sampled within the dry

regime.
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Supplementary Figure 6.8: Relative importance of the variables used within the
model selection for (a) the precipitation amount and air temperature subset and (b)
the precipitation amount and variability subset. The relative importance equals the
sum of the relative Akaike weights of the models where the variables appear. AT is air
temperature.

Supplementary Table 6.4: Pearson correlation coefficients and significance levels
(p < 0.001 - “***”: p < 0.01 - “**”; and p < 0.05 - “*”) of the predictor candidates and
summer aboveground biomass in the elevated rings (eAGB) calculated for the 1998-2015
period. Due to the number of variables, the table is split into two sheets. Bold font
represents variables included in the final models to estimate future biomass production.
Normal fonts represent variables that were excluded either due to high correlation with
the precipitation sum or information-theory based model selection (see text for details).

PPT _Total GDD AT _Mean AT Max Mean PPT_Max N° dry days

GDD —0.51%*

AT_Mean —0.56* 0.99%***

AT _Max Mean —0.55* 0.97*%*  (.98***

PPT_Max 0.73**  —0.18 —0.25 —0.28

N° dry days —0.53* 0.58% 0.63** 0.64** —0.21

N° rain events 0.28 —0.45 —0.53* —0.53* 0.21 —0.74**

Mean event size 0.86*** —0.31 —0.32 —0.31 0.58* —0.15

Max dry-interval length —0.19 0.19 0.26 0.23 —0.03 0.50

Mean dry-interval length —0.29 0.32 0.38 0.33 —0.08 0.68%*

KDD —0.47 0.75%%*  (.82%** 0.80%** —0.23 0.59*

AT _Mean Trans 0.00 —-0.17 —0.24 —0.24 —0.02 —0.04

eAGB 0.81***  —0.45 —0.54* —0.52 0.67** —0.48

N° Mean Dry-interval length AT _Mean

rain events event size Max Mean KDD Trans

Mean event size —0.22

Max dry-interval length —0.54* 0.06

Mean dry-interval length —0.70** 0.05 0.76%**

KDD —0.58* —0.20 0.43 0.33

AT _Mean Trans 0.21 —0.04 —0.34 —0.14 —0.59*

eAGB 0.57* 0.56*  —0.43 —0.55* —0.50* 0.27

Note. GDD — Growing degree days; AT — Air temperature; PPT — Precipitation; KDD — Killing degree days
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Supplementary Table 6.5: Overview of the twelve most plausible models of summer
above-ground biomass based on the precipitation amount and air temperature
subset, as selected by the small-sample corrected Akaike information criteria (AICc).
Model number indicates decreasing plausibility, and the Akaike weight represents the
relative probability of the model.

Akaike Precipitation Mean AT  Growing Killing Mean

Model AICc weight total (trans.) degree days degree days max AT Mean AT
1 161.05 0.356 X
2 162.87 0.144 X X
3 163.93 0.085 X X X
4 164.21 0.073 X X
5 164.42 0.066 X X
6  164.55 0.062 X X
7 164.67 0.058 X X
8 167.16 0.017 X X X
9 167.21 0.016 X X X
10  167.22 0.016 X X X
11 167.23 0.016 X X X
12 167.76 0.012 X X X X

AT — Air temperature

Supplementary Table 6.6: Overview of the ten most plausible models of summer
aboveground biomass based on the precipitation amount and variability subset, as
selected by the small-sample corrected Akaike information criteria (AICc). Model number
indicates decreasing plausibility, and the Akaike weight represents the relative probability
of the model.

Akaike  Precipitation Dry-interval length
Model AICc weight total maximum N°© dry days N° rain events mean  maximum

1 151.36 0437 X X X X

2 15151 0.149 X X X

3 153.65 0.139 X X X X X

4 155.7 0.05 X X X

5 156.63 0.031 X X

6 156.66 0.031 X X X X

7 157.56 0.02 X X X X

8  157.57 0.02 X X

9 157.84 0.017 X X X

10 158.00 0.016 X X X X X
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Supplementary Table 6.7: Characteristics of the leave-one-out cross validation (LOO)
for the best partial least squares model within selected predictor combinations in the
precipitation amount and air temperature subset. For the specified predictors refer
to Supplementary Table 6.5 and the respective model number (first column).

PLSR model ambient rings PLSR model elevated rings
Model N° latent vectors LOO-R?2 RMSE N° latent vectors LOO-R?> RMSE
1 1 0.48 32 1 0.52 39.7
2 1 0.48 32 2 0.57 37.6
3 3 0.45 33.8 3 0.54 39.1
4 2 0.34 37.2 2 0.45 42.8
5 1 0.48 32 1 0.52 39.7
6 1 0.48 32 1 0.52 39.7
7 2 0.41 34.9 2 0.43 44.1
8 2 0.34 37.2 3 0.52 40.3
9 1 0.48 32 1 0.52 39.7
10 2 0.41 34.9 3 0.52 40.2
11 1 0.48 32 1 0.52 39.7
12 4 0.45 33.7 4 0.49 41.8

RMSE — Root mean Square Error

Supplementary Table 6.8: Characteristics of the leave-one-out cross validation (LOO)
for the best partial least squares model within selected for each predictor combinations in
the precipitation amount and variability subset. For the specified predictors refer
to Supplementary Table 6.6 and the respective model number (first column).

PLSR model ambient rings PLSR model elevated rings
Model N° latent vectors LOO-R? RMSE N° latent vectors LOO-R?> RMSE
1 3 0.63 27.8 3 0.83 23.3
2 3 0.66 26.2 3 0.71 32.1
3 4 0.75 22.9 4 0.81 25.3
4 3 0.69 25.3 3 0.6 36.8
5 2 0.73 22.8 2 0.58 36.7
6 4 0.54 31.7 4 0.8 26.0
7 4 0.69 25.7 4 0.68 34.7
8 2 0.56 29.6 2 0.62 35.9
9 3 0.64 27.7 3 0.58 38.6
10 4 0.56 31 4 0.82 24.3

RMSE — Root mean Square Error
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Supplementary Table 6.9: Regimes and sub-regimes defined within the precipitation
amount and air temperature subset. Values were rounded for clarity.

PPT amount regime dry medium wet
Temperature sub-regime  hot medT cld hot medT cld hot medT cld
PPT_Total (mm) 105-155 105-55 105-155 155-208 155-208 155-208 208-313 208-313 208-313
AT _Mean (°C) 17.4-19.517.1-19.2 16.8-18.8 17.0-18.5 16.8-18.3 16.5-18.0 15.6-18.7 15.1-18.2 14.6-17.8

AT — Air temperature; PPT — Precipitation

Supplementary Table 6.10: Regimes and sub-regimes defined within the precipita-
tion amount and variability subset. Values were rounded for clarity.

PPT amount regime dry medium wet

PPT variability sub-regime varP  medP conP varP  medP  conP varP medP  conP
PPT_Total (mm) 105-155 105-55 105-155 155-208 155-208 155-208 208-313 208-313 208-313
N° drydays (days) 62-74 60-72 58-70 60-68 59-67 57-66 52-68 49-65  47-63
N° rain events (events) 12-17  13-18 14-19 14-18 14-18 15-19 12-21 13-22  14-23

Mean dry-inter-val length (days) 8-13  8-12 7-11 8-12 8-11 7-11 6-12 5-11 4-11

PPT — Precipitation
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Abstract

Hyperspectral remote sensing is a promising tool for a variety
of applications including ecology, geology, analytical chemistry
and medical research. This article presents the new hsdar
package for R statistical software, which performs a variety of
analysis steps taken during a typical hyperspectral remote sens-
ing approach. The package introduces a new class for efficiently
storing large hyperspectral datasets such as hyperspectral cubes
within R. The package includes several important hyperspectral
analysis tools such as continuum removal, normalized ratio in-
dices and integrates two widely used radiation transfer models.
In addition, the package provides methods to directly use the

functionality of the caret package for machine learning tasks.
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Two case studies demonstrate the package’s range of functional-
ity: First, plant leaf chlorophyll content is estimated and second,

cancer in the human larynx is detected from hyperspectral data.

Keywords hyperspectral remote sensing, hyperspectral
imaging, spectroscopy, continuum removal, normalized ratio

indices

7.1 Introduction

Hyperspectral data refers to measurements of reflectance, transmission or absorp-
tion of electromagnetic radiation with a very high spectral resolution. Consider
photographs taken with a normal digital camera to illustrate the concept of spectral
resolution. The sensors in digital cameras have three bands that cover the blue,
green and red portions of the visible electromagnetic radiation. Each band is sensi-
tive to radiation in a wavelength range of approximately 100 nm. Hyperspectral
sensors, in contrast, feature hundreds of such bands that are sensitive to a very
narrow wavelength range along the electromagnetic spectrum (often down to 1 nm).
Together, all bands continuously cover a certain portion of the electromagnetic spec-
trum. Additionally, most hyperspectral sensors feature bands within the infrared
or ultraviolet ranges. For instance, the hyperspectral satellite sensor Hyperion
provides data with 220 bands with a spectral resolution of approximately 11 nm
(wavelength range) at each 10 nm (sampling interval) from 400 nm (visible) to
2500 nm (short-wavelength infrared, PEARLMAN et al., 2001).

Hyperspectral imaging, also referred to as imaging spectroscopy, is used in
various disciplines, such as analytical chemistry (BLANCO & VILLARROYA, 2002),
agricultural research (precision farming, HABOUDANE et al., 2002), ecology (USTIN
et al., 2004), pedology (GOMEZ et al., 2008), geology (BISHOP et al., 2011),
and medical research (CALIN et al., 2014; REGELING et al., 2015). The main
advantages of hyperspectral imaging are its cost-effectiveness in spatial analysis,

the non-destructive measurement of biophysical and biochemical properties of the
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investigated surface and the speed of analysis (up to real-time). Hyperspectral
analysis is not restricted to space-born approaches. Many of the above-mentioned
fields make use of portable spectrometers or hyperspectral cameras, which can
be used in the field, in the laboratory or even in a surgical suite. The choice of
the measuring device and its spectral specifications depends on the surface under
investigation and the aim of the analysis. For instance, vegetation has a very
prominent spectral feature called the red-edge. This refers to a sharp increase of
reflectance values in the near infrared wavelengths. These wavelengths, in contrast,
are less informative in geological analyzes, which usually require the short- and
mid-infrared wavelengths.

Currently, most hyperspectral approaches use commercial software tools such
as Erdas Imagine, ENVI or the hyperspectral toolbox in MATLAB. These tools
are generally expensive and have limited functionalities for statistical analysis.
Therefore, we developed a new package in the open source software R (R CORE
TEAM, 2013). The Hyperspectral Data Analysis (“hsdar”) package combines
important hyperspectral analysis tools with the statistical power of R. This article
is structured as follows: The first section summarizes the reasons why R is convenient
for hyperspectral analysis. The next section outlines the main functionalities and
the implementation of the hsdar package, and also compares it with other available
software tools with a special focus on the other hyperspectral package “hyperSpec”
in R. Finally, two examples demonstrate the effectiveness of combining hyperspectral

techniques with the statistical power of R.

7.2 Why use R for hyperspectral imaging analysis

The methodology which is commonly applied in the analysis of hyperspectral
datasets consists of three parts: (1) the preprocessing of spectra, (2) the extraction
of the relevant information (i.e., spectral characteristics associated with biophysical
properties of the target), and (3) a classification or regression analysis to predict
biophysical properties in space and time. R is the most comprehensive software
tool for performing statistical analyses during step (3). In this context, especially
the machine learning algorithms such as support vector machines, Random forests

and artificial neural networks are powerful tools for modelling different parameters
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across space and time (for applications see e.g., BACOUR et al., 2006; HANSEN
et al., 2002; SCHWIEDER et al., 2014). However, the functionality required for steps
(1) and (2) has only been partly available in R, was distributed across multiple
packages and was not directly applicable to hyperspectral data.

Thus, to take advantage of the statistical power of R for hyperspectral data
analysis, a new package was developed that provides a framework for handling
and analyzing hyperspectral data. A special focus was set on the analysis of large
datasets taken under field conditions for e.g., vegetation remote sensing. The
R-package hsdar implements commonly used processing routines for hyperspectral
data and further combines or extends the existing functionality of R to include

hyperspectral data into a broad range of statistical analyses.

7.3 Overview of the functionality of hsdar

This section gives a brief technical overview on the general functionality provided
by hsdar. The description starts with a short introduction of the classes followed

by a summary of the main functions.

7.3.1 Classes

To provide a framework to handle large hyperspectral datasets, the hsdar-package
defines a new S4-class called “Speclib”. This allows the user to store hyperspectral
measurements and all information associated with those measurements in a single
object (Figure 7.1). The hyperspectral measurements consist of reflectance values
stored in the spectra slot and their spectral specifications. The spectra are stored
either as a numeric matrix or a RasterBrick-object. The matrix is intended for
smaller data sets such as point measurements, whereas the RasterBrick object
may contain large hyperspectral (satellite) images. If the spectra are stored as a
matrix, the rows delineate between different samples while the columns represent
the different spectral bands. The spectral specification consists of two numeric
vectors stored in the wavelength and the full-width-half-maximum (fwhm) slots.
The wavelength gives the central position of each band and the fwhm value describes

the difference between the wavelength values where the sensitivity of the sensor is
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Figure 7.1: Scheme of the S4-class “Speclib” implemented in hsdar. Black Slots are
Required and Grey Ones are Optional. The Spectra’s Slot can Either be a Matrix or
a RasterBrick Object. The SI Slot can Encompass Various Types of Objects Including
Raster Images. Note that Functions Exist to set and return Data in Each Slot.

half of its maximum in the respective band. Both values are specifications of the
sensor used to acquire the data and must be in the same unit. It is preferred to
use nm but automatic conversion from other typical units such as pum is supported.
If the fwhm values are unknown, the difference between neighboring bands are
used as an approximation. The associated data (termed SI as an abbreviation for
supplementary information), which is included as a list, may contain any type
of ancillary information like the measurement setup or the geographical position.
Additionally, raster images are supported as part of the SI.

Speclibs can be created through several methods. For each method, the user
must at least know the wavelength values of all bands that must be available as a
numeric vector. The most important method to create an object of class Speclib is
using the file path pointing to a hyperspectral raster image readable by rgdal or
raster (BIVAND et al., 2016; HIJMANS, 2016; PEBESMA et al., 2015). The second
option to create a Speclib is to read the reflectance values from a file (e.g., a
comma-separated list) and store these in a matrix. This matrix, together with the

wavelength information, can then be used to create a Speclib. In the following
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short example, the example dataset “spectral_data” (which is already a Speclib) is

divided into its basic components, which are then used to create a new Speclib:

R> library("hsdar")
R> data("spectral_data")
R> reflectance <- spectra(spectral_data)

R> class(reflectance)
[1] "matrix"

R> wv <- wavelength(spectral_data)
R> class(wv)

[1] "numeric"

R> spec_lib <- speclib(reflectance, wv)

R> class(spec_1ib)

[1] "Speclib"
attr(, "package")
[1] "hsdar"

In this example, the spectra (reflectance) are stored as a matrix and the wavelength
(wv) is stored as a numeric vector.

Aside from using local offline data, hsdar can search online hyperspectral
databases and automatically download data. The following example searches
for spectra from grass species in the USGS Digital splib04 Spectral Library and
downloads the data. Note that missing data in the downloaded spectra are auto-

matically masked out.

R> avl <- USGS_get_available_files()
R> grass_spectra <- USGS_retrieve_files(avl = avl,

+ pattern = "grass-fescue")

In the example above, the first command returns all available spectra. Users can
specify a subset of spectra in a search string within the retrieve function (in this
case “grass-fescue”), which is downloaded and converted to a Speclib. Note that
the function supports approximate string matching so that entries similar to the

search string are found.
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7.3.2 Functionality

Along with the new Speclib class, hsdar includes several methods to summarize,
plot, query and replace data in Speclib objects. Since many hyperspectral datasets
are available as raster datasets (e.g., if acquired by satellite), hsdar provides a simple
interface to the raster package that allows users to read and save data from and to all
common raster formats via the rgdal interface (BIVAND et al., 2016; HIJMANS, 2016;
PEBESMA et al., 2015). On commonly used hardware, hyperspectral raster datasets
often exceed the capacity of the RAM. To overcome this issue, hsdar provides two
processing options for such large datasets. The simpler, less computational effective
option is to store the spectra as a RasterBrick object in a Speclib. In this case, the
spectra are read into memory only upon request and most of the functions process
the spectral data block-wise. In this context, the functions automatically detect if
the data should be processed block-wise or if all the data should be read before
executing the function. For block-wise computation, the resulting spectra are saved
as a temporary raster file and the function returns a new Speclib object pointing
to the temporary file. The disadvantage of this option is that if more than one
function is applied, the spectra have to be saved and re-read multiple times. Thus,
a second option is available, which follows the framework of the raster package but
requires the user to be familiar with simple programming tasks in R. Like the raster
package, hsdar provides writeStart, getValuesBlock, writeValues and writeStop methods
for the Speclib class so that the user can easily process a large dataset by iteratively
reading parts (chunks) of the images, passing it through multiple functions and
writing the result to a new raster file. Only one reading and writing process is
required in this case, which considerably expedites the analysis. A typical code
block would look like the following. To execute it, note that wavelength needs to
be defined and infile must point to an existing file readable by the raster package.
The result will be a new file in the GeoTIFF-format defined by outfile featuring the

same number of bands as the existing file (option 'nl’):

R> ra <- speclib(infile, wavelength)

R> tr <- blockSize(ra)

R> res <- writeStart(ra, outfile, nl = nbands(ra),
+ format = "GTiff")
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R> for (i in 1:tr$n)
{
vl <- getValuesBlock(ra, row=tr$rowl[i],
nrows=tr$nrows[i])
v2 <- ANY_FUNCTION(v1)
res <- writeValues(res, v2, tr$row([i])
}

R> res <- writeStop(res)

+ + 4+ + + o+

In the loop, function(s) provided by the hsdar package can be applied to the Speclib
vl. Examples of functions will be discussed in detail in the following sections. The
result of the function(s) (termed v2 in this example) is then written to the initially
defined file (res). Note that objects res and v1 are of class Speclib, while v2 may be
a vector, matrix or a Speclib depending on the return value of the functions applied
in between. Please read the help files and the corresponding vignette available in
the raster package for further information.

The functionality provided by the hsdar package can be divided into preprocessing,
analysis and modelling stages (Table 7.1). In the following, we briefly outline the
most important features except those that are part of the analysis in the section of
case studies.

Noise reduction is a critical preprocessing task in hyperspectral analysis because,
as a consequence of their high spectral resolution, the sensors often suffer from
low signal to noise ratios, thus, an important step of each hyperspectral analysis
is filtering the spectra. In hsdar the function noiseFiltering applies one of four
predefined filters (Savitzky-Golay-, Lowess-, mean-, Spline-filter) or any other
filter function from the signal package (L1GGES et al., 2013). Figure 7.2 shows
the effect of filtering (red lines) spectra that were artificially affected by random
noise (black lines). Additionally, hsdar provides functions to calculate variables
derived from spectral features and allows the user to integrate (bin or spectrally
resample) hyperspectral datasets to sensors featuring a lower spectral resolution.
Spectral resampling can be performed using predefined spectral response functions
of common satellite sensors or using Gaussian spectral response functions defined

by the fwhm values of the sensor with the lower resolution. Alternatively, spectral
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Preprocessing Analysis Modeling
e Filtering e Red edge parameters e Implementation of the
o o leaf reflectance model
e Derivations e ~ 100 Vegetation in- PROSPECT and the
dices

canopy reflectance
model PROSAIL

Spectral resampling

. e Soil indices
Continuum removal

o Link to machine learn-
g functionality of
caret (KUHN, 2008)

o Normalized ratio in-
dices

e Spectral unmixing

e Feature selection algo-
rithms

e FExtraction of absorp-
tion features

Table 7.1: Summary of the Main Functionalities of the hsdar-package. Items in Italic
are Presented in Detail in the Case Studies Section.

response values may be stored in a Speclib and passed directly to the resampling
function.

To analyze hyperspectral datasets, the computation of approximately 100 vege-
tation and soil indices is implemented in hsdar. The indices can be accessed via
the functions vegindex and soilindex which encompass widely used indices such as
the normalized difference vegetation index (NDVI, TUCKER, 1979) in addition to
specialized indices such as the cellulose absorption index (CAI), which is a proxy
for litter amounts and plant coverage (NAGLER et al., 2003). Additionally, users
can easily define their own index using a simple syntax. In (hyperspectral) remote
sensing of vegetation, the sharp increase in the reflectance values between 680 and
750 nm (red edge) is the most important feature, as the shape of the red edge is
determined by the amount of water and chlorophyll in the vegetation. Thus, the
red edge is seen as a reliable indicator for plant health in addition to leaf area
index, plant coverage, chlorophyll, water and nitrogen content (e.g., FILELLA &
PENUELAS, 1994). Different methods for extracting relevant information in the
shape of the red edge are included in hsdar. These encompass common methods

such as deriving the red edge inflection point using a Gaussian fit (MILLER et al.,
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Figure 7.2: Effect of Filtering to Reduce Noise in Spectral Data. Red Lines are the
Filtered Reflectance and the Black Lines the Raw Reflectance. All Filters are Applied
to the Same Spectrum. Note that for Illustration Purposes, the Values of the Lowess-,
Mean-, and Spline-Reflectances have been Increased by 10, 20 and 30 % After Filtering,
respectively. Settings for the Filters are as follows: n and p for the Savitzky-Golay- Spline-
and Meanfilters are the Filter Lengths, whereas f Gives the Proportion of Bands in the
Spectrum that Influence the Smooth at Each Value in the Loewess-filter.

1990) or more recent advances such as the red edge position through linear extrapo-
lation (CHO & SKIDMORE, 2006). Finally, hsdar provides functionality to perform
linear spectral unmixing (LSU, SOHN & McCoy, 1997) e.g., for estimating the
fractional vegetation cover.

hsdar implements two frequently used radiative transfer models to simulate
the reflectance values of vegetation. The first one is the leaf reflectance model
PROSPECT (vers. 5B and D, FERET et al., 2017; JACQUEMOUD & BARET, 1990).
The second one is the canopy reflectance model PROSAIL which enhances the
functionality of PROSPECT and includes canopy directional reflectance simulation
(JACQUEMOUD et al., 2009). In addition, the inverted PROSPECT model allows
the user to estimate the content of various biochemical parameters in the leaves

from hyperspectral data (JACQUEMOUD, 1993).
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7.4 Other hyperspectral imaging tools

Comparable functionality can be found in commercial software tools, i.e., MAT-
LAB (The MathWorks, Inc., Natick, Massachusetts) and ENVI (Environment for
visualizing images, Exelis Visual Information Solutions, Boulder, Colorado). A
hyperspectral toolbox is available in MATLAB that provides feature extraction
algorithms such as principal component analysis as well as supervised classification
algorithms such as a Maximum Likelihood classifier (ARZUAGA-CRUZ et al., 2004).
ENVI has functions for preprocessing hyperspectral images such as continuum
removal and feature extraction algorithms such as the spectral angle mapper.

In the open source software R, hsdar completes its hyperspectral functionality
together with another major hyperspectral package called hyperSpec (BELEITES
& SERGO, 2016). The primary difference between the packages is that hsdar is
intended for analyzing datasets collected under field conditions with satellites or
spectrometers with a special focus on vegetation and ecosystem remote sensing
(DECHANT et al., 2017; GROSSE-STOLTENBERG et al., 2016; LEHNERT et al., 2014;
MEYER et al., 2017). In contrast, the hyperSpec package provides many useful
functions for plotting with a special focus on hyperspectral data acquired under
laboratory conditions as in chemistry or medical research (BELEITES et al., 2011,
2013). Functions in hsdar allow it to interface with the hyperSpec package, i.e., to
convert between Speclib objects and the hyperSpec class. Consequently, hsdar
users also have access to various import and plotting functions provided by the

latter package.

7.5 Case studies

In the following sections two study cases are presented to explore the functionality
of hsdar. The first case study uses data from a field experiment conducted in
central Germany where hyperspectral images were taken from grassland vegetation
exposed to enhanced CO, air concentrations (Figure 7.3a). The example includes
spectra preprocessing, followed by the extraction of absorption features, calibration
and validation of a prediction model for chlorophyll content. In the second case

study, emphasis is given to the calculation of normalized ratio indices and model
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Figure 7.3: Sampling of Hyperspectral Data at the GiIFACE Experimental Site with
the Spectrometer (a). The Silver Ring is Part of the COg-Enrichment System. In (b), an
Example Image Ilustrates the Hyperspectral Cube of the Human Larynx Produced by
the hsdar Function "cubePlot”. The RGB-image on top of the Cube is Created from the
Bands of the Hyperspectral Image Corresponding to the Center of the Red, Green and
Blue Wavelengths. The Colors at the Vertical Sides of the Cube Represent the Intensity
Values of the 30 Different Spectral Bands of the Sensor (blue = low to red = high).

parameterization to detect cancer cells in human larynx tissue using hyperspectral

images (Figure 7.3b).

7.5.1 Remote sensing of vegetation: chlorophyll content

The first example demonstrates the applicability of hsdar for hyperspectral data
analysis in vegetation studies. Specifically, the package is used to estimate chloro-
phyll content of plants from hyperspectral data. The dataset was acquired within
the scope of a FACE (free air carbon dioxide enrichment) experiment conducted
on a temperate grassland situated near Giessen, Germany (KAMMANN et al., 2005;
OBERMEIER et al., 2017). On 15 plots (each 2 x 2 m), the chlorophyll content of
the two most abundant grasses (Arrhenatherum elatius and Trisetum flavescens)
was measured using a Konica Minolta SPAD-502Plus chlorophyll meter. The

mean value of chlorophyll content of both species was calculated and weighted
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by their corresponding plant coverage. Hyperspectral data were acquired at the
time of the chlorophyll measurements using a HandySpec® field spectrometer,
which simultaneously measures reflectance values from 305 nm to 1705 nm with a
spectral resolution of 1 nm (Figure 7.3a). The field spectrometer has two sensors
measuring from 305 to 1049 nm and 1050 to 1705 nm. On each plot, 24 spectra
were collected under natural (solar) illumination and averaged. Each plot was
visited three times, on 30.05.2014, 08.08.2014 and 13.05.2015. Thus, the dataset
contains 45 observations.

The following paragraph describes the preprocessing steps that reduce measure-
ment errors and artifacts in the spectral data. Then, the spectra are transformed
to reduce the influence of the illumination at time of acquisition. Finally, the
chlorophyll content is estimated with Random Forest using the transformed spectra
as predictors (BREIMAN, 2001). Here, we use the randomForest package by Liaw
& WIENER (2002) in combination with the caret package created by KUHN (2008).

In the first preprocessing step noise is removed from the spectra using a Savitzky-
Golay filter (method “sgolay”) with a length of 15 nm. The filter reduces the
noise of the reflectance values by fitting a polynomial function and eliminates
small differences between neighboring bands, which are most likely a result of

measurement inaccuracy.

R> data("spectral_data")
R> spectral_data <- noiseFiltering(spectral_data,

+ method = "sgolay", p = 15)

The result is a Speclib object, which contains a filtered spectral signature in
the original sampling resolution. In addition, the empirical function of COSTE
et al. (2010) is used to transform the chlorophyll SPAD values to pug cm™2 (C, ) to

facilitate the interpretation of the chlorophyll content values:

117.1- SPAD
148.84 — SPAD

Note that the SPAD chlorophyll value is shipped with the example dataset and

stored in the supplementary information (SI) of the object.

Cop = (7.1)
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R> SI(spectral_data)$chlorophyll <-
+ (117.1 * SI(spectral_data)$chlorophyll) /
+ (148.84 - SI(spectral_data)$chlorophyll)

Chlorophyll strongly absorbs light at around 460 nm in the blue and around
670 nm in the red parts of the electromagnetic radiation (e.g., MUTANGA &
SKIDMORE, 2004a). Therefore, the spectra are trimmed to their visible and near
infrared part (310 - 1000 nm). The resulting spectral data after preprocessing are

visualized in Figure 7.4a.

R> spectral_data <- spectral_datal,
+ wavelength(spectral_data) >= 310 &
+ wavelength (spectral_data) <= 1000]

Since the absorption of chlorophyll is not restricted to the central wavelength,
but also affects the neighboring bands, the reflectance values are considerably
lowered in the blue and red parts which lead to “absorption features” in the spectral
signature of the reflectance (shown as gray boxes in Figure 7.4a). The form and
magnitude of these absorption features are correlated to the chlorophyll content
of the measured vegetation (MUTANGA & SKIDMORE, 2004a,b). To enhance the
form of the absorption features, the spectra can be transformed by constructing
a continuum hull around each spectrum. In general, there are two methods for
defining such a hull. In the first approach, the convex hull uses the global maximum
of the reflectance values as an initial fix point. Then, additional fix points are
found to create a convex hull (see red line in Figure 7.4a). The second approach is
called segmented upper hull. Here, the slope of the line to the left and right of the
maximum must be positive and negative, respectively (see blue line in Figure 7.4a).
This does not necessarily mean the hull is convex, however. Geologic hyperspectral
analyzes often use the convex hull because the distinct absorption features of
minerals in the mid-infrared part of the spectrum are easily derived. In vegetation
studies, the absorption features of chlorophyll are very close to one another and
the reflectance maximum in the green part is considerably lower than in the near
infrared. Consequently, only one absorption feature would be detectable. Therefore,
a segmented upper hull (option ’sh’) is used in this example to ensure that two

small features are identified instead of one large feature. To enhance the chlorophyll

192



7.5 Case studies

- °
a P Y — b
P2 .
o _ ) \
©
@ _]
o _| o
Ire}
I
E\,o_ < © _|
o = 5 o
8 g
©
it} he]
|53 o _] c
QL o™ o <
5 @ 3 A
@
o _| . 0
« e 0
. 3 N
. . o
o _ .
— 0
J A
AN ” o
o - S

T T T T T T T T T T T T T T T T
300 400 500 600 700 800 900 1000 300 400 500 600 700 800 900 1000

Wavelength (nm) Wavelength (nm)

Figure 7.4: Spectral Data of the Vegetation at the 15 Plots. Black Lines Show Mean
(Solid) and Mean + one Standard Deviation (Dashed) of Reflectance Values (a). The Red
and Blue Dashed Lines Symbolize the Convex and Segmented Upper Hull of the Upper
Standard Deviation Spectrum, respectively. The Gray Boxes Symbolize the Absorption
Wavelength of Chlorophyll. In (b) Band Depth Values are Plotted as the Result of the
Segmented Upper Hull Transformation Applied to the Reflectance Spectra.

absorption features, the reflectance values are afterward transformed into band

depth values (option 'bd’):
R

CVa

where R is the measured reflectance and CV is the reflectance value of the con-

BDgy=1- (7.2)

structed continuum line at wavelength .

R> spec_bd <- transformSpeclib(spectral_data,
+ method = "sh", out = "bd")

The band depth values in relation to the wavelength of all 45 spectra are plotted
in Figure 7.4b. The chlorophyll absorption features correspond to the first two
peaks of the band depth values. The absorption features are now defined as the
part of the spectrum between two fix points (band depth values of 0). Since the
third absorption feature centered around 980 nm is related to plant water content
and biomass rather than chlorophyll (PENUELAS et al., 1993), only the absorption

features at 460 nm and 670 nm are selected for further analysis.
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R> featureSpace <- specfeat(spec_bd, c(460, 670))

Several parameters can be calculated from absorption features. These include
the wavelength values corresponding to the maximum and the half maximum band
depth values. Additionally, the area under the curve is extracted as well as the
difference between an idealized Gaussian curve and the observed band depth values.

See Table 7.2 for a subset of the resulting parameters of the example data set.
R> featureSpace <- feature_properties(featureSpace)

In the last part of this example, the chlorophyll contents of the measured samples
are estimated using the parameters derived from the absorption feature and the
band depth values within the features as predictors. Multivariate statistics and
machine learning approaches are frequently used for this purpose, because prediction
models based on multiple (and often correlated) variables usually out-perform the
univariate approaches. To cope with multivariate and machine learning tasks, hsdar
provides wrapper functions that enable the user to directly use the functionalities
of the caret package. This is by far the most comprehensive multivariate package
since it includes various approaches with the same syntax and functions. To use the
functions of caret, the response variable has to be defined, which must be stored in
the SI attached to the Speclib object (“featureSpace”).

R> featureSpace <- setResponse(featureSpace, "chlorophyll")

The spectra are the default selection for predictors. However, additional predictor
variables from the attributes of the spectra can be included. In this example, all

parameters extracted above are added.

R> featureSpace <- setPredictor(featureSpace,

+ names (SI(featureSpace)) [4:ncol (SI(featureSpace))])

The final model for deriving chlorophyll content is trained by tuning the required
parameter for the Random Forest model (Number of randomly selected predictor
variables, mtry). 10-fold cross validation is repeated 5 times for model tuning and
estimating accuracy. The internal predictions of the final tuning setup are returned

providing an independent data set for validation. The accuracy of the predictions
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performed by the model is evaluated with the root mean square error (RMSE) and
the R2-value. For further information about strategies on model settings and cross
validation see KUHN & JOHNSON (2013) and KUnN (2008).

R> ctrl <- trainControl (method = "repeatedcv", number = 10,
+ repeats = 5, savePredictions = "final")
R> rfe_trained <- train(featureSpace, trControl = ctrl,

+ method = "rf")

The number of randomly selected predictor variables at each split of the trees is
set to mtry = 453. Using the repeated cross validation, the chlorophyll contents
estimated by the Random Forest model fit well if compared to the measured ones
(RMSE = 2.49 mg, R? = 0.95, Figure 7.5). This shows that the proposed method
incorporating hyperspectral data is a valid approach for chlorophyll estimation.
The resulting model can be used to predict the chlorophyll content of plots where
it has not been measured in the field (e.g., LEHNERT et al., 2014).

7.5.2 Hyperspectral detection of cancer

The second example shows how hyperspectral imaging can be used in non-invasive
detection of cancer of the human larynx (head and neck squamous cell carcinoma;
hence referred to as “HNSCC”). This is demonstrated with a data subset acquired
at the University of Bonn, Germany that includes hyperspectral images from 25
patients, 10 of which have a histopathological diagnosis of HNSCC. The images
were acquired using an endoscope, which was coupled with a monochromatic CCD
camera. A special Polychrome V light machine allowed researchers to change the
wavelength of the impinging radiation so that several images taken under different
illuminations could be combined into hyperspectral cubes (Figure 7.3b). The images
were preprocessed and collocated using the methodology proposed by REGELING
et al. (2015). The preprocessing is key because the different bands are acquired
with short time lapse as a consequence of the varying light source. Medical experts’
manual classification into cancerous and non-cancerous tissue was used as reference.

The following code loads the data into R and plots them to explore the differences

between cancerous and non-cancerous tissue (Figure 7.6).
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Figure 7.5: Estimated vs. Measured Chlorophyll Content.

R> data("cancer_spectra")

R> plot(subset(cancer_spectra, infected == 1),
+ ylim = c(0, 400), col = "darkred")
R> plot(subset(cancer_spectra, infected == 0),

+ new = FALSE)
Additionally, the response variable (“infected”) is converted to a factor:

R> SI(cancer_spectra)$infected <-

+ as.factor(SI(cancer_spectra)$infected)

In contrast to the first example, the spectra of the human larynx are expressed
in counts and not reflectance values. Thus, the absolute values highly depend on

the light source, the temperature of the sensor, and the illumination geometry. To
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Figure 7.6: Spectral Data of the Cancerous (red) and Non-cancerous (black) Parts of
the Larynx Showing the Mean (Solid Line) and Standard Deviation (Dashed Lines) of
the Count Values Detected by the Monochromatic CCD Camera.

cope with this limitation, normalized ratio indices are calculated instead of using

the absolute count values. Mathematically, these are defined as:

R; — R,

Nl = 7 R,
( J

(7.3)
Here, R is the reflectance (or in this case the number of counts) at wavelength i or
j. These indices are then calculated for all possible combinations of bands through

the predefined function “nri”.
R> nri_data <- nri(cancer_spectra, recursive = TRUE)

The NRI values can be directly used as predictors in univariate generalized linear
models, for example. Note that a multitude of models must be derived depending
on the number of bands in the hyperspectral dataset. Initially, it is worthwhile
to resample the spectra to a coarser spectral resolution to reduce the number of
models. Alternatively, some functions in hsdar directly support parallel processing
using the foreach package. To execute a function on two cores in parallel, simply

use the following code depending on the operating system.
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For Linux/Mac OS:

R> library("doMC")
R> n_cores <- 2

R> registerDoMC(n_cores)
For Windows:

R> library("doMPI")

R> n_cores <- 2

R> cl <- startMPIcluster(count = n_cores)
R> registerDoMPI(cl)

Please note that the dataset in the current example is not large enough to benefit
from parallel processing. Therefore, the previous code snippet can be skipped, and
we continue by calculating the generalized linear models using the NRI values as

predictors for infection:

R> glm_models <- glm.nri(infected ~ nri_data,

+ preddata = cancer_spectra, family = binomial)

It must be noted that the indices are highly correlated, which is a common drawback
to using them in a multivariate analysis. In this example, however, each index is
used as a predictor in a separate model to eliminate collinearity.

The coefficients, p-values and test statistics of the generalized linear models can
now be plotted in 2-d correlograms. In such diagrams, the x-axis and the y-axis
represent the two spectral bands used to calculate the index. The color in the
diagram symbolizes the coefficient of the model. Thus, the diagrams provide an
initial look at band combinations that might be useful for distinguishing between

cancerous and non-cancerous parts of the tissue.

R> plot(glm_models, coefficient = "z.value",

+ legend = "outer")

R> plot(glm_models, coefficient = "p.value",
+ uppertriang = TRUE, zlog = TRUE)

198



7.5 Case studies

p-value
0 2.9e-07 4.3e-05 0.0066 1

6.01

650
1

550 600
1 1
w

Wavelength band 2 (nm)
o
z-value

450 500
1 1
[
|
|
w

400
1

-6.01

T T T T T T
400 450 500 550 600 650

Wavelength band 1 (nm)

Figure 7.7: Relationship between Cancer and Normalized Ratio Indices. The Lower,
Right Portion (Triangle) of the Graph Shows the z-values of the Binomial Regression
and the Upper Triangle Represents the Corresponding p-values. The White Squares
Mark the Positions of the Index (z- and p-values), That Perform Best, While the Black
Squares Show the Index With the Worst Performance. Note that Color of p-values is
Logarithmically Scaled.

The plot is shown in Figure 7.7. Almost every index calculated from wavelengths
between 400 nm and 450 nm and any other band featured low p-values and, thus,
had a significant effect on the distinction between cancerous and non-cancerous
tissue (see white rectangle in Figure 7.7). Positive z-values were observed for NRI
values calculated from longer wavelengths. Negative z-values were obtained for
indices calculated from 450 nm to 550 nm for the first band and 400 nm to 480 nm
for the second band. The index with the worst performance was calculated from
bands 490 nm and 590 nm (see shaded black rectangle in Figure 7.7).
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This approach, however, precludes multiple NRI values from being used as
predictors because they are usually highly correlated, as previously mentioned.
Thus, machine learning algorithms classify cancerous cells, as in the first example,
because collinearity among predictor variables does not affect their predictive
performance. Predictor and response variables have to be defined: As response
variable, the column “infected” in the SI was used and the NRI values are used as
predictors by default. The stage of the cancer is used as an additional predictor
variable, because the spectral signal in the early stages of the cancer differs from

that in later stages.

R> nri_data <- setResponse(nri_data, "infected")

R> nri_data <- setPredictor(nri_data, "stage")

Unlike the first example, highly correlated predictor variables are excluded before
model training by applying a recursive feature elimination, which reduces the
computational time. Afterwards, two techniques are used to classify cancerous and
non-cancerous tissues: (1) support vector machine (CHANG & LIN, 2011; MEYER
et al., 2014) and (2) neural network classification (RIPLEY, 1996; VENABLES &
RIPLEY, 2002).

R> sel_feat <- rfe(nri_data, cutoff = 0.9)

R> ctrl <- trainControl (method = "repeatedcv", number = 10,
+ repeats = 5, savePredictions = "final")

R> rfe_trained_svm <- train(sel_feat, trControl = ctrl,

+ importance = TRUE, method = "svmRadial")

R> rfe_trained_nnet <- train(sel_feat, trControl = ctrl,

+ importance = TRUE, method = "nnet")

Table 7.3 shows the validation result of the final models for both methods. Sup-
port vector machine performed slightly better and yielded an overall accuracy of
93.33% as compared to 90% for the neural network classification. This shows that
hyperspectral imaging and machine learning approaches may yield positive results
for detecting cancer in human tissue. The data used in this case study have several
drawbacks mainly due to the acquisition with a variable light source instead of a

hyperspectral camera in combination with a constant light source. This causes the
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count values to be dependent on movements of the patient and the illumination ge-
ometry by the light source. However, the analysis based on normalized ratio indices
yielded robust results clearly highlighting its large potential. Since hyperspectral
imaging is a non-invasive measurement technology, the examination is relatively
comfortable for the patient. However, it has to be noted that the detection of
cancer with hyperspectral imaging may only facilitate the diagnose of a medical
expert. At the moment, there is no possibility to automatically diagnose cancer in
the human larynx without the knowledge of a trained medical expert (REGELING
et al., 2016).

7.6 Conclusions

The two case studies provide an initial impression of what hyperspectral remote
sensing can be used for and how a typical approach may look. Both examples show
how the hsdar package can be used as a powerful tool within R for remote sensing
and spatial applications. Based on the widely used raster package, hsdar introduces
new functionalities for processing hyperspectral data and gives users control over
the results of univariate and multivariate modeling approaches, including machine
learning techniques. Although hsdar is dedicated to spectral data featuring many
bands, it is applicable to any multispectral satellite data including Landsat 8 (8
bands in the visible and near infrared part of the electromagnetic radiation) or
MODIS (19 bands) (LEHNERT et al., 2015). For example, hsdar can perform
linear spectral unmixing or calculate spectral indices such as the NDVI. hsdar
differentiates itself from the other hyperspectral package available for R (hyperSpec,
BELEITES & SERGO, 2016) by focusing on environmental instead of laboratory
analysis. Data can easily be transferred between both packages since hsdar provides
functions to convert to and from objects in hyperSpec. Both packages extend R
by functions for all state of the art methods in hyperspectral imaging which have

been available only in commercial software tools so far.

201



7 Hyperspectral Data Analysis in R: The hsdar-Package

Acknowledgments

Initial development of the hsdar package was financially supported by the German
Federal Ministry of Education and Research (BMBF) within the Pasture Degrada-
tion Monitoring System (PaDeMoS) project (03G0808C). Data for the first case
study was taken in the framework of the LOEWE excellence cluster FACE,;FACE
funded by the Hessian State Ministry of Higher Education, Research and the Arts.
The second case study was based on data from the project "Early Detection of
Laryngeal Cancer by Hyperspectral Imaging” (German Cancer Aid, project number
109825 and 110275).

202



7.6 Conclusions

ID Area Width Feature Dist. to Gauss Curve
Width fae60 fe7o
fa60 fe7o fae0 fe7o fae0 fe7o left right left right
1 23.85 131.44 518 715 0.11 0.77 191.00 .13 139.00 0.06
2 22.13 134.01 521 716 0.12 0.76 194.00 11 142.00 0.06
3 31.44 136.32 520 718 0.11 0.78 194.00 13 144.00 0.07
4 17.26 132.26 519 715 0.11 0.77 192.00 12 139.00 0.06
5 21.75 135.03 520 716 0.12 0.78 193.00 10 142.00 0.07
6 23.88 132.46 519 717 0.11 0.76 192.00 12 142.00 0.06
7 21.39 136.13 519 716 0.11 0.78 193.00 13 141.00 0.07
8 20.75 134.76 519 720 0.11 0.79 193.00 12 147.00 0.07
9 22.75 138.98 520 717 0.12 0.80 194.00 12 143.00 0.07

10 22.94 130.43 520 716 0.11 0.76 192.00
11 27.89 135.50 520 716 0.12 0.77 193.00
12 24.28 129.25 519 718 0.11 0.76 192.00
13 26.50 135.68 520 718 0.11 0.77 195.00
14 22.13 131.74 520 718 0.11 0.77 193.00
15 21.36 134.58 520 717 0.12 0.77 193.00
16 37.25 123.95 514 718 0.11 0.77 192.00
17 36.99 131.96 519 718 0.12 0.75 193.00
18 45.60 127.86 517 719 0.11 0.75 191.00
19 42.09 130.61 518 718 0.11 0.77 194.00
20 51.52 129.11 518 718 0.11 0.75 190.00
21 39.35 126.57 518 718 0.11 0.73 195.00
22 47.63 130.76 517 718 0.11 0.77 192.00
23 39.94 128.55 515 718 0.10 0.77 194.00
24 41.99 128.45 517 718 0.11 0.76 190.00
25 48.01 128.43 518 717 0.11 0.75 190.00
26 38.35 134.08 518 718 0.11 0.77 193.00
27 35.58 130.27 517 719 0.10 0.75 195.00
28 45.22 131.08 517 719 0.11 0.76 192.00
29 47.61 130.07 517 718 0.10 0.76 194.00
30 42.90 130.90 519 719 0.12 0.75 193.00
31 50.20 128.63 520 722 0.12 0.70 202.00
32 45.42 129.62 520 724 0.12 0.71 202.00
33 46.55 132.49 520 721 0.12 0.72 202.00
34 46.95 133.73 521 722 0.12 0.71 204.00
35 56.06 129.62 521 724 0.13 0.70 203.00
36 43.08 130.81 520 722 0.12 0.70 203.00
37 36.21 135.46 521 723 0.13 0.72 204.00
38 45.62 134.72 521 723 0.12 0.72 203.00
39 46.81 134.62 520 722 0.12 0.74 202.00
40 46.84 134.71 520 723 0.13 0.73 202.00
41 41.39 133.68 521 722 0.13 0.72 204.00
42 43.09 134.26 520 723 0.12 0.73 203.00
43 50.85 130.39 520 724 0.13 0.70 203.00 21 156.00 0.08
44 44.85 131.95 520 722 0.12 0.72 202.00 .19 153.00 0.07
45 44.30 135.09 520 722 0.13 0.73 202.00 0.21 153.00 0.07

11 141.00 0.06
12 142.00 0.06
12 144.00 0.06
14 145.00 0.07
11 144.00 0.07
12 143.00 0.06
13 143.00 0.06
14 146.00 0.07
15 146.00 0.06
15 144.00 0.06
15 145.00 0.06
13 144.00 0.06
16 144.00 0.06
143.00 0.07
15 144.00 0.06
14 144.00 0.06
15 145.00 0.07
14 146.00 0.06
15 146.00 0.06
14 144.00 0.07
15 148.00 0.07
18 152.00 0.07
21 155.00 0.08
21 150.00 0.07
20 152.00 0.08
18 156.00 0.08
21 152.00 0.07
19 154.00 0.08
20 154.00 0.08
22 153.00 0.08
20 154.00 0.08
20 153.00 0.08
21 154.00 0.08

C 0000000000000 000000000000000000000000000000
=
'S

Table 7.2: Selected Feature Properties Extracted from the Band Depth Values. The Area
is the Sum of all Band Depth Values within the Respective Feature. The Feature Width
is the Difference Between the Wavelength Values at the Upper and Lower FWHM-Values.
Distance to Gauss Curve is the Root Mean Square Error (RMSE) of the Part Smaller
than (Left) and Greater than (Right) the Maximum. Note that Each Line Represents
one Spectral Measurement and the two Chlorophyll Absorption Features are Abbreviated
According to Their Central Wavelengths as fi60 and fg7g.
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a b
Infected Not Infected Infected Not Infected
Infected 68.40 3.40 Infected 65.60 5.60
Not Infected 6.60 71.60 Not Infected 9.40 69.40

Table 7.3: Error Matrix of the Obtained Classification Results for the Support Vector
Machine (a) and the Neural Network (b) Models. The Rows and Columns are the

Mean Values of Observations and Estimations within the 5 Repeats of the 10-fold Cross
Validation, respectively.
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Abstract

Provisioning services from grassland ecosystems are strongly
linked to physical and chemical grassland traits, which are
affected by atmospheric COy concentrations ([COg]s). The in-
fluences of increased [COqJs ([eCOq]s) are typically investigated
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in Free Air Carbon dioxide Enrichment (FACE) studies via
destructive sampling methods. This traditional approach is
restricted to sampling plots and harvest dates, while hyperspec-
tral approaches provide new opportunities as they are rapid,
non-destructive and cost-effective. They further allow a high
temporal resolution including spatially explicit information. In
this study we investigated the hyperspectral predictability of
14 grassland traits linked to forage quality and quantity within
a FACE experiment in central Germany with three plots under
ambient atmospheric [CO,ls, and three plots at [eCOsls (~20%
above ambient [COyJs). We analysed the suitability of various
normalisation and feature selection techniques to link compre-
hensive laboratory analyses with two years of hyperspectral
measurements (spectral range 600 - 1600 nm). We applied
partial least squares regression and found good to excellent pre-
dictive performances (0.51 < leave one out cross-validation R?
< 0.94), which depended on the normalisation method applied
to the hyperspectral data prior to model training. Notewor-
thy, the models’ predictive performances were not affected by
the different [COyJs, which was anticipated due to the altered
plant physiology under [eCO,ls. Thus, an accurate monitoring
of grassland traits under different [COs]s (present-day versus
future, or within a FACE facility) is promising, if appropriate
predictors are selected. Moreover, we show how hyperspectral
predictions can be used e.g., within a future phenotyping ap-
proach, to monitor the grassland on a spatially explicit level and
on a higher temporal resolution compared to conventional de-
structive sampling techniques. Based on the information during
the vegetation period we show how hyperspectral monitoring
might be used e.g. to adapt harvest practices or gain deeper

insights into physiological plant alterations under [eCOa]s.
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Keywords Grassland, ecosystem services, forage quality,
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8.1 Introduction

Grasslands provide multiple important ecosystem services such as the supply of
forage for livestock and substrate for biogas production, provision of recreational
space, and carbon sequestration (HERRERO et al., 2013; WHITE et al., 2000).
Grassland ecosystem services are strongly linked to physical and chemical plant
traits, which are vulnerable to environmental conditions (e.g. COy concentration,
air temperature, water availability). Increasing atmospheric CO, concentration
([eCOs]) under climate change conditions affect plant physiology through increas-
ing the photosynthesis rate and the water use efficiency, and thus increases the
aboveground biomass productivity in C3 grasslands (AINSWORTH & ROGERS, 2007;
AINSWORTH & LONG, 2005; CAMPBELL & STAFFORD SMITH, 2000; LEE et al.,
2010; MCGRANAHAN & YURKONIS, 2018; MORGAN et al., 2004; NOWAK et al.,
2004), which is accompanied by a decreased forage N content (AINSWORTH &
LoNG, 2005; AUGUSTINE et al., 2018; CAMPBELL & STAFFORD SMITH, 2000;
COTRUFO et al., 1998; DUMONT et al., 2015; NOWAK et al., 2004). From an agroe-
conomic perspective, forage digestibility may either remain unchanged (DUMONT
et al., 2015) or decreased (AUGUSTINE et al., 2018; MORGAN et al., 2004), and
forage quality (indicated by crude protein availability) might either be reduced
(SOuUsSANA & LUSCHER, 2007) or increased (MCGRANAHAN & YURKONIS, 2018).
Such influences of [eCOs|s on grassland traits, and thus, ecosystem services, are
mainly investigated within free air carbon dioxide enrichment (FACE) experiments.

To estimate the ecosystem status and potential outcomes of grassland ecosystems
in general and on FACE experiments, in-situ measurements of plant traits are
usually performed by destructive vegetation samples, such as labour- and cost-
intensive biomass cuttings for subsequent time-consuming laboratory analysis.

Consequently, traditional sampling methods constrain the analysis of the grassland
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traits under different [COgq]s to certain harvest dates and sampling plots. To
overcome these problems, multi- and hyperspectral approaches have proven to
be advantageous due to their rapid and non-destructive sampling, allowing for
high temporal resolutions with spatially explicit information at high accuracy
and a reasonable price. While multi- or hyperspectral applications to grassland
FACE experiments have not yet been considered, various studies have proven the
feasibility of the optical delineation of physical and chemical grassland traits such as
aboveground biomass (KAWAMURA et al., 2008; MARABEL & ALVAREZ-TABOADA,
2013; XIAOPING et al., 2011; ZHAO et al., 2007), nitrogen content (RAMOELO
et al., 2013), chlorophyll content (DARVISHZADEH et al., 2008), leaf area index
(DARVISHZADEH et al., 2008), crude protein (BIEWER et al., 2009; KAWAMURA
et al., 2008; PULLANAGARI et al., 2012a,b, 2013; SUZUKI et al., 2008; ZHAO
et al., 2007), crude lipids (PULLANAGARI et al., 2012b, 2013), crude ash (BIEWER
et al., 2009; PULLANAGARI et al., 2012a,b, 2013), neutral and acid detergent fibre
(BIEWER et al., 2009; KAWAMURA et al., 2008; PULLANAGARI et al., 2012a,b,
2013; ZHAO et al., 2007), enzyme-soluble organic matter (PULLANAGARI et al.,
2012a,b), and metabolizable energy which is required to derive the potential of
energy extraction for ruminants (PULLANAGARI et al., 2013). Most of these studies
applied different methods of spectral transformations, to minimize the effect of
external perturbing factors e.g. soil background, illumination, and viewing geometry
and/or to enhance the spectral absorption features in hyperspectral data.

To date, hyperspectral monitoring of different grassland traits under varying
[CO4Js and accompanying plant physiological alterations (e.g. within a FACE
facility) have not been tested with respect to their feasibility. Therefore, it is
not clear whether transfer functions derived under present-day [COs] conditions
will accurately predict grassland traits under future atmospheric [COz] conditions.
Difficulties may arise since the spectral delineation of plant traits might be affected
by different CO5 concentrations as a function of the altered physiology of plants
under increasing [COsls. For instance, an increased photosynthesis under [eCO,ls
may lead to a higher biomass for plants under [eCO,] compared to plants grown
under ambient [COs], despite a similar chlorophyll content (the latter is well
detectable by optical sensors; e.g., DAUGHTRY et al. 2000; GITELSON et al. 2003;
HABOUDANE et al. 2002; LE MAIRE et al. 2008; MACCIONI et al. 2001).
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We combine advanced hyperspectral measurements and data processing tech-
niques within a FACE facility in central Germany, to set up a non-invasive mon-
itoring approach for the most important grassland traits under different CO,
concentrations. Here, a careful selection of methods and predictors is mandatory
to enable the hyperspectral monitoring of grassland traits. The latter shall help
to overcome the sampling restriction of invasive procedures to certain plots and
dates, which may shed new light on the spatio-temporal dynamics of grassland
traits under different CO, concentrations and weather conditions.

Consequently, we hypothesize that: (1a) Specific spectral transformations enable
different performances for the prediction of each canopy trait, (1b) using the
most suitable trait-specific transformations, each of the selected canopy traits can
accurately be predicted by hyperspectral data, (2) the hyperspectral predictability
of different grassland traits is biased under different [CO;]s due to physiological
alterations, and (3) higher spatial and temporal resolutions of grassland trait values
(hyperspectral predictions compared to destructive sampling) enable knowledge
gains e.g. to improve management practices and the understanding of biophysical

plant alterations under ambient and elevated [COq]s.

8.2 Materials and Methods

8.2.1 Study area and sampling

Field samplings were conducted at the Environmental Monitoring and Climate
Impact Research Station Linden located near Giessen, Germany (50° 32’ N and
8° 41’E; 172 m a.s.l.). Here, a FACE experiment comprising six rings with 8 m
in diameter is in operation on a non-grazed and extensively managed species-rich
grassland under moderate climate conditions (ANDRESEN et al., 2018; JAGER
et al., 2003). The C3 vegetation is dominated by the grasses Arrhenaterum elatius,
Holcus lanatus and Poa pratensis accompanied by forbs and legumes present at
lower abundances. In three rings, the grassland vegetation has been exposed to
elevated COy conditions by enriching the air during daylight hours to ~20% above

the ambient [COgq]s. The other three rings (controls) are operated under ambient
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atmospheric CO;y conditions. The six rings act as the measurement units for this
study. Field data were taken in the years 2014 and 2015.

8.2.2 Biomass sampling and basic analysis

The vegetation was cut manually twice a year at approximately five centimetres
above ground within four sub-plots per ring, before the end of spring (spring
harvest) and at time of peak biomass accumulation in late summer (late summer
harvest). The harvested aboveground biomass for each sub-plot was individually
stored at 4°C and sorted by hand into three plant functional types (PFTs): grasses,
forbs and legumes. One part of the sub-plot-wise biomasses for the different PFT's
was oven-dried at 105°C until a constant weight was reached and weighed to
determine the dry matter of each PFT. The samples from each sub-plot were
proportionally mixed to one composite sample for each ring for further chemical
analysis. Subsequently, the weighed PFT-wise biomass samples were grinded to
0.5 mm and used to analyse the carbon- and nitrogen-content with an elemental
analyser (vario MAX, elementar Analysensysteme GmbH, Hanau, Germany). Other
parts of the sorted biomass samples were oven-dried at 60°C, grinded with a cutting
mill (SM 300, Retsch, Haan, Germany) to 0.5 mm, proportionally mixed, and sent
to the laboratory for analysis (8.2.2.1).

8.2.2.1 Laboratory analyses of plant traits

The predried (60°C) PFT-wise biomass samples were subjected to Weende proxi-
mate analysis for estimation of fodder quality and biogas formation potential at
the laboratory for forage quality, sensory evaluation and food quality at the South
Westphalia University of Applied Sciences. Here, biomass samples of grasses and
forbs (the latter including legumes) were analysed regarding the most important for-
age quality traits by near infrared (NIR) spectroscopy (Weende analyis, VERBAND
DEUTSCHER LANDWIRTSCHAFTLICHER UNTERSUCHUNGS- UND FORSCHUNGS-
ANSTALTEN 2012): dry matter (DM), crude protein, crude fibre, crude lipids,
crude sugar, organic neutral detergent fibre (NDF,,,), organic acid detergent fibre
(ADF,,,), enzyme-resistant organic matter, enzyme-soluble organic matter (ESOM).

Crude ash was then defined by weighing after burning at 550°C, and fermentable
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organic dry matter was derived by subtracting the crude ash content from the
total dry matter. To increase comparability and to eliminate the dilution effect of
moisture, all traits defined by NIR spectroscopy in the laboratory are reported in
percentages of dry matter (%DM).

Subsequently, potential biological utilization was analysed with a focus on energy
extraction for ruminants (metabolizable energy, net energy for lactation) and
on substrate for biogas (fermentable organic matter, biogas and methane). The
energy extraction for ruminants was approximated by calculating the metabolizable
energy (ME) on basis of indicators for fibre ingredients and metabolization in the
forestomach (DEUTSCHE LANDWIRTSCHAFTS-GESELLSCHAFT, 2013). On basis
of the metabolizable energy, the net energy for lactation (NEI) was derived by
considering metabolizable gross-energy (GE) and efficiency for milk production
(FLACHOWSKY et al., 2001).

The potential of substrate for biogas was analysed according to WEISSBACH
(2008) as the fermentable organic dry matter, by subtracting the organic matter
which is not biological usable under anaerobic conditions from the total organic
dry matter. The yields of biogas and methane were then derived by means of
stoichiometric calculations, multiplying the fermentable organic dry matter content
with factors 0.8 and 0.42, respectively (WEISSBACH, 2008).

8.2.2.2 Upscaling to canopy average traits

For each ring, the dry matters of the different PFTs (legumes, forbs, grasses) were
used as weights to upscale the PFT-wise traits measured in the laboratory for the
canopy (hereinafter referred to as canopy trait). For canopy traits with a perfect
correlation (Tab. 8.5), we included only one of the traits to reduce computational
effort. For the energy extraction for ruminants we focused on net energy for lactation
(and excluded the metabolizable energy), and for biogas potential we used methane
productivity (and excluded biogas and fermentable organic matter). Moreover,
due to inherent perfect correlation between enzyme-soluble organic matter and

enzyme-resistant organic matter, the latter was dismissed from further analyses.
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8.2.3 Hyperspectral data

Hyperspectral measurements were taken during clear-sky conditions with ImSpector
V16M - eNIR (Specim Imaging Ltd., Oulu, Finland) hyperspectral scanner camera
shortly before the biomass cutting in 2014 and 2015, and during the summer period
of 2015. The hyperspectral scanner covers the electromagnetic radiation region
from 600 to 1600 nm with a 7 nm spectral resolution (256 bands) and a 320 pixel
spatial resolution. All measurements were conducted within an hour before and
after local noon. For each ring, scans from two positions were performed to acquire
images covering the entire plot with the sensor mounted at around 3 m height on a
traverse system (Fig. 8.1). Before and after the two scans per ring, we measured the
dark current (DC) and a grey spectralon (Zenith Polymer ® Diffuse Reflectance
Target - 50% R, SphereOptics, Herrsching, Germany) over the full 320 pixel spatial
range. Additionally, at each image scan, the grey spectralon was placed within the

scanner’s field of view on the ground to correct for the occurring sky conditions.

8.2.3.1 Spectral calibration

Combining the DC and spectralon measurements, we converted raw counts to re-
flectance values by a two-step spectral calibration procedure to eliminate distortions
due to slightly differing spectral sensitivities of the sensor pixels in the scanner line.
In a first calibration step, the sensor array (containing 320 pixels) was corrected
using the dark current and spectralon measurements taken before and after the

actual scan:
countsy . — dy .

gl)\,c - d)\,c

Rl,\’c = * g standard (81)

Here, R1, . is the reflectance in band A and column ¢ (referring to the scan line
of one pixel in the sensor array) after the first calibration step. countsy . are raw
count values of the sensor, and d) . and g1, . are dark current and grey standard
values (averages for each column and band from the measurements before and after
the image scans), respectively. g standard 1S the grey spectralon reflectance factor
for band .

In a second calibration step, the homogenised image scenes were further spectrally

calibrated to the present sky conditions using the ground-placed grey spectralon:
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Figure 8.1: Hyperspectral measurement setup with the scanner mounted on a traverse
system (~3 m height) above a CO2 enrichment ring with releasing (lower) and absorbing
(higher) vent pipes. The yellow dashed lines depict the approximate field of view for one
image scan.

9\ standard
R2, = R1, ——7— 8.2
L= Ry e (52

Here, R2) is the reflectance in band A after the second calibration step; R1, is
the reflectance and ¢2, are the grey standard values (averages for each band from
the spectralon placed within the image scene) in band A after the first calibration

step, respectively.

8.2.3.2 Geometric correction

Using a hyperspectral scanner (mounted on the northern end of the investigated

grassland plots), the tilting of the scanner led to panoramic scale distortions where
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pixels at the swath edges are larger compared to nadir pixels due to the relatively
longer path length. To produce equal-area, distortion-free images, we corrected
this panoramic error in along-scan and across-scan directions using information
about the sensor height, sensor position, and the slit width (30 pm) as well as focal
length (f = 25 mm) of the sensor lens (RICHARDS, 2013). At first, we triangulated
the sensor viewing angles for each line and column of the hyperspectral image
cube. Based on the viewing angles for each pixel we generated a new raster matrix
with the actual, equal-area pixel extensions. In a second step, we filled each cell of
the newly created raster matrix with the corresponding reflectance values of the

hyperspectral image cube to maintain a distortion-free, equal-area output.

8.2.3.3 Mean spectra for each plot

The two geometrically and spectrally corrected image cubes resulting from the two
scan positions for each ring have been merged to get one image cube per ring. Due
to well known differences in shaded versus sunlit reflectances (e.g. ABOUTALEBI
et al. 2018; ZHANG et al. 2015), we excluded shaded pixels on histogram basis with
a threshold in the 1050 nm band where plant reflectance is very high. Thereby,
also pixels containing non-organic spectra e.g. from measurement equipment were
thoroughly excluded. Additionally, the spectrum for each pixel has been smoothed
applying a Savitzky-Golay noise reduction filter with a filter length of nine bands
(comprising 65 nm; LEHNERT et al. in press). Using the geometrically and spectrally
corrected image containing only sunlit pixels, we derived the mean spectra for each

ring which was used for further analysis.

8.2.3.4 Predictors and feature spaces

Based on the ring-wise mean spectra, we delineated six different and widely used
hyperspectral predictor feature spaces by different normalisation techniques: (1)
band depth values and (2) absorption feature variables based on continuum removal,
(3) the most common vegetation indices, (4) the log (1/Reflectance) and (5) the first
and (6) second derivatives of the spectra. Each of the predictor spaces was based
on a different method developed either to enhance the spectral absorption features

and/or to minimize the effect of external perturbing factors e.g. soil background,
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illumination and viewing geometry. Due to the small sample size and the common
high collinearity of predictor variables in spectronomic analysis, we did not include
all predictors in one feature space and rather constructed separate feature spaces
for each of the transformation methods. In an additional step, the feature spaces
comprising the log (1/Reflectance), the band depth values and the first and second
derivatives of the spectra were further normalised by calculation of narrow band
reflectance indices (NRIs), NDVI-like calculations using all possible band (predictor)
combinations.

Feature spaces of absorption features and NRI band depth were derived from

continuum removal transformation using a segmented hull (8.3).

R

CVy
Here, Ry and CV, denote the reflectance and continuum line value at wavelength
A

For the absorption features space, we have chosen the main features at ap-

BD)=1- (8.3)

prox. 690 nm for chlorophyll, and 1045 nm, 1150 nm and 1450 nm for the water
absorption, respectively. For each absorption feature, the integral and the width
between lower and upper full-width-half-maximum values have been used as predic-
tors. For the NRI band depths, normalised ratio indices (8.4) of all band depth

values BD) (calculated in 8.3) were used.

Ry, — Ry,

Ry, + Ry,

Here, R is the reflectance or band depth (BD) at wavelength A.
Likewise, the NRIs for the first derivative spectra (NRI 1st derivative), the second

derivative spectra (NRI 2nd derivative) and the logarithm of the inverse of the

reflectance (NRI log(1/R)) were calculated.

Moreover, we created a feature space comprising more than 50 of the most

NRIy, », = (8.4)

commonly used vegetation indices (Common indices, for calculations refer to
Tab. 8.1).
For computational issues, the geometric correction was performed in fortran

(GEHRKE, 2012); all other hyperspectral analysis was performed with CRAN R
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Table 8.1: Narrowband indices tested in the present case study for their suitability to
hyperspectrally predict the different grassland traits. Indices are sorted alphabetically.

Name Formula Reference

Boochs D703 BoocHs et al. (1990)

Boochs2 D729 BoocHs et al. (1990)

Carter2 Re9s/R760 CARTER (1994)

Carter3 R605/R760 CARTER (1994)

Carterd R710/R760 CARTER (1994)

Carterb Reos /R670 CARTER (1994)

CI Re7s - Reoo/R2g5 ZARCO-TEJADA et al. (2003)

CI2 R760/R700 — 1 GITELSON et al. (2003)

ClAInt 67305:7’: OPPELT & MAUSER (2004)

D1 D730/D706 ZARCO-TEJADA et al. (2003)

D2 D05/ D722 ZARCO-TEJADA et al. (2003)

Datt (Rss0 — R710)/(Rss50 — Reso) DaATT (1999)

Datt2 Rgs0/R710 DarT (1999)

Datt3 D754/ D04 DaTT (1999)

DD (R749 — R720) — (R701 — R672) LE MAIRE et al. (2004)

DDn 2 - (R710 — Reso — R760) LE MAIRE et al. (2008)

DPI (D688 . D710)/Dgg7 ZARCO-TEJADA et al. (2003)

GDVLn (Rg00 — Riso)/ (Rioo + Rggo)* Wu (2014)

Gitelson 1/R700 GITELSON et al. (1999)

Gitelson2 (R750 — Rgoo/Re,gg, — R740) -1 GITELSON et al. (2003)

GMI2 R750/R700 GITELSON et al. (2003)

LWVL1 (R1094 — R9s3)/(R1094 + Ros3) GALVAO et al. (2005)

LWVI_2 (R1094 - R1205)/(R1094 + R1205) GALVAO et al. (2005)

Maccioni (R780 — R710)/(R780 — Rb‘go) MACCIONI et al. (2001)

MSAVI 0.5- (2 - Rgoo + 1 — ((2 - Rgoo + 1)2 — 8+ (Rgoo — R670)> 5> QI et al. (1994)

MSI Ri600/Rg17 HUNT & Rock (1989)

mSR2 (R750/Rr05) — 1/(Rrs0/Rros + 1)0° CHEN (1996)

MTCI (R754 — R709)/(R709 — Rﬁgl) DasH & CURRAN (2004)

NDVI (Rsoo — Res0)/(Rsoo + Reso) TUCKER (1979)

NDVI2 (R750 — R705)/(R750 + R705) GITELSON & MERZLYAK (1994)

NDWI (Rseo — R1240)1/%(R86%+ Ri240) Gao (1996)

OSAVI (1+0.16) - W RONDEAUX et al. (1996)

OSAVI2 (1+0.16) - m WU et al. (2008)

PSSR Rgoo/Re35 BLACKBURN (1998)

PWI Rgoo/R97Q PENUELAS et al. (1997)

RDVI (Rgoo — R670)/\/ Rsoo + Rg7o ROUJEAN & BREON (1995)

REP_LE Red-edge position through linear extrapolation. CHO & SKIDMORE (2006)

REP_Li Rye = (Re70 + R7s0)/2 GUYOT & BARET (1988)
700 440 - ((Rre — R700)/(R740 — R700))

SAVI (1+ L) - (Rsoo — Re70)/(Rsoo + Re7o + L) HUETE (1988)

SR Rgoo/Reso JORDAN (1969)

SR1 R750/R700 GITELSON & MERZLYAK (1997)

SR2 Rr752/Re90 GITELSON & MERZLYAK (1997)

SR4 Rr700/Re70 MCMURTREY et al. (1994)

SR5 Re7s/R700 CHAPPELLE et al. (1992)

SR6 R750/R710 ZARCO-TEJADA & MILLER (1999)

SRWI Rgs0/Ri240 ZARCO-TEJADA et al. (2003)

Sum Drl 798 6 Di ELVIDGE & CHEN (1995)

Sum_Dr2 Zi%so 4 FILELLA & PENUELAS (1994)

Vogelmann Rr740/R720 VOGELMANN et al. (1993)

Vogelmann2  (R734 — R7a7)/(R715 + Rr26) VOGELMANN et al. (1993)

Vogelmann3 D715/ D705 VOGELMANN et al. (1993)

Vogelmannd (R34 — R7a7)/(R715 + Rr20) VOGELMANN et al. (1993)

Note. R) is the reflectance at wavelength A (nm) and D) is the first derivation of the reflectance value at wave-

length A (nm). L is the soil correction factor set to 0.5 in this study.

*For GDVI, indices with n = 2, 3, and 4 were derived.
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statistical software (R CORE TEAM, 2018) using the raster- (HIIMANS & VAN
ETTEN, 2014) and hsdar-packages (LEHNERT et al., in press).

8.2.4 Statistical analyses

In general, our approach aims at finding the best statistical model (partial least
squares regression) for each canopy trait based on hyperspectral data covering the
harvest dates of 2014 and 2015. After the creation of the different feature spaces
through spectral transformations (8.2.3.4), a careful selection of predictor variables
is performed within each feature space (8.2.4.1), and the predictive performance of

the final predictors is investigated for each feature space and canopy trait (8.2.4.2).

8.2.4.1 Predictors selection

Despite of the creation of separate feature spaces, the high number of predictor
variables resulting from the narrow spectral band width in hyperspectral data
results in highly correlated predictor variables being prone to overfitting of the
models (GOWEN et al., 2011; WANG et al., 2007). Here, the use of iterative
variable selection approaches to reduce the number of predictors has been proven to
increase the predictive power of hyperspectral data (KAWAMURA et al., 2008, 2006;
ZHAO et al., 2007). However, approaches such as recursive, backward, and forward
feature selection are critically discussed especially due to a biased selection of
relevant predictors (KRAWCZUK & LUKASZUK, 2016). Here, we apply a more recent
approach that selects all relevant predictors based on random forest (BREIMAN,
2001), using the CRAN R package Boruta for each feature space and canopy trait
(Kursa & RUDNICKI, 2010).

To eliminate further collinearity that may still exist after eliminating all irrelevant
predictors, we applied a subsequent step by deriving a new set of variables. Within
each feature space and for each canopy trait, we used the frequently used step-wise
variance inflation factor approach (VIF; CRAN R package usdm; NAIMI et al.
2014) to eliminate explanatory variables with an excessive correlation. Basically,
the VIF for a single predictor is calculated as the reciprocal of 1 - R? to all other
predictors and thereby does not only include pairwise correlations but rather takes

into account the correlations with all other variables (DORMANN et al., 2013).
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By means of a threshold (in our study a conservative VIF of 5, as suggested in
ROGERSON 2001), highly collinear predictors have been removed from the dataset
in this step. Since the VIF changes after predictors are removed, we performed a
stepwise approach by iteratively calculating the VIF for all predictors and removing
the variable with the highest VIF in each step. This approach was repeated until
all predictors reached values below the defined threshold. Through the selection
of all relevant variables and subsequent removal of highly collinear predictors,
we assembled the predictors used in the final models for each canopy trait and

predictors feature space.

8.2.4.2 Final model selection

For each feature space and canopy trait, the final predictors were used to perform
partial least squares regression (PLSR) using the CRAN R packages caret (KUHN,
2008) and pls (MEVIK et al., 2016). PLSR techniques transfer the information
content of the predictors to independent latent vectors, which are generated with
respect to a maximum representativeness of the dependent variable (WOLD et al.,
2001). Thereby, the number of predictors is reduced, and it is widely assumed that
PLSR is insusceptible to problems of multicollinearity and overfitting even if the
number of observations is low (KAWAMURA et al., 2008) as in our study. The PLSR
models were trained by repeated cross-validation, and subsequently the model with
the optimum number of latent vectors was chosen for each canopy trait and feature
space. The models performances were validated by leave one out cross-validation
R%s (R% ) of the predicted versus observed canopy trait values. LOO was selected
due to the small sample size, and its proven similar performance to validation via
an independent dataset (DARVISHZADEH et al., 2008). For each canopy trait, the
feature space that revealed the highest R?,, was chosen as the final PLSR model
for canopy trait prediction.

To compare the overall suitability of the different feature spaces for grassland
traits prediction, we also considered that only one feature space is used for the
prediction of all canopy traits. Therefore, we performed a rescaling of the R% s
within each canopy trait by min-max normalisation and averaged all normalised

2
Ri oo for each feature space.
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8.2.4.3 Model performance under different CO, concentrations

Under increasing CO, concentrations, plant physiology is expected to be altered,
mainly by increasing the photosynthesis rate and the water use efficiency. Therefore,
a bias in the hyperspectral predictability of different grassland traits in FACE
experiments can be assumed. Consequently, it has to be proven whether transfer
functions derived under present CO, concentrations can also be used in future
to accurately predict grassland traits. To investigate these potential biases in
the hyperspectral predictions under different CO, concentrations, we performed
Student’s t-tests on the means of the residuals in the final models for the elevated

versus the ambient rings (for each canopy trait; confidence interval = 0.95).

8.2.4.4 Non-invasive trait prediction during vegetation period

To precisely adapt the management practices and to gain a deeper insight on
grassland trait dynamics in the interplay of [eCO,] and abiotic environmental
factors, explicit knowledge of the spatio-temporal dynamics of the ecosystems
health status and potential harvest outcomes is mandatory. Therefore, we used
the final PLSR models to non-invasively predict each grassland trait on a pixel
level. For each ring and measurement day, the pixel-wise grassland trait predictions
were furthermore averaged to maintain a ring-wise mean canopy trait value. The
predicted ring-wise mean canopy trait values were subsequently averaged within
the elevated (elevated group) and the ambient treatment (ambient group), and
treatment-wise mean values of selected grassland traits were plotted along with
meteorological data to reveal the grassland trait dynamics in-between the harvest
dates of 2015.

8.3 Results

The summary statistics of the measured canopy traits can be found in the appendix
(Tab. 8.4). In general, the canopy traits revealed a good forage quality for the
investigated grassland plots, indicated by net energy for lactation (> 5.8 MJ kg™!),
crude fibre (< 32%DM), and crude protein (> 9%DM, compare Tab. 8.4). Highest

trait variances (coefficients of variation) were found for biomass followed by crude
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sugar, while lowest coefficients of variation were found for dry matter followed by
carbon. Strong correlations were observed for many of the grassland traits (see
Tab. 8.5).

8.3.1 Performance of the different feature spaces

The analysed feature spaces revealed different performances in the prediction of the
investigated canopy traits (Fig. 8.2). The feature space NRI 2nd derivative showed
the best prediction performances for the highest number of canopy traits (6, organic
acid detergent fibre, carbon, nitrogen, neutral acid detergent fibre, crude fibre, and
crude sugar). The second best prediction results were obtained from the NRI 1st
derivative feature space (5, crude ash, enzyme-soluble organic matter, methane,
net energy for lactation, and crude protein). The common indices outperformed
the other feature spaces only in two cases, for biomass and crude lipids. The
NRI log(1/R) outperformed the other feature spaces only for dry matter. The
absorption features and band depths feature spaces did not outperform the other
feature spaces in the prediction of any of the canopy traits.

Similar patterns were observed for the performances of the features spaces con-
sidering the prediction of all canopy traits by only one feature space (compare
Fig. 8.20). Here, the average min-max normalised R? s revealed the best perfor-
mances for the NRI 2nd derivative, followed by the feature spaces NRI 1st derivative,
NRI log(1/R), NRI band depths, common indices and the absorption features in
descending order. All feature spaces that performed best for the predictions of at
least one grassland trait, did also perform, at least one time, worse than all other

feature spaces.

8.3.2 The final models for the prediction of the different

canopy traits
LOO validation results of the final models for the prediction of the different canopy
traits were all statistically significant (n = 23) and showed high to very high
goodness of fits (compare Fig. 8.3 and Tab. 8.2). Very good validation results

(R2,0, > .8) were observed for biomass, crude lipids, nitrogen, and dry matter,
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Figure 8.2: (a-n) Leave one out R?s (R? ) from the best partial least squares regression
models of the different feature spaces for each canopy trait. (o) Boxplots of min-max
normalised R%OOS of each feature space for the prediction of all traits. The white asterisk
(a-n) denotes the feature space selected for the final predictive models (compare Fig. 8.3
and Tab. 8.2). NDF,,, - Organic neutral detergent fibre; ADF,,,, - Organic acid detergent
fibre; ESOM - Enzyme-soluble organic matter; NEI - Net energy content for lactation

while only moderate LOO validation results were derived for crude ash, methane,
crude fibre (.5 < R%,, < .6).

The models for the traits that were best predictable (biomass and crude lipids)
used only common indices with predictors related to chlorophyll absorption (GDVI_4,
Gitelson, REP_LE, and Sum_Dr1), and the water status of plants (LWVI_1 and
PWI). Dry matter was very well predicted using the NRI log(1/R?) and only two

predictors (with wavelengths around the minor water absorption feature ~1130 nm,
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Table 8.2: Summary of the used feature space and characteristics for the best partial
least squares regression models on each grassland canopy trait.

Trait Feature space R?,0 NRMSE No. of  Predictors
(%) predictors
ADFom NRI 2nd derivative 0.73 15.4 10 ngg‘glo + Bgﬁo‘glo + BlODO\.‘)lO + B1050\910 + Bm70\910 +
Biogojoro + Bosojo2o + Biasojrooo + Biosojior0 + Biosojiozo
Crude ash NRI 1st derivative  0.51 16.0 4 Bigeoji140 + Bissojiie0 + Bi2iojiiso + Biagojiiso
Carbon NRI 2nd derivative 0.65 17.8 12 B12,1()‘850 + Bug,[]‘gg() + Bl[]3()|87[] + Bmgo‘gm + Bll()[]\s?() +

Bi170j940 + Biisojiooo + Bisioji0s0 + Bisioji060 + Bissojiooo
+ Buagojroso + Busaoji190

Nitrogen NRI 2nd derivative 0.84 10.6 12 Bllﬁo‘glo + B1510\910 + B1010|920 + B1110‘940 + B1170‘g4o +
Biogojeso + Biidojio10 + Bissojioro + Buissojie0 + Bissojii00
+ Buizioj1200 + Bussojis20

Biomass Common indices 0.94 7.0 4 GDVI_4 + Gitelson + LWVI_1 + PWI

ESOM NRI 1st derivative  0.74 12.8 9 Biasoiseo + Bozojoro + Biisojoio + Borojgso + Biiaojeso +
Biosopioto + Bisooji120 + Biisoji1zo + Biszojiiao

Methane NRI 1st derivative 0.54 15.9 7 Bgm‘gzo + B1500\830 + B920\910 + B1180\910 + ngo‘%o +
Bi3ziojee0 + Biosojrozo

NDF,,, NRI 2nd derivative  0.65 17.2 11 Braojsao + Bsrojgeo + Broojrio + Bosojrio + Biasorio +
Bssojs20 + Biosojsso + Bieoojsso + Biosojsso + Biigojgeo +
Biosopo10

NEI1 NRI 1st derivative  0.62 15.6 10 Bisgojse0 + Biogojrro + Buisorso + Busiojsoo + Bssojsao +
Biisojsso + Biisojgso + Bisojeio + Bisoojioso + Biioojioso

Dry matter NRI 10g<1/R) 0.82 11.8 2 B1560\1130 + B1290\124n

Crude fibre NRI 2nd derivative 0.6 15.9 11 B77U‘710 + B790‘710 + B1000\720 + B1240‘720 + Bgm‘gzo +
Bi11ojs20 + Bigoojsso + Bieoojsso + Biosojpso + Bi2dojiio0 +
Bisroji17o

Crude lipids Common indices 0.93 7.7 4 GDVI 4 + LWVL1 + REP_LE + Sum_Drl

Crude protein  NRI 1st derivative  0.68 15.9 12 Bissojse0 + Biaeojrio0 + Bisiojzso + Biotozso + Buiisojsso +

Biisojgso + Biigojgso + Biosojooo + Buisojioso + Bis2oj1130
+ Biasoi1a0 + Bussojizio

Crude sugar NRI 2nd derivative 0.74 12.6 6 B1480\1OGU + 81150‘1140 + B1530‘114U + BlZOU\llSO + BIBSO\HSU
+ Buissojs2o

Note. By, n, are NDVI-like calculations using the reflectance values in bands A; and A; (compare 8.4). The calculations of the
different vegetation indices can be found in Section 8.2.3.4 (Tab. 8.1). All models contained 23 observations. NRMSE is the
normalised root mean square error.

NDF,,, - Organic neutral detergent fibre; ADF,,, - Organic acid detergent fibre; ESOM - Enzyme-soluble organic matter; NEI -
Net energy content for lactation

~1250 nm, and ~1560 nm). Carbon was well predicted by the NRI 2nd derivative
and wavelengths related to biomass quantity (~870 nm), and water absorption
(~1180 nm and ~1245 nm). The traits which represent fodder quality (net energy
for lactation) and biogas quality (methane) showed only modest R?,,s of 0.62 and

0.54, respectively.

8.3.3 Influence of different CO, concentrations on

hyperspectral grassland trait predictability

We did not find biases in the predictability of the different grassland traits due
to different [COg)s (e.g. clustering of elevated rings below the PLSR regression
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Figure 8.3: Leave one out predictions results for the best partial least squares regression
models on each canopy trait. The solid and dashed lines depict the linear regression
model and the 1:1 line, respectively. Outliers are marked with arrows in b), f), and g).
Hyperspectral feature spaces used for the predictions can be found in Fig. 8.2 and Tab. 8.2.
All regression analyses were statistically significant (p < 0.001). NDF,,, - Organic neutral
detergent fibre; ADF,,,, - Organic acid detergent fibre; ESOM - Enzyme-soluble organic
matter; NEI - Net energy content for lactation

line; Fig. 8.3). In line, no significant differences were found for the means of the
residuals in the final models between the predicted values in the elevated and
ambient rings for any of the investigated grassland traits (Tab. 8.3). Outliers were
found in three cases, for the prediction of crude ash (Ring 5 at 27th August 2014;

highest measured value strongly underestimated; Fig. 8.3b), enzyme-soluble organic
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matter (Ring 2 at 26th August 2015; lowest measured value strongly overestimated;
Fig. 8.3f), and methane (Ring 2 at 26th August 2015; lowest measured value
strongly overestimated, Fig. 8.3g).

Table 8.3: T-test statistics on the difference in the means of the final model residuals
for elevated and ambient rings.

Canopy trait  p value

Nitrogen 0.70
Carbon 0.37
Biomass 0.75
Dry matter 0.97
Crude protein  0.07
Crude fibre 0.39

Crude lipids 0.73
Crude sugar 0.44

NDFom 0.98
ADFom 0.61
ESOM 0.86
Crude ash 0.99
NEI 0.85
Methane 0.07

8.3.4 Hyperspectral prediction of selected canopy traits

Based on the final PLSR models, spatially explicit pixel-wise predictions of grassland
traits were possible (see Fig. 8.4 for the example of aboveground biomass under
elevated COy concentrations). Figure 8.4 reveals realistic aboveground biomass
predictions with relatively high values for the measurement days shortly before
the harvest days in 2014 and before the spring harvest in 2015. Low aboveground
biomasses were observed for the measurement days ensuing the 2015 spring harvest.
High within-ring variances in AGB predictions were observed for the image scenes
of 27th August 2014 and 13th May 2015.

Additionally, we plotted mean values of selected grassland traits within the ele-
vated and ambient groups for the vegetation period 2015 along with meteorological
observations (Fig. 8.5). The maximum daily air temperatures were very high from
the beginning of July to the mid of August with a short cooling in the last week of
July. In this period, also the daily precipitation sums were very low, and only one

day (19th June) revealed precipitation sums higher than 10 mm day~!.
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Figure 8.4: Pixel-wise, hyperspectral predictions of aboveground biomass (AGB) for
one of the rings under elevated CO2 concentrations. White areas were either excluded
due to shade or measurement equipment. Scenes encompass harvest dates used to derive
the predictive models (22 May 2014, 27 September 2014, 13 May 2015 and 26 September
2015) and vegetation period measurements for 2015 (interval around every three weeks;
remaining ones).

Highest aboveground biomass predictions were found for the spring harvest date
for both, ambient and elevated groups, with the latter showing a slightly higher
AGB. In both groups, AGB recovered after the spring cuttings to a level of ~178 g
DM m~2, while no increase in the AGBs occurred in the following measurement
days. The biomass even decreased to ~133 ¢ DM m~2 on 13th August and slightly

2 at the late summer harvest date, where AGB in

recovered to ~150 g DM m™
the elevated group was again slightly higher compared to the ambient group. The
predicted carbon content was highest at spring harvest (~45.5% DM) and decreased
with the ongoing vegetation period (minimum ~44.8% DM at 13th August) before
it distinctly increased on the last measurement day (more pronounced in the
elevated compared to ambient group). Besides spring harvest, carbon content was
higher in the elevated compared to the ambient group. The relative dry matter
content was lowest in both groups for the spring harvest and increased in the first
subsequent measurement day. Afterward, relative dry matter slightly decreased
before it increased until 13th August. Subsequently, relative dry matter content

slightly decreased for the late summer harvest date. At the spring harvest, dry
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matter in the elevated group was slightly higher compared to the ambient group;
at later measurement days the reverse relation occurred.

The predicted methane productivity was very high for the spring harvest date.
After biomass cuttings, methane productivity increased until 30th June and subse-
quently followed a decreasing trend until the late summer harvest. Besides of the
spring harvest, predicted methane productivity was slightly higher in the elevated
compared to the ambient group. Predicted net energy for lactation was very low at
the springs harvest date, with pronounced higher values in the elevated compared
to the ambient group. In both treatment groups, NEI was higher for the first
measurement after the spring harvest and subsequently decreased until 22nd July,
followed by a strong increase in 13th August and only minor changes at the late

summer harvest.
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Figure 8.5: Meteorological observations (daily maximum air temperature and daily
precipitation sum) and hyperspectral predictions of selected grassland canopy traits for
the summer period 2015. (a) Daily maximum air temperatures and daily precipitation
sums. (b-f) Mean of the predicted grassland canopy trait in the ambient and elevated
groups at harvest (2015/05/13 and 2015/08/26; dark grey boxes) and during the growing
period (knowledge gains by non-invasive hyperspectral approach; light grey box). Note,
trait values of the elevated group are shifted by three days for readability. AGB -
aboveground biomass; NEI - Net energy content for lactation
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8.4 Discussion

8.4.1 Performance of the different feature spaces

In general, the validity of our approach using feature selection and elimination
of multicollinearity was highlighted by good to excellent LOO validation results
(Fig. 8.3). Interestingly, the common indices (available indices from literature)
outperformed the other feature spaces for biomass and crude lipids. This suggests
that the vegetation indices proposed in the literature can accurately predict the
aboveground biomass, and their combination even increased the predictive power.
For biomass, the combination of indices sensitive to chlorophyll and liquid water
was not surprising given the combination of different growth stages (spring and
late summer harvest) in our study. However, similar predictors were chosen for the
crude lipids, which might either indicate an indirect predictability due to the strong
correlation between crude lipids and aboveground biomass (r = -0.91; Tab. 8.5),
or a direct reflectance response of leaf pigments as indicated in another study
(PULLANAGARI et al., 2012b). All other grassland canopy trait predictions made
use of feature spaces derived by different normalisation techniques.

Since normalisation techniques (such as derivative spectra and/or the calculation
of narrowband ratio indices) are known to reduce artificial effects that may arise e.g.
from different illumination conditions, we were not surprised that they improved
most of the predictive models in our study combining measurements from different
years and growth stages. However, given the different performances of the feature
space for different grassland traits, our results reveal that it is not sufficient to
predict all grassland traits by means of a single feature space comprising only one
method of transformation. The NRI 2nd derivative, for example, outperformed
the outer feature spaces for six out of 14 investigated grassland traits and showed
the best overall performance (indicated by the normalised R?,,s, Fig. 8.20), while
it performed worst for the prediction of dry matter and showed distinct inferior
performances compared to the best performing feature spaces for biomass, methane,
and crude lipids. This shows that a proper creation and selection of suitable
predictor variables remains a necessary task that is needed for each grassland trait

individually.
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8.4.2 The final models for the prediction of the different

canopy traits

The predictive performance for most of the grassland traits investigated in our
study outperformed or ranged well within reported accuracies from previous studies
(BUITRAGO et al., 2018; HOMOLOVA et al., 2013; KAWAMURA et al., 2008; Mu-
TANGA & SKIDMORE, 2003; PULLANAGARI et al., 2013; ZHAO et al., 2007). This
highlights the general suitability of hyperspectral data for monitoring of various
grassland canopy traits even under different growth stages (spring and late summer
harvests). However, since the selected spectral predictors in our study partly
differed from previously published ones (e.g., BUITRAGO et al. 2018; HOMOLOVA
et al. 2013; KAWAMURA et al. 2008; MUTANGA & SKIDMORE 2003; PULLANAGARI
et al. 2013; ZHAO et al. 2007), we highlight, that a careful site-specific calibration

is needed when using hyperspectral approaches.

8.4.3 Influence of different CO, concentrations on

hyperspectral grassland trait predictability

Student’s t-tests on the final model residuals for the elevated and the ambient
rings, revealed that the final models performed well in the prediction of grassland
traits irrespective of the different [COss (Tab. 8.3). This seems noteworthy, since
we expected a bias in the prediction results due to an altered plant physiology
under [eCOgs (e.g. clustering of elevated rings on one side of the regression line).
We confirmed this by a t-test between the reflectance values for each band when
comparing elevated and ambient group spectra, where no significant differences
were found (not shown). Therefore, our results suggest, that the established
relationships between hyperspectral data and grassland traits were not influenced
by the different [CO3js. Thus, the hyperspectral monitoring of grassland traits
within FACE facilities is possible, and transfer functions derived in the present

seem also to be capable to accurately predict grassland traits in future (under

[eCOs]s).
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8.4.4 Hyperspectral predictions of selected canopy traits

The high heterogeneity of the pixel-wise AGB predictions in two of the scenes of
the presented elevated ring (Fig. 8.4) points to a major advantage of hyperspectral
monitoring techniques — the spatial explicit information. Although invasive biomass
samplings are usually randomly distributed, they may not properly represent the
whole plot, and can not give information about the spatial distribution of the
investigated grassland traits. Here, hyperspectral data leads to a clear knowledge
gain.

Due to the altered plant physiology under [eCOs]s, we exemplary investigated
selected canopy traits under different [COs]s during the vegetation period 2015. A
slightly higher biomass in the elevated compared to the ambient group at spring
harvest date is in line with the expectations related to the CO, fertilization effect
(AINSWORTH & ROGERS, 2007; AINSWORTH & LONG, 2005; NOWAK et al., 2004).
The absence of biomass growth during the later vegetation period can be explained
by the excessive heat and dry period during July and August (similar to europe-wide
observations in 2003, C1AIS et al. 2005), which also prevented the plants to profit
from [eCO;y] (OBERMEIER et al., 2018). However, the lower relative dry matter
content of the plants growing under [eCOs] for the same period may result from
the increased water use efficiency, and, thus indicate an active CO, fertilization
effect. Similarly, in the same period, the carbon content was higher in the elevated
compared to the ambient rings. This suggests that plants growing under [eCO,]
and exposed to hot and dry conditions may indeed assimilate more carbon via
photosynthesis and save water, while this can not be translated into an increased
biomass productivity. This is in line with the new perspective on plant growth,
hypothesizing that meristem activity is restricted earlier than photosynthesis by
environmental conditions (FATICHI et al., 2014; KORNER, 2015; OBERMEIER et al.,
2017), and thus, that plants grown under [eCOs] do not necessarily extend their
growth but rather allocate non structural carbohydrates within the plant.

Regarding potential management practices in the investigated grassland, the
peak of methane values at 30th June indicates the ideal harvest date in 2015 if the
forage would be used for biogas production, while for the net energy for lactation

the ideal harvest date in 2015 was around two weeks before the actual late summer
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harvest (although only slightly improved compared to the actual harvest date). By
finding the ideal harvest date, the increased temporal resolution of grassland trait
values via hyperspectral monitoring might help farmers to optimize utilization of
grasslands ecosystem services. Additionally, such timely knowledge of grassland
vitality and emerging stress situations, but also of the expected yield quality and
quantity, may help farmers in decision making during the vegetation period e.g.
for precise fertilizer application or to adjust stocking rates, which increases profit

and decreases the environmental footprint.

8.5 Conclusion

Our results clearly show that the hyperspectral prediction, and thus a non-invasive
monitoring, of various grassland traits in the investigated grassland is in general
feasible. However, careful creations and selections of appropriate predictor variables
are needed for each canopy trait as shown by the large differences in the predictive
performance of the different feature spaces. Interestingly, our results show that
[eCO,] does not lead to biases in the hyperspectral predictions of grassland traits.
Consequently, the monitoring of grassland traits within a FACE facility is possible,
and no indication was observed that transfer functions derived at present [COq]s
should not be used under future [CO3Js e.g., for phenotyping of grassland vegetation.
Moreover, by monitoring selected grassland traits within a FACE experiment during
the vegetation period, we highlighted how timely and spatially explicit hyperspectral
data can provide new insights regarding the interacting effects of [eCO,ls and
environmental conditions on plant physiology, and help the farmers to find the
ideal management practices to guarantee a proper management of the ecosystem

services.
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Appendix

8.6 Appendix

8.6.1 Measured canopy traits

The summary statistics of the measured and calculated grassland canopy traits
revealed highest within-trait-variances (coefficients of variation) for biomass, crude
sugar, crude ash, crude lipids, nitrogen, and crude protein in the same order
(Tab. 8.4). Lowest coefficients of variation were found for dry matter, carbon,
and traits linked to the production of biogas (fermentable organic matter, biogas,

methane).

Table 8.4: Descriptive statistics of ring-wise canopy traits. All ring-wise traits were
calculated by biomass-weighting of the plant functional type specific trait characteristics
(compare Section 8.2.2.2)

Canopy trait Unit Mean Minimum Maximum SD CV (%)
Nitrogen %DM 2.01 1.50 2.58 0.29 14.38
Carbon %DM 44.95 44.08 46.12 0.62 1.37
Biomass g DM m~2 303.61 118.30 528.10 119.60 39.39
Dry matter Potw 93.51 92.80 94.50 0.48 0.51
Crude protein %DM 14.33 11.35 17.78 1.83 12.75
Crude fibre %DM 25.36 21.51 29.13 2.06 8.13
Crude lipids %DM 2.51 1.97 3.45 0.43 16.98
Crude sugar %DM 5.44 2.41 7.88 1.38 25.43
Organic neutral detergent fibre %DM 50.78 45.54 57.48 3.53 6.96
Organic acid detergent fibre %DM 33.27 29.78 35.90 1.82 5.48
Enzyme-resistant organic matter %DM 35.88 31.75 42.20 2.64 7.36
Enzyme-soluble organic matter %DM 64.13 57.80 68.26 2.64 4.12
Crude ash %DM 5.85 3.70 8.30 1.08 18.41
Metabolizable energy MJ kg™t 10.70 10.07 11.52 0.38 3.52
Net energy content for lactation — MJ kg™t 6.41 5.98 6.98 0.26 4.06
Fermentable organic matter g kg™t 689.72 649.52 721.84  17.20 2.49
Biogas m? ¢t} 551.78 519.61 577.47  13.76 2.49
Methane m? ¢t} 289.68 272.80 303.17 7.22 2.49

SD - standard deviation; CV - coefficient of variation; DM - dry matter; fw - fresh weight

Strong correlations were observed between many of the canopy traits (Tab. 8.5),
the most important statistically significant ones are described in the following.
Nitrogen showed significant positive correlations with carbon and crude protein,
and a significant negative correlation with organic acid detergent fibre. Addition-
ally, carbon was significantly positive correlated with crude lipids, crude protein,
metabolizable energy and net energy for lactation, and significantly negative corre-
lated to biomass and crude ash. For biomass, significant positive correlations were

observed with crude fibre, crude sugar, organic neutral detergent fibre, and crude
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ash, while carbon, dry matter, crude lipids, metabolizable energy and net energy
for lactation were significantly negative correlated to biomass. The net energy for
lactation showed significant positive correlations with metabolizable energy (perfect
correlation, therefore excluded), crude lipids, dry matter, carbon, traits linked to
biogas, and crude protein, while significant negative correlations were found with
crude fibre, organic neutral detergent fibre, biomass, crude ash, crude sugar, and
organic acid detergent fibre. Methane revealed significant positive correlations
with fermentable organic matter (perfect correlation, therefore excluded), biogas
(perfect correlation, therefore excluded), enzyme-soluble organic matter, net energy
for lactation, metabolizable energy, and crude protein. Significant negative correla-
tions for methane were found with enzyme-resistant organic matter, organic acid

detergent fibre, crude fibre, organic neutral detergent fibre.
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Table 8.5: Pearson product moment correlation coefficients () for measured, ring-wise
split into two tables.

canopy traits. Note, that the correlation matrix is

Nitrogen Carbon Biomass Dry matter

Crude protein Crude fibre Crude lipids

Carbon 0.67**

Biomass -0.14 -0.60**

Dry matter  -0.33 0.25  -0.73***

Crude protein 0.75"*  0.52* -0.17 -0.24

Crude fibre -0.03 -0.39 0.72***  -0.67*** -0.27

Crude lipids 0.06 0.60** -0.91**  0.83*** 0.09 -0.64***

Crude sugar -0.24 -0.58"  0.69"* -0.59** -0.33 0.36 -0.82%*

NDF,,, 0.05 -0.32 0.65***  -0.62** -0.12 0.94*** -0.51*

ADF,,, -0.53**  -0.25 0.01 0.33 -0.81*** 0.39 0.17

EROM -0.13 0.22 -0.31 0.36 -0.25 0.27 0.44*

ESOM 0.13 -0.22 0.31 -0.36 0.25 -0.27 -0.44*

Crude ash -0.21 -0.63**  0.60**  -0.58** -0.26 0.41 -0.70***

ME 0.26 0.59* -0.75**  0.61** 0.51* -0.93*** 0.70***

NEl 0.26 0.58* -0.74**  0.59** 0.52* -0.94** 0.68***

FOM 0.28 0.13 -0.02 -0.06 0.47* -0.59** -0.09

Biogas 0.28 0.13 -0.02 -0.06 0.47* -0.59** -0.09

Methane 0.28 0.13 -0.02 -0.06 0.47* -0.59** -0.09
Crude sugar NDF,,, ADF,,, EROM ESOM Crude ash ME NEl FOM  Biogas

NDF,,, 0.19

ADF,,, -0.18 0.34

EROM -0.64** 0.28 0.71**

ESOM 0.64* -0.28  -0.71** -1.00***

Crude ash 0.77** 0.36  -0.08  -0.57** 0.57**

ME -0.56** -0.84*** -0.46* -0.10 0.10  -0.65***

NEIl -0.54* -0.84"* -0.49* -0.14 0.14  -0.62** 1.00%**

FOM 0.29 -0.58"  -0.81*** -0.85** 0.85*** 0.05 0.54**  0.57*

Biogas 0.29 -0.58"  -0.81*** -0.85* 0.85*** 0.05 0.54*  0.57* 1.00***

Methane  0.29 -0.58** -0.81*** -0.85"* 0.85"* 0.05 0.54*  0.57* 1.00** 1.00***

Statistical significance indicated with asterisks * p < .05, ** p < .01, *** p < .001. NDF,,, - Organic neutral
detergent fibre; ADF,,, - Organic acid detergent fibre; EROM - Enzyme-resistant organic matter; ESOM -
Enzyme-soluble organic matter; ME - Metabolizable energy; NEI - Net energy content for lactation; FOM -
Fermentable organic matter
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O Conclusions and Outlook

The overall objectives of the present study were to estimate the ecosystem ser-
vices provided by temperate grasslands under global change scenarios, to generally
improve the monitoring of grassland ecosystem services, and to enable a better
parametrization of the CFE in grasslands within climate-biogeochemical mod-
els. This resulted in three main aims, namely the assessment of the influence of
environmental conditions on the CFE in grasslands, an improved assessment of
potential above-ground productivity under future global change conditions, and
the facilitation of a high-resolution spatio-temporal monitoring of grasslands by
remote sensing techniques. To achieve these aims, the present study investigated
and modelled the interacting effects of [eCO;] and climatic drivers on grassland
biomass productivity using the long-term GiFACE data (1998-2013), and explored
the potential of hyperspectral techniques for an improved, non-destructive grassland
monitoring providing data with high spatio-temporal resolution at low cost. The
aims of the thesis resulted in three hypotheses being tested within five working
packages leading to novel results and summarised in the following.

Located in a real-world environment the high correlations between environmental
variables and varying CO, concentrations are factors which generally complicated
the disentanglement of the influence of single environmental variables and the
[eCOq] on grassland above-ground productivity. Additionally, changes in the
average weather conditions but also in the intensity and frequency of single extreme
climatic events affect grassland productivity. To cope with this complexity different
methods had to be developed, which resulted in two working packages (WP 1 and
WP 2) testing the following hypothesis:

H1 The CO, fertilization effect is reduced under more extreme average

weather conditions and after extreme climatic events
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Within WP 1, the interacting effects of average weather conditions and varying
COy concentrations on above-ground biomass productivity were investigated apply-
ing the specifically developed moving subset analysis. The novelty of this method
is the rejection of the factorial treatment design which dominated the analysis of
FACE data since the origin of such experiments but has proven to be invalid in
real-world experiments with a varying COs enrichment. Instead, the novel method
explores linear regression models between variables created by combinations of years
with similar environmental conditions, and uses the actual [CO5] (measured in the
centre of each ring in the GiIFACE experiment). Therefore, the quantification of the
CFE remains robust against varying [COs|s which represents a clear advancement
in the comparison to the conventionally used approaches (NOwAK, 2017). The
new approach is also applicable to other CO4 enrichment studies, and is available
to the public as CRAN R package “msaFACE” (OBERMEIER et al., 2016). The
application of this approach to the GiFACE time series showed that the CFE was
significant and strong under local average environmental conditions, but decreased
as conditions became substantially wetter, drier or hotter than average. This was
the first study within a single ecosystem which revealed that the greatest response
to [eCO4] has to be expected under average growth conditions to which plants have
adapted in the long-term. Therefore, part one of H 1 was confirmed, which
assumes a reduced CFE under more extreme average weather conditions.

In WP 2, a new method was developed linking the occurrence of single extreme
climatic events to the strength of the CFE in the GIFACE. Results of this analysis
based on the longest time available to date, encompassed reductions of the CFE if
ECEs occurred during the growing season. The strongest decreases in the CFEs
were associated with intensive and long heat waves, and could be quantified to
a large extent (~30% variance of the magnitude of the CFE) by calculating the
Killing Degree Days (KDDs). Thereby also part two of H 1, which assumes a
reduced CFE when extreme climatic events occur, was confirmed. The results
indicate that the classical carbon-centric theories, which suggest a stronger CFE
at higher temperature or dryer conditions, seem only applicable within a certain
range of growth conditions, when no other environmental factor except COs limits
the productivity. Since resource limitations by other factors than [CO] seem

important when the range of long-term average growth conditions is exceeded, this
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study suggested in line with a recent theory on plant growth (FATICHI et al., 2014;
KORNER, 2015), that a paradigm shift from the carbon centric view towards a
more holistic perspective considering tissue formation and cell growth is urgently
required.

By confirming part one and two of H 1, this thesis convincingly shows
that the CO, fertilization effect is reduced under more extreme average weather
conditions and after extreme climatic events, which is in clear contrast to the widely

carbon-centric assumptions e.g. within numerical models.

The CFE on grassland was proven to be dependent on weather conditions.
Consequently, WP 3 investigated whether the positive influence of [eCO,] or the
potentially negative influences of the projected more extreme weather conditions
will dominate above-ground biomass productivity in future, to test the following

hypothesis:

H 2 Future increases in above-ground biomass productivity under el-
evated CO, concentrations more than compensate for potential
biomass reductions due to global change-related environmental al-

terations

To estimate future grassland above-ground biomass based on the long-term
experimental observations, a complex statistical approach was developed in WP 3.
For the rings under [eCO] and [aCOs] enrichment, individual statistical models
on AGB were derived based on climate variables selected during an exhaustive
selection approach based on the Akaike information criteria. The models were
used to predict AGBs within potential future regimes by means of partial least
squares regression techniques. The potential future regimes were generated by
slightly modifying the ranges and relations of the selected climate variables during
the experimental period. The results revealed that especially under hot and dry
conditions above-ground biomass under [eCOs] is below the average yields during
the experimental period for both, rings under [eCO,] and [aCOs]. In contrast to the
predictions of an increased future grassland productivity mainly due to [eCOq| and

warming by numerical models, the comparison of the potential future regimes with
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the findings of IPCC projections revealed that grassland above-ground biomass is
likely to be reduced in the mid of 21st century despite the increase in atmospheric
CO4 concentration.

Thus, the positive effect of [eCO5] on biomass production cannot compensate for
yield losses due to unfavourable environmental conditions that are likely to prevail

in future, and H 2 was rejected.

The analysis of the long-term time series revealed strong interactions between
varying CO, concentrations, average weather conditions (WP 1), single extreme
climatic events (WP 2) and grassland above-ground productivity. However, due
to the traditional, destructive sampling approach, these investigations were so far
restricted to the harvest dates, and additional grassland traits have only rarely
been measured due to the required cost-intensive laboratory analysis. To bridge
this scale towards a spatially and temporally enhanced monitoring of multiple
grassland traits, non-destructive and low-cost approaches are urgently needed. In
order to meet this challenge, WP 4 created the necessary prerequisites to enable
an analysis of the predictability of different grassland ecosystem services by means

of hyperspectral techniques within WP 5, to test the following hypothesis:

H3 State-of-the-art remote sensing techniques enable the monitoring of
grassland ecosystem services under high spatio-temporal resolutions

within a FACE experiment

In WP 4, functions and classes were developed to manage, process, and analyse
hyperspectral data with the open-source software CRAN R, and thus to provide the
necessary tools for WP 5. Since the newly developed functions and classes greatly
extend the previously existing functionalities in R, they have been made available to
the public as CRAN R-package “hsdar” (LEHNERT et al., in press). Within WP 4, a
first case study showed promising results regarding the remotely sensed estimation
of chlorophyll content of the vegetation within the GiFACE rings.

The newly developed functions were used within WP 5, for the first hyperspectral
and non-destructive estimation of fourteen grassland traits related to ecosystem

services within a FACE experiment. After a comprehensive preprocessing, various
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hyperspectral predictors were derived by different transformation techniques and
the calculation of known vegetation indices in the literature. The final predictor
variables were selected by combining machine learning techniques with the variance
inflation factor, and used to create predictive models between hyperspectral data
and grassland traits using partial least squares regression techniques. Based on the
information gained during the vegetative period it was shown how hyperspectral
monitoring might be used e.g. to adapt harvest practices or gain deeper insights
into physiological plant alterations under [eCO2].

Good to very good leave-one-out cross-validation results for the final models
even under varying CO, concentrations confirmed H 3 in that techniques for the
monitoring of grassland ecosystem services under high spatio-temporal resolutions

within a FACE experiment can be provided.

The analysis of the long-term data series and the hyperspectral analysis of various
grassland traits revealed how complex ecosystems respond to multiple interacting
factors that co-limit ecosystem processes. Therefore it is necessary to further
improve the understanding of the underlying processes by in-depth analysis and
to improve the integration of experimental observations into modelling efforts.
Regarding the process understanding, the present thesis suggests that hyperspectral
techniques could provide a remedy in future as their increased spatio-temporal
resolution enables the detection of small but physiologically important differences
in the response of plants, non-destructively and at low cost. Future applications of
hyperspectral techniques range from phenotyping approaches within experimental
sites to high temporal resolution and regional to large scale whole ecosystem
assessments with satellite data once the required sensors become operational (e.g.,
ENMAP; GUANTER et al. 2015). For an improved model parametrisation, the
presented results might help ecosystem models to properly quantify the strength
of the CFE, e.g., by the definition of environmental thresholds (e.g., local average
conditions defined by & 1 SD of long-term average conditions) or the implementation
of new indices (e.g., KDDs). However, further and continued FACE experiments
are needed because the limited number of replications and the mostly short-term

duration of FACE experiments (resulting from the operational costs), as well as
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their underrepresentatation in remote areas (insufficient infrastructure) hinders a
global extrapolation of experimentally observed effects of [eCOs].

In addition to the recommendations on future research needed, the results of
the present studies fill an important research gap emphasised in the 5th IPCC
assessment (IPCC, 2013) and can be seen as a continued wake-up call for policy
makers. The provision of important ecosystem services such as forage production,
biodiversity preservation and carbon storage seems uncertain in future. Grasslands
might even become a carbon source much earlier than expected (e.g. COX et al.
2000). Therefore, the increase of atmospheric [CO;| and global warming might
become accelerated, which in turn feeds back to a reduced grassland productivity,
and in a vicious circle may lead to a further aggravation of the expected global
changes. Alarmingly, such self-reinforcing feedback could rapidly lead to a crossing
of the planetary boundary conditions for climate change and might push the Earth
system into a new state (STEFFEN et al., 2015), possibly leading to a “Hothouse
Earth” pathway even as man made emissions are reduced (STEFFEN et al., 2018).
To counteract the foreseeable, devastating consequences of global climate change,
policy makers should implement actions entailing the decarbonisation of the global
economy, enhancement of biosphere carbon sinks, behavioural changes, technological
innovations, new governance arrangements, and transformed social values (HECK
et al., 2018; STEFFEN et al., 2018).
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