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Abstract: Key leaf functional traits, such as chlorophyll and carotenoids content (C,p, and Cyc),
equivalent water thickness (EWT), and leaf mass per area (LMA), are essential to the characterization
and monitoring of ecosystem function. Spectroscopy provides access to these four leaf traits by
relying on their specific spectral absorptions over the 0.4-2.5 um domain. In this study, we compare
the performance of three categories of estimation methods to retrieve these four leaf traits from
laboratory directional-hemispherical leaf reflectance and transmittance measurements: statistical,
physical, and hybrid methods. To this aim, a dataset pooling samples from 114 deciduous and
evergreen oak trees was collected on four sites in California (woodland savannas and mixed forests)
over three seasons (spring, summer and fall) and was used to assess the performance of each
method. Physical and hybrid methods were based on the PROSPECT leaf radiative transfer model.
Physical methods included inversion of PROSPECT from iterative algorithms and look-up table
(LUT)-based inversion. For LUT-based methods, two distance functions and two sampling schemes
were tested. For statistical and hybrid methods, four distinct machine learning regression algorithms
were compared: ridge, partial least squares regression (PLSR), Gaussian process regression (GPR), and
random forest regression (RFR). In addition, we evaluated the transferability of statistical methods
using an independent dataset (ANGERS Leaf optical properties database) to train the regression
algorithms. Thus, a total of 17 estimations were compared. Firstly, we studied the PROSPECT leaf
structural parameter N retrieved by iterative inversions and its distribution over our oak-specific
dataset. N showed a more pronounced seasonal dependency for the deciduous species than for the
evergreen species. For the four traits, the statistical methods trained on our dataset outperformed
the PROSPECT-based methods. More particularly, statistical methods using GPR yielded the most
accurate estimates (RMSE = 5.0 pg-cm~2; 1.3 pg-cm~2; 0.0009 cm; and 0.0009 g-cm~2 for Cyyp, Cxc,
EWT, and LMA, respectively). Among the PROSPECT-based methods, the iterative inversion of this
model led to the most accurate results for C,p,, Cx., and EWT (RMSE = 7.8 ug-cm*2 ;2.0 ug~cm*2 ;
and 0.0035 cm, respectively), while for LMA, a hybrid method with RFR (RMSE = 0.0030 g~cm*2)
was the most accurate. These results showed that estimation accuracy is independent of the season.
Considering the transferability of statistical methods, for the four leaf traits, estimation performance
was inferior for estimators built on the ANGERS database compared to estimators built exclusively
on our dataset. However, for EWT and LMA, we demonstrated that these types of statistical
methods lead to better estimation accuracy than PROSPECT-based methods (RMSE = 0.0016 cm
and 0.0013 g-cm 2 respectively). Finally, our results showed that more differences were observed
between plant functional types than between species or seasons.

Keywords: oak ecosystems; leaf functional traits; seasonality; inversion methods; PROSPECT;
machine learning; spectroscopy
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1. Introduction

Oak trees from the Quercus genus comprise around 500 species, including both decid-
uous and evergreen species. They are mostly distributed in the Northern Hemisphere from
cool temperate to tropical climates, and their numbers are the greatest in North America
and China. According to the Red List of Oak 2020 report and analyses of over 430 species
studied worldwide, about 31% of oak species are estimated to be threatened and globally,
41% are considered to be of conservation concern [1]. They are mainly endangered by land
use change due to agriculture and urbanization expansion, as well as logging and global
climate change, which is leading to a decrease in water availability and increase in fires,
pests, and diseases. However, oak trees are of high ecological and economic importance
since they provide food (acorns) and habitat for fauna, serve as carbon sinks, and are
used for timber, furniture, fuel, dyes, and tannins [2]. They are present in 18 out of the
36 biodiversity hotspots recognized by the Critical Ecosystem Partnership Fund (CEPF),
which feature a rich biodiversity but experience severe habitat loss. About 89 oak species
exist in the United States and 20 are present in California, of which 7 are endemic [3]. Oak
trees are distributed between oak woodland savannas and oak forest ecosystems, the former
representing about 50,000 km? while the latter 27,000 km? [4]. Most are threatened due to
population increase and demand for wood and fuel; management plans have been drawn
up for the six regions of California to preserve oak resources, promote stand regeneration,
and prevent fire propagation [5].

Optical remote sensing is a widely used technology to observe large-scale terrestrial
landscapes with high temporal revisit. Remote sensing has been used to observe oak
ecosystems: for instance, for monitoring the spatio-temporal land cover change of a cork
oak forest due to anthropogenic disturbance [6], for assessing the post-fire recovery of a
mixed pine—oak forest [7], for estimating tree cover over an evergreen oak woodland [8],
and for identifying pest-infected oak trees [9]. The remotely sensed signal acquired at the
top of a tree canopy is to a certain extent influenced by canopy structure, but primarily by
leaf reflectance and transmittance. These optical properties have been demonstrated to be
the expression of plant functions and strategies [10]. The latter can be explained through
the definition of plant traits and plant functional traits, which can be upscaled from the
individual to the ecosystem level. A plant trait is any morphological, physiological, or
phenological feature measurable without reference to the environment, while a functional
trait is any trait that impacts fitness indirectly via its effects on growth, reproduction, and
survival [11].

Among the optically relevant traits at the leaf level, chlorophyll a and b content (Cyp,),
carotenoid content (Cxc), equivalent water thickness (EWT), and leaf mass area (LMA) are
often studied since they have been proven to be valuable indicators to assess vegetation
health and stress levels [12].

Due to their biochemical (C,p, Cxe, EWT) or morphological nature (LMA), they have
become fundamental for monitoring environmental function and structure in order to im-
prove our understanding of physiological vegetation processes and global biogeochemical
cycles [13]. Monitoring leaf traits would also provide insight into vegetation resilience
against the increased impact of global climate change. As such, their accurate and quantita-
tive estimation is targeted for a precise monitoring of essential biodiversity variables over
space and time [14]. C,p, and Cy are leaf photosynthetic pigments that intervene in light
harvesting and its conversion into chemical energy. Cy. include xanthophylls and carotenes,
and also contribute to photoprotection [13,15,16]. EWT is correlated with the amount of
water per leaf area and thus with water management by plant tissues. EWT is therefore a
determining factor for thermal regulation, drought resistance, and flammability [17]. LMA
is the inverse of the specific leaf area (SLA) and is a key indicator of resource allocation and
plant strategies since it aggregates a wide range of organic compounds that can be sepa-
rated into nitrogen-based constituents (proteins) and carbon-based constituents (including
cellulose, lignin, hemicellulose, starch, and sugars) [18,19]. All of these four traits have spe-
cific spectral absorption features over the visible and near-infrared to short-wave infrared
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range (VSWIR) or 0.4-2.5 um range [20]: pigments absorb light mainly in the visible range
from 400 to 750 nm, while both EWT and LMA absorb light in the near-infrared (NIR) and
more strongly in the short-wave infrared range (SWIR).

In situ and laboratory measurements provide the most accurate estimations of leaf
traits. However, considering the high costs and time consumption of laboratory analy-
sis and the spatial limitations of field leaf sampling, estimating these traits using these
techniques over large ecosystems is unrealistic. An alternative that has been increasingly
and broadly used is leaf spectroscopy with the measurement of leaf optical properties
(LOPs: leaf reflectance and transmittance) from VSWIR spectroradiometers [20]. In general,
these estimation methods can be classified into three main categories: statistical methods,
physical methods, and hybrid methods [21]. The first category uses a training dataset
composed of concurrent leaf traits and LOP measurements to build regression models
with a machine learning regression algorithm (MLRA). Applying the trained regression
model upon LOP enables estimating the associated leaf trait values. Physical methods
rely on LOP measurements and LOP simulations from radiative transfer models (RTMs)
which relate leaf traits to LOP with a mechanistic description of the physical scattering
processes that drives interactions between light and leaf constituents. Then, an inversion
method is performed to estimate leaf traits by finding the best fit between the measured
and simulated LOP among strategies including iterative optimization based on minimiza-
tion algorithms [22] or look-up table (LUT) building [23]. The last category, called hybrid
methods, combines aspects of both statistical and physical strategies. Hybrid methods
build an inverse model with an MLRA trained on a synthetic dataset constituted by LOP
simulations generated with an RTM [24]. On the one hand, physical and hybrid methods
are RTM-based methods, i.e., they depend on the ability of the RTM to accurately simulate
the physical processes by which LOPs are derived from leaf traits. On the other hand,
statistical methods mainly depend on the properties of the training dataset and the MLRA
fitting protocol.

Several RTMs with different levels of complexity to model leaf structure exist: from
simplified 1D descriptions to very accurate 3D ones. The PROSPECT model is the most
widely used leaf-scale RTM and has numerous versions, accounting for a large variety of leaf
compounds (see ref. [25] for the original version, ref. [26] for versions 4 and 5, ref. [27] for
version D, and ref. [18] for version PRO). It simulates directional-hemispherical LOPs from
biochemical and morphological variables (including C,p,, Cxc, EWT, and LMA) and a unique
structure parameter based on the generalized plate model (structure parameter N) [28].
Many research studies have used the PROSPECT model to estimate leaf traits for trees with
computational efficiency from many optical databases and over a large variety of world-
wide species [22,29,30]. Most studies have focused on leaf trait retrieval from mature and
sunlit leaves at peak vegetation growth, but few do so throughout the whole phenological
cycle, tackling seasonal variations and vertical crown heterogeneity, which affects plant
light conditions [31-34] and which depends on the plant functional type, which for trees is
either deciduous or evergreen [13]. Also, studies have mainly been conducted on a diversity
of tree genera and a mix of species either in one particular ecosystem type [35] or in as many
ecosystems worldwide as possible [30], in order to draw global conclusions on performance
accuracy. Generally, this work has been conducted using one leaf trait estimation method
category but little research has been conducted using all the three aforementioned cate-
gories [33] or on species from the same genus for comparison purposes [36]. This is because
complete datasets encompassing all these variation sources (e.g., leaf position, seasonality,
species, functional group, geographical areas, etc.) are complex to collect, and choosing
the most appropriate estimation method requires having representative datasets. In ad-
dition, assessing the transferability of these methods trained on one dataset and applied
to an independent one continues to be challenging and still requires research to achieve a
global mapping of leaf traits. This has been recently investigated by Wang et al. [30], who
demonstrated a good transferability of PROSPECT-based estimation methods in contrast to
statistical methods based on partial least squares regressions. Moreover, to our knowledge,
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hybrid methods have not been tested and compared to physical or statistical methods,
although they could provide more stable inverse models than physical methods. Also,
several studies have highlighted the need for prior information on the N leaf structure
parameter for PROSPECT to achieve better leaf trait estimation performance [37]. The
seasonal and intra-/interspecific variability in this parameter has been poorly studied
but has been demonstrated to change between species and between different strategies
for light environments (i.e., sun or shade), even within a single functional type [34]. The
correlation of N with leaf thickness has already been emphasized [31], but previous studies
have not yielded much knowledge on the cause of N discrepancy. Indeed, N simulates
several optical effects occurring inside the leaf but does not represent a single concrete
physical parameter of leaves. Hence, the interpretation of its value and variations is a
thorny issue since cause—effect relationships cannot be clearly identified. Interpreting the
variations in N, one is restricted to making assumptions based on the correlations of N
with other variables. Secondly, we study the variations in N between species and seasons
to provide a more detailed distribution of N. These more detailed distributions could be
used in future studies as prior knowledge on N for simulating accurate optical properties,
or to estimate leaf traits with LUT-based methods or hybrid methods, both at the leaf and
canopy scales. For oak trees, some or all of the four traits (mainly C,},) have been estimated
for a given species [34,38,39], a selection of species [40], or a large variety of species within
the genus [36] at the leaf level, while some have been estimated at the canopy level [24,41].
But to our knowledge, no study has simultaneously estimated all the four traits at the leaf
level for several oak species, compared the three estimation method categories between
seasons and sites sharing the same ecosystem type, and investigated variations in N.

Thus, the present study aims to estimate four leaf traits (C,p, Cxe, EWT, and LMA) of
oak trees by comparing statistical and PROSPECT-based methods (physical and hybrid)
with the use of a unique dataset collected over three seasons (spring, summer and fall),
measuring leaves of four oak species (including both deciduous and evergreen functional
types) present in two ecosystems (woodland savannas and mixed broadleaf/conifer forests)
along an elevation and a latitudinal gradient in the Sierra Nevada Range, California,
USA. More specifically, the tackled scientific goals are (1) to study the distribution of the
PROSPECT structural parameter N’s values in our oak-specific dataset and its seasonal,
intra- and interspecific variability; (2) to compare all the estimation methods and identify the
most suitable one for each trait and for all of them; and (3) to explore the transferability of
the statistical approach when trained on an independent dataset (here, the freely available
ANGERS dataset [42], which expands the data to trees others than oaks). Finally, this
study will bring new insights into the most appropriate estimation methods and their
retrieval performance achieved for trees within the same genus (here, Quercus), and how
these results can potentially be transferred to other oak species in comparison to more
generalized datasets such as ANGERS.

Section 2 describes the datasets and further details the tested methods. Results are
shown in Section 3 and are followed by discussions in Section 4.

2. Materials and Methods
2.1. Experimental Dataset
2.1.1. Oak Species and Study Sites

Four endemic Californian oak species were selected for our study, namely blue oak
(Quercus douglasii), interior live oak (Quercus wislizeni), black oak (Quercus kelloggii), and
canyon live oak (Quercus chrysolepis) [3]. More information, including their spatial distri-
bution, leaf characteristics, and their respective acronyms (QUWI(e), QUKE@, QUCH®),
QUDOW) that will be used throughout this article, is given in Figure 1, and on the websites
of the California Native Plant Society (https://calscape.org; accessed on 18 September 2023)
and UC Jepson eFlora (https:/ /ucjeps.berkeley.edu/eflora; accessed on 18 September 2023).
Superscript @ (respectively (¢)) in the species acronyms denote if the species is deciduous
(respectively evergreen). QUDO, commonly called blue oak, is a broadleaf deciduous tree
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up to 18 m tall that is generally found in a ring bordering the Central Valley, in the lower
reaches of the Sierra Nevada foothills, the San Francisco Bay Area, and both the Northern
and Southern Coast Range, at between 150 m and 600 m elevation. QUDO is distributed
on dry and well-drained slopes, prefers full sun exposure, and is drought-tolerant. Its dull
blue-green deciduous leaves are oblong (length from 3 to 8 cm), with wavy or slightly
lobed margins, and are pubescent below. QUWI®), commonly called interior live oak, is a
broadleaf evergreen tree, up to 22 m tall, present in foothills and hot/dry canyons, being
most abundant in the lower elevations of the Sierra Nevada but also widespread in the
Pacific Coast Ranges at an elevation from sea level to 1500 m. Its evergreen alternate leaves
are thick, leathery, small (2-5 cm), flat, generally elliptical, but shiny, lighter green below,
and may have either toothed or smooth margins. QUCH(®), called canyon live oak, grows
up to 30 m tall and is the most widely distributed oak in California. QUCH® is a broadleaf
evergreen species and occurs in mountainous regions at an elevation from 30 m to 2800 m,
growing close to creeks and drainage swales, in moist cool microhabitats (Sierra Nevada,
Coast Ranges, etc.). Its leaves are flat, elliptical to oblong extending to an acute leaf tip
(length from 2.5 to 8 cm), green dark and glossy above with spines, dull golden and hairy
below. QUKE@, commonly known as the California black oak, is a broadleaf deciduous
tree growing up to 35 m in height. It is found in pure or mixed stands, growing in a wide
range of mixed evergreen forests, oak woodlands, and coniferous forests distributed from
the foothills and lower mountains of California to elevations between 30 m and 2600 m. Its
wide deciduous leaves are deeply lobed (length from 10 to 20 cm) with acute tips, dark and
shiny green on top and pale and noticeably fuzzy underneath.

The study sites and their associated data collections between 2013 and 2014 are part of
NASA'’s HyspIRI Preparatory Science initiative [44] and were collected by the CSTARS lab
(University of California, Davis, CA, USA). The four sites are located at lower to medium
elevations on the west side of the Sierra Nevada mountains and their foothills, in California,
USA, with latitudes varying between 37° and 39° (250 km separate the most distant sites)
and an elevation gradient between 200 m and 1500 m above sea level (Figure 1): Tonzi
Ranch site (TONZ), San Joaquin Experimental Range site (SJER), Blodgett Forest site (BLOF)
and Soaproot Saddle site (SOAP). They are highly instrumented sites and belong to the
Ameriflux network (https:/ /ameriflux.Ibl.gov/; US-Ton, US-CZ1, US-Blo, US-xSP). TONZ
and SJER are grass—oak—pine woodland savannas composed mainly of two vegetated
active layers (excluding the presence of occasional shrubs): an understory of annual grass
species and an overstory dominated by QUDO™ (40% cover) with sparse gray pines
(Pinus sabiniana; 3 trees /ha) for TONZ and a mix of QUDO@, QUWI(®), and gray pines
for SJER. Both TONZ and SJER experience cattle grazing, TONZ on privately owned
land and SJER on state-owned land managed jointly by the California State University’s
Agricultural Foundation and the US Forest Service. The major difference is that TONZ is
classified as a woody savanna in the IGBP (International Geosphere-Biosphere Programme)
ecosystem surface classification since its mean forest canopy cover is between 30% and
60% (specifically 47%), while SJER is classified as a savanna since its cover is lower (equal
to 30%). Their mean annual temperature and precipitation are 15.8 °C and 559 mm and
16.5 °C and 485 mm, respectively [45]. BLOF is mainly covered by a productive mixed
conifer forest and to a lesser extent by an oak forest. BLOF is managed by UC Berkeley
from the Blodgett Forest Research Station to improve the understanding and management
of commercial forest types. The temperature ranges from 0 °C to 9 °C in winter and from
14 °C to 32 °C in summer, with an average annual precipitation of 1651 mm [46]. SOAP is
part of the US Forest Service’s Major Land Resource Area. SOAP is composed of mixed
mid-elevation conifer forests over a complex terrain of coarse hills, steep slopes, and narrow
drainage basins. The SOAP overstory is dominated by ponderosa pine (Pinus ponderosa) and
incense cedar (Calocedrus decurrens), with co-dominant QUCH®) and QUKE@. The annual
temperature and rainfall average 13.4 °C and 900 mm, respectively [47]. Finally, all sites
experience a Mediterranean-type climate with hot and dry summers, with precipitation
occurring mainly from October to May.
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Figure 1. (Top): distribution map of six endemic California oak species (adapted from [43])
and oak ecosystem types, woodlands (including savannas) and forests (adapted from [4]).
(Middle): descriptive photos of the four study sites with their geographic coordinates.
(Bottom): photos of the leaves (adaxial and abaxial side) of the four studied oaks with their
scientific name, common name, acronym in brackets (following the USDA Plant Database,
https:/ /plants.usda.gov/), and sites where they were sampled.
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2.1.2. Leaf Sampling

The dataset contains a total of 114 leaf samples collected during 5 field campaigns
in 2013 and 2014 over 3 seasons (i.e., spring, summer and fall) (Table 1). The number of
sampled trees per site and per season is given in Table 2. QUDO is the species with the
highest number of samples, with 44 trees, followed by QUKE@ with 31 trees. QUCH(®)
and QUWI® are only present on one site and therefore fewer trees were sampled (circa
20 trees).

Table 1. Dates of field campaigns (format DD/MM).

2013 2014
Site
Summer Fall Spring Summer Fall
BLOF - 30/09 22/04 02/06 04/11
SJER 19/06 07/11 11/04 11/06 21/10
SOAP 16/06 09/11 12/04 14/06 28/10
TONZ 11/06 24/09 17/04 06/06 06/10

Table 2. Sample distribution for each species, season, and site.

- BLOF SJER SOAP TONZ Total
Species Season
Spring 6 - 5 - 11
Summer 4 - 9 - 13
d
QUKE Fall ] - 7 ; 7
Total 10 - 21 - 31
Spring - - 5 - 5
Summer - - 2 - 2
(e)
QucH*® Fall ; ; 12 ; 12
Total - - 19 - 19
Spring - 5 - 5 10
Summer - 9 - 8 17
(d)
QUDO Fall - 8 - 9 17
Total - 22 - 22 44
Spring - 3 - - 3
Summer - 8 - - 8
(e)
QUWT* Fall ; 9 - - 9
Total - 20 - - 20
TOTAL 114

Around 4 to 10 plots were distributed along each study site to cover the full variation
in species composition and canopy density. Species and plots sampled during each season
varied by site. Plots dominated by deciduous species were measured in all three seasons
in order to analyze the temporal evolution of the vegetation while plots dominated by
evergreen species were measured at most during two seasons.

In each plot, a representative tree (not too big, not too small) with accessible leaves
was selected. Two sets of leaves were collected from the upper and sunlit portion of the
canopy from five selected individuals per species (five samples) with a tree trimmer. For
evergreen species, new leaves were not collected with the assumption that previous years’
leaves made up the majority of the canopy regardless of the season. The first set of leaves
was placed in a sterilized and previously weighed plastic bag for water and dry matter
content estimation, while the second set of leaves was placed in foil packets (to avoid the
light from reaching them) for spectral measurements and pigment extraction. Both sets
were stored on blue ice in coolers until they arrived at the lab, where they were placed in a
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lab refrigerator. Leaf measurements were conducted less than 48 h after they were removed
from the plant.

2.1.3. Leaf Spectral Measurements

From the second set of leaves, leaf directional-hemispherical reflectance and transmit-
tance [48] were measured in five randomly selected leaves from each individual (or sample)
using an ASD FieldSpec Pro (1-2 nm sampling interval, with 3-10 nm resolution) attached
to a Licor 1800-12 integrating sphere with a 6 V 10 W 3100 K illumination source [49]. The
spectra were collected in radiance from 350 to 2500 nm. The protocol also involved the
measurements of the reference material illumination I and stray radiation illumination I.
Reflectance Ry and transmittance Ts of samples were derived using the equation provided
by the manufacturer and described below [49]. The manufacturer also provides the intrinsic
reflectance of the sphere reference material R;.

(Is - Id)Rr
Ry = — 477 1
=T M
LR 2
Iy

where I is the measured sphere output when the sample is illuminated and I, is the
measured sphere output when the reference material is illuminated.

The five processed spectra per sample were averaged. Then, a Savitzky—Golay filter
was applied to smooth the SWIR part of the spectrum (1600-2500 nm).

2.1.4. Leaf Trait Measurements

Cab, Cxe, EWT, and LMA are four leaf functional traits expressed as the mass contained
per unit of leaf area. Therefore, the measurement protocol of leaf traits involves measuring
the leaf area and the respective mass of each family of compounds.

To derive leaf area (further noted A), in both leaf sets, all the leaves were scanned
with 150 dpi using a white background to amplify the contrast between the leaves and
the background. The leaves were placed far enough apart to avoid overlapping or contact
between them. A supervised classification was then applied using the support vector
machine implemented in ENVI 5.0 software. Two ROISs (regions of interest) were used to
define the training areas. One ROI represents the white background, and the other ROI
represents the leaf. The results from the leaf class were converted to a vector shapefile,
each vector representing an individual leaf. Finally, the area of each vector (i.e., each leaf)
was estimated using ArcGIS 10.1 software. Additionally, leaf thickness was measured
with a caliper.

To determine the mass of leaf pigments from the second set of leaves, leaf samples
were frozen in liquid nitrogen immediately after the spectral measurements. They were
stored frozen for a short time and then lyophilized. Pigment extraction was conducted with
90% acetone (14 mL) for 48 h. Each vial contained one sample (5 leaves from one individual).
Three replicates were taken from each vial. A PerkinElmer Lambda 25 UV /Vis spectropho-
tometer was used with concentrations of chlorophylls and carotenoids of 23 mg/mL and
8 mg/mL (PerkinElmer, Waltham, MA, USA). A detailed explanation of the lab protocol is
explained in the work of Lichtenthaler et al. [50,51]. Then, the mass of chlorophylls a and b
(Mcntorophyis) and the mass of carotenoids (m¢arotenoids) Were derived from concentrations
measured in the solutions and used with leaf area A to compute the C,, and Cy values
following Equations (3) and (4).

m
Cop = =2 [ug-cm ™) ®)

Mearotenoids
Cie

= —HSEE [ugeem™?] @
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To derive EWT and LMA from the first set of leaves, ziplock bags with leaf water
samples were weighed empty and then they were weighed again with leaves. Leaves
were dried at 60 °C for a minimum of 48 h in an oven. Dry and fresh weights (respec-
tively, mgy,, and m ;) were used with leaf area A to compute LMA and EWT following
Equations (5) and (6).

M fresh —Mdry

EWT = A Pwater [Cm] ®)
LMA = % [g-em™2] (6)

One could notice that the density of water (owater) is a factor in the computation of
EWT. Therefore, EWT is expressed as a length, its values are given in cm, and for this very
reason, EWT is actually an equivalent thickness.

Mean statistics for each leaf trait are given in Table 3 and more detailed distributions
per species are given in Figure 2. Globally, evergreen species tend to have higher values of
leaf traits than deciduous species (Figure 2). Interspecies discrepancy is particularly visible
for LMA, where each species appears to have a specific range of values. Table 4 gives the
correlation between leaf trait values, all species considered. C,;, and Cy. show the highest
correlation (0.92) and are both correlated to LMA (over 0.5). EWT is the least correlated to
other leaf traits (around 0.25 with pigments-related traits and 0.43 with LMA).

Table 3. Basic statistics of CSTARS dataset (ours) compared to ANGERS dataset for the four leaf traits.

ANGERS/CSTARS  C,p (ugrem=2)  Cyc (ug-em—2) EWT (cm) LMA (g-cm—2)
Mean 33.6/33.9 8.7/8.7 0.0112/0.0116 0.0124/0.0052
Standard Dev. 13.2/21.7 2.8/5.1 0.0026/0.0049 0.0043/0.0036
Min. 0.8/0.5 0.0/2.0 0.0044/0.0050 0.0017/0.0045
Max. 106.7/68.4 25.3/17.8 0.0340/0.0202 0.0331/0.0215
70 20
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Figure 2. Boxplot of leaf trait values pooled by tree species. Whiskers indicate minimal and
maximal values.

Table 4. Correlation matrix for the four leaf traits obtained by pooling all species, sites, and seasons.

Cap Cxe EWT LMA
Cab 1.00 0.92 0.24 0.52
Ce 1.00 0.26 0.66
EWT 1.00 0.43
LMA 1.00

Average leaf thickness, regardless of species, is 0.29 mm, although it shows discrepan-
cies between species, similar to LMA. Indeed, average leaf thickness per species follows
the same trend as LMA; the smallest values are those for QUKE@ (0.24 mm) followed
by QUDO@ (0.28 mm), QUWI® (0.32 mm), and QUCH® (0.35 mm). In fact, leaf thick-
ness is slightly correlated to LMA (0.68), but with a higher correlation than EWT (0.56).
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As expected, leaf thickness is even more correlated to leaf surface weight (sum of LMA
and EWT; 0.73), which represents the quantity of matter per unit area of leaf, all types of
compounds included.

Finally, our dataset is further named the CSTARS dataset and comprises both leaf
spectra and leaf traits.

2.2. Supplementary Dataset

ANGERS is a dataset collected at INRA in June 2003 in Angers (France) [26,42].
ANGERS contains 276 samples from 43 plant species. Samples contain joint measure-
ments of leaf biochemistry (including C,p,, Cx., EWT, and LMA) and spectral measure-
ments (directional-hemispherical reflectance and transmittance between 400 and 2450 nm).
ANGERS is freely available on the Opticleaf website (http:/ /opticleaf.ipgp.fr/index.php?
page=database; accessed on 1 September 2023). In ANGERS, 4 oak samples are present:
2 from Quercus palustris (deciduous) and 2 from Quercus ilex L. (evergreen). These data
were used as a reference to calibrate the specific absorption coefficients of chlorophylls and
carotenoids in PROSPECT (versions 5 and D) [26,27]. The main statistics computed for leaf
traits (Table 3) are compared with those of our dataset.

2.3. Estimation Methods

Two strategies were selected for the physical category (Section 2.3.2): iterative op-
timization (Section 2.3.2.1 Iterative Optimization Inversion) and LUT-based inversions
(Section 2.3.2.2 LUT-Based Inversion). Statistical strategies are presented in Section 2.3.3
and hybrid strategies in Section 2.3.4. The organization chart of all tested methods is given
in Figure 3.

{ . N i { '
Physical Hybrid Statistical
methods methods methods
[ PROSPECT-D Leaf traits and N
leaf spectroscopy
l 1 measurements
Simulated4 S‘lmulated' ANGERS CSTARS
Spectroscopic Spectroscopic dataset .
data data

A4 \ 4
Iterative LUT-based [ Machine Learning Regression Algorithms ]

Optimization Fitting
\ y, A J
/0-PROSPECT LUT-GV-MSE HYBRID-Ridge STAT-ANGERS-Ridge STAT-CSTARS-Ridge
LUT-GV-SAM HYBRID-PLSR STAT-ANGERS-PLSR STAT-CSTARS-PLSR
LUT-LH-MSE HYBRID-GPR STAT-ANGERS-GPR STAT-CSTARS-GPR
LUT-LH-SAM HYBRID-RFR STAT-ANGERS-RFR STAT-CSTARS-RFR

Figure 3. Organization chart of methods. For detailed description of the used acronyms, please refer
to the following subsections.

For both statistical and hybrid strategies, the same four MLRAs were used. These
MLRAs are presented in Section 2.3.3: ridge regression (Section 2.3.3.1), partial least squares
regression (Section 2.3.3.2), Gaussian process regression (Section 2.3.3.3), and random forest
regression (Section 2.3.3.4). All estimation strategies were implemented in Python language.
Version D of PROSPECT [27] was used for PROSPECT-based methods (physical and hybrid
methods) implemented in Python language (https://github.com/jgomezdans/prosail
(accessed on 1 September 2023); DOI: 10.5281/zenodo.2574925).


http://opticleaf.ipgp.fr/index.php?page=database
http://opticleaf.ipgp.fr/index.php?page=database
https://github.com/jgomezdans/prosail
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All the methods estimate the traits separately, except IO-PROSPECT. The IO-PROSPECT
method uses all the spectral bands in the [400-2500] nm range (see Section 2.3.2.1 Iterative
Optimization Inversion). For all the other methods, leaf traits are estimated separately, and
prior selection of spectral ranges from LOPs is important since only parts of the spectrum
are sensitive to the targeted leaf traits. The selection of spectral ranges is further explained
in Section 2.3.1.

2.3.1. Selection of Spectral Ranges Adapted for Each Leaf Trait

Sun et al. [52] conducted a sensitivity analysis to determine which spectral ranges are
altered by a given trait. C,, have a dominant effect between 500 and 750 nm. Cy. alters
reflectance and transmittance spectra only between 450 and 550 nm and plays a dominant
role in an even narrower band around 500 nm. EWT dominates leaf spectra variations at
wavelengths above 1400 nm. EWT also alters leaf reflectance and transmittance at shorter
wavelengths between 900 and 1400 nm since liquid water has absorption bands around
950 nm and 1200 nm. LMA alters leaf reflectance and transmittance in the near-infrared
and short-wave infrared regions, although its effects are never dominant at wavelengths in
the optical domain. Thus, in our study we used the following spectral ranges: [450-760] nm
for Cyp,, [450-560] nm for Cy., [900-2400] nm for EWT, and [750-2400] nm for LMA.

2.3.2. Physical Methods
2.3.2.1. Iterative Optimization Inversion

The inversion of PROSPECT based on iterative optimization consists in minimizing
the residual error between measured and PROSPECT predicted spectra. This method is
further named IO-PROSPECT.

This minimization is performed through cost function C and an optimization algorithm
that explores the input parameter space of the PROSPECT model. As an optimization
algorithm, we used the modified Powell’s algorithm [53] implemented in the scipy.optimize
Python module. Cost function C is here defined as the Euclidean distance between spectra
and the computed sum of the squared error for all considered n wavelengths A.

An

o Ag RR’”“‘ R 1) (T~ Tmm,Aﬂ @)

Five parameters are considered as inputs by the optimization algorithm during the
minimization process: the four leaf traits (Cyp,, Cxc, EWT, LMA) and the structural parameter
N. Thus, for IO-PROSPECT, and only for this method in our study, the four leaf traits and
the structural parameter N are estimated simultaneously. Moreover, to keep all parameters
in a realistic range of values during the optimization process, we added constraints to
parametrize Powell’s algorithm. We considered the following minimal and maximal values
in the minimization process: [0-5] for N, [0.0-50.0] ug-cm~2 for Cgp, [0.0-50.0] pg-cm 2
for Cxc, [0.00-0.07] cm for EWT, and [0.00-0.07] g-cm~2 for LMA. Powell’s algorithm
was initialized with known average values of leaf traits: 1.8 for N, 40 ug-cm’2 for C,p,
10 ug-cm_2 for Cy¢, 0.015 cm for EWT, and 0.015 ug~cm_2 for LMA.

In the minimization process, all the wavelengths available between 400 nm and 2400 nm
were considered. Although the cost function can include wavelength-dependent weights [37],
we chose to grant the same weights for all the wavelengths.

2.3.2.2. LUT-Based Inversion

LUT synthetic spectra were generated with PROSPECT-D following two sampling
schemes as already described in previous studies [54].

e  Sampling #1: In this first approach, parameter values are generated through a Latin
hypercube (LH) sampling scheme built with pyDOE Python library. LH sampling
enables generating random samples that are evenly distributed over the parameter
space. LH sampling maintains the properties of a uniformly distributed sampling but
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has the advantage of requiring a much smaller sample number than simple uniform
random sampling to cover all the considered space. For each variable, we define a spe-
cific sampling range: [0.8-3.5] for N, [0.0~100.0] pg-cm~2 for C,y, [0.0-30.0] pg-cm 2
for Cxc, [0.00-0.05] cm for EWT, and [0.00-0.05] g-cm 2 for LMA.

e Sampling #2: In this second approach, the four leaf trait values (C,,, Cxc, EWT,
and LMA) are generated as a Gaussian vector (GV). This approach aims to take
into account actual correlations between the constituents. The traits are sampled
as a Gaussian random vector where the mean vector is derived from the empirical
average in Table 4 and the covariance matrix between four variables is derived from
an empirical covariance matrix of the measured samples (Table 3). This sampling
scheme is designed to reduce the number of unrealistic optical properties that are likely
simulated with LH (sampling #1). This sampling scheme introduces prior information
on the values of the parameters. To keep the sampled values in a realistic range, we
truncated the multivariate Gaussian with the following bounds: [0.0-100.0] pg-cm—2
for Cyp, [0.0-30.0] pg-cm~2 for Cyc, [0.00-0.05] cm for EWT, and [0.00-0.05] g-cm—2
for LMA. Samples were drawn from the truncated law with the acceptance-rejection
method. N parameter values were drawn from a uniform law between 0.8 and 3.5 and
independent from the multivariate Gaussian law of leaf traits.

For both sampling schemes, the number of PROSPECT simulations is 10,000.

The LUT-based approach consists in finding the trait values that minimize the distance
function between the measured spectrum and the computed spectra in the LUT. Two
functions are used as distance measures to retrieve the optimal solution within the LUT: the
mean square error (MSE) and spectral angle mapper (SAM). Both distances are computed
for all the n = 2101 wavelengths A between A1 = 400 nm and A, = 2400 nm. The distances
are computed separately between measured reflectance Ry;eqs and computed reflectance
Rsimy and between measured transmittance Tj.qs and computed transmittance Ty,

The mean square error is defined for two vectors as the normalized squared Euclidean
norm of their difference as in Equation (8) below.

1 W
MSE = — Z [(Rsimu,A - Rmeas,A)Z + (Tsimu,/\ - Tmeas,/\)z} (8)
2n)\33,
The SAM between two vectors is defined from their dot product. As described in
Equation (9), we sum the SAM for reflectance and for transmittance as the distance measure.

SAM — Zﬁ":;\l Rsimu,/\Rmeas,/\ 1 i [ Zj\\n:)\l Tsimu,/\Tmeus,/\ ] (9)

A 2yv-A 2 A 2y-A 2
Z)\n:)\l Rsimu,/\ Z)\n:)\l Rmeas,/\ Z/\n:)\l Tsimu,/\ Z)\n:)\l Tmeas,)\

LUT-based methods are further named LUT-SS-FFF, where SS is the sampling scheme
used (LH or GV) and FFF the distance function (MSE or SAM).

This inversion problem is ill posed, meaning that multiple sets of PROSPECT pa-
rameters can yield similar spectra. To alleviate this ill-posedness and increase estimation
robustness, the mean trait values corresponding to the set of g best-matching spectra were
considered as the final solution.

The optimal number of best-matching cases g* used for the inversion was determined
on a per-variable basis. ¢* is the value of g that minimizes the RMSE between field data
and estimations. Therefore, inversions were performed considering several values for g:

{1,2,3,5,8,10,15, 20,30, 50,75, 100, 150, 200, 300, 500, 750, 1000, 1500,2000}

The optimal values obtained for each sampling method and distance function are
given in Table 5.
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Table 5. Optimal ¢g* values of LUT-based strategies for each sampling scheme and distance function.

Cab Cxe EWT LMA
LUT-GV-MSE 200 750 3 1000
LUT-GV-SAM 500 1500 3 50
LUT-LH-MSE 8 3 2 2000
LUT-LH-SAM 150 2000 2 200

2.3.3. Statistical Methods

Statistical methods differ by training dataset and MLRA used to build the statistical
relationship between LOPs and reference leaf trait values. In this study, we focus on
the comparison of four MLRAs, namely Gaussian process regression (GPR), partial least
square regression (PLSR), random forest regression (RFR), and ridge regression (Ridge). We
consider two training datasets, namely ANGERS and CSTARS. The training and evaluation
strategies are slightly different for the ANGERS or CSTARS datasets and are detailed in
Section 2.3.3.5 Training Strategies. These methods are further named STAT-DDDDDD-Algo
where DDDDDD is the dataset used as training data (ANGERS or CSTARS) and Algo is the
MLRA used (GPR, PLSR, RFR or Ridge). We implement the statistical methods from the
Python scikit-learn library.

2.3.3.1. Ridge Regression

Ridge regression is a regularized ordinary least squares linear regression. Ridge
regression is a parametric model that finds a linear relationship between the input and
the output: y; = wTx;. To address the overfitting issue, cost function is regularized by the
L2 norm of the model weights w, as detailed in Equation (10):

2
C =Y —w"X|; +alfw|3 (10)

where « is the regularization hyperparameter. a controls the amount of shrinkage for the
model weights. Ridge uses an L2 norm, while other regularized algorithms such as LASSO
use an L1 norm. Penalization with an L1 norm would result in a sparse model with few
non-zero coefficients, equivalent to a selection of spectral bands. However, in this study,
we want to keep most of the coefficients as non-zero values to obtain a model that accounts
for all the spectral band information and is more robust to wavelength-independent noise.

2.3.3.2. Partial Least Squares Regression

PLSR is a linear parametric model [55]. The PLSR algorithm is designed and well
suited for problems where there is multicollinearity among the features and is thus widely
used in chemometrics, particularly to quantify relationships between biochemicals and
their spectral properties. The algorithm seeks to maximize the covariance between inputs
and target values projecting the inputs onto I orthogonal components (also called latent
vectors). Like ridge regression, PLSR is a form of regularized linear regression where
the strength of regularization is controlled by the number of components /. If too many
components are kept, PLSR can overfit the training data. Thus, the number of components
I is determined with cross-validation (see Section 2.3.3.5 Training Strategies).

2.3.3.3. Gaussian Process Regression

Gaussian Process Regression (GPR) is a kernel-based machine learning algorithm [56].
GPR is a Bayesian approach and a non-parametric algorithm, meaning that it does not
make any assumptions about the functional form of the underlying relationship between
the input and output variables.

With GPR, the approximation of the target function is built with a Gaussian stationary
process, with prior covariance specified by a kernel object. In the fitting process, the
Gaussian process is then constrained from the training samples optimizing the kernel
hyperparameters by maximizing the log marginal likelihood.
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We used an implementation based on Algorithm 2.1 from [56]. As the kernel, we used
the sum of a radial basis function (RBF) kernel and a white kernel. The first kernel helps to
deal with non-linearity while the latter specifies the noise level in the targets.

The RBF kernel is defined for two samples x; and x; by length scale parameter y
following Equation (11).

KRBp<xi,x]') = exp (11)

The white kernel is defined for two samples x; and x; by noise level parameter ¢
following Equation (12).

Ko (xi, xj) =0 if x; = x; else 0 (12)

v and ¢ are the two parameters that are optimized during the fitting of GPR.

2.3.3.4. Random Forest Regression

Random forest regression (RFR) is an ensemble method derived from a decision tree
algorithm [57]. With RFR, a set of 7145 decision trees are built from a bootstrap sampling
of the training data. The prediction of the ensemble is given as the averaged prediction of
all the individual decision trees. This strategy injects randomness into the fitting process
and leads to more robust predictions than decision trees.

Here, we chose #14¢es = 500, which is considered enough to reach a good prediction
accuracy but is not the optimal number of trees.

2.3.3.5. Training Strategies

The model training and fitting processes were the same for both the STAT-CSTARS
and STAT-ANGERS categories. For all algorithms, a different final calibrated model was
built for each leaf trait, accounting for all the spectral bands included in the spectral
range, which is trait-dependent (see Section 2.3.1). Reflectance and transmittance mea-
surements were scaled by removing the mean and scaling to unit variance. For PLSR and
ridge regression, the optimal values of their respective hyperparameters were determined
with a five-fold cross validation (5-CV) and using an exhaustive grid search (for ridge:
w € {2716,2715; . ;219% for PLSR: I € [1;15]).

Evaluation strategies differed for STAT-CSTARS and STAT-ANGERS. For STAT-ANGERS,
all the data were used for training. Then, for the test, the trained model was applied on
the full CSTARS dataset to estimate leaf trait values and compute the validation metrics
(see Section 2.4). For STAT-CSTARS, data were randomly split into train (75%) and test
(25%) datasets. This process was repeated 10 times in order to build 10 trained models for
each of the 4 studied MLRAs. Each time, we evaluated the trained model on the remaining
25% of the CSTARS dataset to compute the validation metrics (Section 2.4). Finally, for each
validation metric, the 10 values were averaged to compute their expected values.

2.3.4. Hybrid Methods

The tested hybrid methods use MLRAs presented in the previous subsection
(Section 2.3.3: GPR, PLSR, RFR, or ridge). For the hybrid methods, MLRAs were trained
on synthetic datasets generated with the PROSPECT-D model. Here, the synthetic dataset
was built using a GV random sampling scheme (Sampling #2) in order to minimize the
number of unrealistic sets of traits and to cover the subspace of realistic parameter values
with fewer points.

MLRAs were trained using the training protocol detailed in Section 2.3.3.5 for the
ANGERS dataset.

To train the MLRAs, the influence of training dataset size was tested by consider-
ing several sizes of the synthetic training dataset (250, 500, 1000, 1500, 2000, 2500, 5000,
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and 10,000 samples). The trained MLRAs were then tested on another independently
generated GV-sampled PROSPECT-D synthetic dataset comprising 1000 samples. These
preliminary results showed that with more than 1000 samples, there was no additional
significant improvement in RMSE. Therefore, we only used 1000 samples from the syn-
thetic dataset, which constituted a reasonable trade-off between computation time and
performance estimation.

The hybrid methods are further named Hybrid-Algo where Algo is the MLRA used
(GPR, PLSR, RFR, or Ridge).

2.4. Validation Metrics

The performance of the calibrated models on the CSTARS dataset was evaluated using
the coefficient of determination (R?), root mean squared error (RMSE), and bias (BIAS).

If v denotes the vector of n measured values and 9 is the vector of n estimated values,
these scoring metrics can be computed with Equations (13)—(15).

1Z 2
RMSE(9, v) = | — 0; — v; 13
00 = /10— 1)
PN 2
RZ(UA ,0) =1 ?:1(’01' - vl) -1 RMSE (14)
o V)

Y (0 —vy) (15)

3. Results
3.1. Variability in PROSPECT N Structural Parameter

The parameter N has a major influence on LOPs simulated by the PROSPECT model
since an increase in N tends to increase leaf reflectance and lower leaf transmittance. For

example, Figure 4 highlights that a variation of 0.5 in N implies an increase in reflectance of
0.1 in the NIR region.

Influence of parameter N
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Figure 4. Influence of the leaf structural parameter N on PROSPECT simulations for the following
leaf composition: Cp, = 33 ug'cm_2, Cyc =87 ug-cm_z, EWT =0.015 cm, and LMA = 0.015 g'cm_z.

All estimated N values for each sample (i.e., tree) in the CSTARS dataset are within the
range 1.0-2.4 (Figure 5). Globally, QUKEM has the lowest N median value while QUCH®)
has the highest N, with an absolute difference of 0.6. In comparison, QUDO and QUWI®
have comparable median values. The range of N values for QUKE® and QUWI® is 0.8,
whereas it is 0.6 for QUDO@ and QUCH®). These results show the inter- and intraspecies
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variability in N can be larger than 0.5 and would be mirrored by the variability in LOPs.
No site dependency is observed for N for the QUKE®@ and QUDO species (Table 6).

QUCH'® QuwI®©
15 4
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3
(@]
5. o
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=)
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Figure 5. Histograms of estimated PROSPECT leaf structural parameter N values for each species
and per plant functional type (light and dark green: evergreen, orange and red: deciduous).

Table 6. Basic statistics of estimated PROSPECT leaf structural parameter N by species and sites.

Species QUCH® QUWI® QUKE@ QUDO@
Sit SOAP SJER BLOF SOAP All SJER TONZ All
e (n=19) (n = 20) (n =10) (n =21) (n=31) (n=22) (n=22) (n = 44)
Mean 2.13 1.81 1.27 1.48 1.42 1.79 1.68 1.74
Std. 0.14 0.23 0.17 0.15 0.18 0.11 0.11 0.12
Med. 2.12 1.85 1.21 1.58 1.46 1.78 1.69 1.73
Min. 1.85 1.37 1.04 1.19 1.04 1.62 1.46 1.46
Max. 2.36 2.18 1.54 1.77 1.77 2.05 1.93 2.06
For deciduous species, N has a seasonal influence since its value increases from spring
to fall. But it is small for QUDO(d), with median N values from 1.67 in spring to 1.76 in the
fall. In contrast, it is large for QUKE?, with median variations from 1.22 to 1.60 (Figure 6).
For evergreen species, no seasonal trend is clearly noticeable, mainly due to the lack of data
in summer for QUCH® and spring for QUWI®.
QUCH'® QuwI© QUDO@ QUKE'@
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Figure 6. Boxplot representation of PROSPECT leaf structural parameter N distribution for all species.
Whiskers depict minimal and maximal values.
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Estimated values of N are highly correlated with LMA (Pearson correlation coefficient
equals 0.82; see Figure 7). For comparison, the three other leaf traits (C,p, Cxc, and EWT)
show less correlation with estimated N (respectively, 0.39, 0.56, and 0.25). Moreover,
estimated N is less correlated with leaf thickness (0.59) and leaf surface weight (sum of
EWT and LMA,; 0.69) than with LMA.
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Figure 7. Comparison between measured LMA and estimated values of PROSPECT leaf structural
parameter N.

3.2. Leaf Trait Estimations

This section is divided into four subsections, each one describing the results for one
leaf trait. For each leaf trait, all the accuracy metrics of all methods are compared for the
whole CSTARS dataset. Detailed metric values by species and season are given for the two
methods with the best accuracy (with the exception of Cy. due to comparable performance
of two methods). Additionally, scatterplots compare estimates to measured leaf trait values
for the most accurate method within each subcategory (cf. gray blocks in Figure 3). Two
representations are chosen to display these scatterplots, the first by species and the second
by season, in order to highlight potential specific or seasonal trends.

3.2.1. Chlorophyll Content

Higher accuracy was obtained for the STAT-CSTARS category, regardless of the chosen
MLRA, with mean performance giving an RMSE equal to 5.7 pg/cm?, R? around 0.77, and
a bias under 0.3 pg/cm? (Table 7). In this category, STAT-CSTARS-GPR yielded the most
accurate estimates. For STAT methods, using the ANGERS dataset instead of CSTARS
worsened RMSE performance by a factor of two on average.

For PROSPECT-based methods, IO-PROSPECT was the second best among all the
methods considered, with bias still under 5.0 pg/cm?. LUT-based and hybrid inversions
led to mitigating results. The accuracy of LUT-based methods was sensitive to the sampling
strategy used to build the LUT (average RMSE for GV of 8.9 ug/cm?, average RMSE for
LH of 14.5 ug/cm?). For hybrid methods, similar accuracy was obtained using non-linear
methods (GPR, RFR) on the one hand and linear methods (PLSR, ridge) on the other, the
former achieving better performance.

The influence of species and seasons on the results of the two most accurate methods
(STAT-CSTARS and IO-PROSPECT) is analyzed in Table 8. For IO-PROSPECT, evergreen
oaks (QUCH®), QUWI®) deliver the best estimates whatever the season and have a low
absolute bias (less than 2 ug/cm?). On the contrary, performance for deciduous oaks
is inferior by a factor of two in terms of RMSE and has a significant bias. This plant
functional type trend is not observed for STAT-CSTARS-GPR, which presents excellent
biases whatever the species and season, under 2 ug/cm? globally. Spring and fall have a
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better performance than summer for both methods. In general, QUDO and QUCH®
estimates are overestimated whatever the method, except for STAT-CSTARS (Figure 8). For
fall and QUKE, particularly low C,, contents are observed and not correctly estimated
(either over- or underestimated), except for IO-PROSPECT (Figure 8). This may highlight
the limitations of PROSPECT in some cases and those of the training datasets (ANGERS,
CSTARS) when dealing with extreme values.

Table 7. Performance of methods for the estimation of Cy}, (in each subcategory, the most accurate
method is highlighted in bold).

Category Method (fgl\//irsfz) R? (u:;:;lz)
IO-PROSPECT 7.8 0.64 4.9
LUT-GV-MSE 8.0 0.63 4.9
Physical LUT-GV-SAM 8.0 0.63 5.5
LUT-LH-MSE 13.5 —0.05 11.5
LUT-LH-SAM 14.3 —-0.19 12.4
Hybrid-Ridge 11.3 0.26 9.2
Hybrid Hybrid-PLSR 11.8 0.19 9.5
Hybrid-GPR 9.0 0.53 5.8
Hybrid-RFR 8.6 0.57 5.8
STAT-ANGERS-Ridge 12.9 0.04 11.7
STAT-ANGERS-PLSR 10.3 0.39 8.7
STAT-ANGERS-GPR 9.4 0.49 6.3
Statistical STAT-ANGERS-RFR 11.5 0.24 7.0
STAT-CSTARS-Ridge 6.4 0.71 0.3
STAT-CSTARS-PLSR 5.8 0.76 0.2
STAT-CSTARS-GPR 5.0 0.83 b
STAT-CSTARS-RFR 5.7 0.78 0.1
Table 8. Detailed results of STAT-CSTARS-GPR/IO-PROSPECT for C,,.
RMSE R2 Bias
(ug/cm?) (ng/em?)
QUCH® 6.4/4.3 0.71/0.88 1.0/0.6
Specics QUWI® 4.6/45 0.80/0.87 0.9/1.8
QUDOW 4.6/9.9 0.76/—0.20 1.1/8.1
QUKE@) 3.0/9.4 0.73/0.36 0.3/7.1
Spring 3.7/7.0 0.93/0.78 —1.2/34
Season Summer 5.8/9.2 —0.02/-0.15 1.2/6.2
Fall 4.8/7.0 0.81/0.73 2.1/4.7

3.2.2. Carotenoid Content

Same as C,p,, STAT-CSTARS methods perform better than all other methods regardless
of the chosen MLRA, with mean performances of RMSE = 1.4 ug/ cm?, R? around 0.71, and
a bias under 0.1 ng/ cm? (Table 9). STAT-CSTARS-GPR yields the most accurate estimates
for Cyc. Then, both IO-PROSPECT and non-linear hybrid methods provide the second most
accurate results (RMSE around 2.0 ng/ cm?, R? around 0.5, bias around 0.5 ng/ cm?). Like
for C,p, non-linear hybrid methods perform better than linear ones. LUT-based inversions
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perform the worst (RMSE higher than 3.2 nug/ cm?, GV still better than LH). STAT-ANGERS
RMSE performance is inferior by a factor of more than 2 compared to STAT-CSTARS
methods and by a factor of 1.5 compared to hybrid methods. Results are highly dependent
on MLRA: they are better for non-linear methods (RMSE lower than 3.0 pug/ cm?) than
for linear ones (RMSE over 5.0 ug/cm?). Whatever the MLRA, estimates are biased (bias
ranging from 1.5 to 5.1 ug/cm?).
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Figure 8. Validation plots for C,}, for the methods highlighted in Table 7: per species (top) and per

season (bottom).

Table 9. Performance of methods for the estimation of Cy. (in each subcategory, the most accurate

measured Cyp (Lg.cm™2)

method is highlighted in bold).

measured Cgp (Ug.cm™2)

measured Cgp (Lg.cm™2)

Category Method (plfgl\//f:ig) R? (p]gslifiz )
IO-PROSPECT 2.0 0.5 0.4
Physical LUT-GV-MSE 2.1 0.46 0.3
LUT-GV-SAM 2.7 0.08 0.7
LUT-LH-MSE 4.7 —-1.75 4.3
LUT-LH-SAM 3.6 —0.56 24
Hybrid-Ridge 23 0.36 05
Hybrid Hybrid-PLSR 2.3 0.37 0.0
Hybrid-GPR 2.0 0.52 0.1
Hybrid-RFR 2.0 0.52 0.6
STAT-ANGERS-Ridge 5.0 —-2.13 4.6
STAT-ANGERS-PLSR 5.6 —2.83 5.1
Statistical STAT-ANGERS-GPR 3.0 —0.09 2.0
STAT-ANGERS-RFR 2.8 0.06 1.5
STAT-CSTARS-Ridge 1.4 0.70 0.1
STAT-CSTARS-PLSR 14 0.69 0.1
STAT-CSTARS-GPR 1.3 0.75 0.1
STAT-CSTARS-RFR 1.4 0.70 0.1
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Analyzing the three most accurate methods, STAT-CSTARS-GPR, HYBRID-GPR,
and IO-PROSPECT, their species-dependent performance is less obvious in comparison
with C,, (Table 10). On the one hand, when using HYBRID-GPR, there are more non-
linear variations in Cy estimates for evergreen oaks, with underestimations of Cy. above
13 pg/cm? (Figure 9). A similar comment can be made for LUT-GV-MSE. On the other
hand, STAT-CSTARS-GPR seems to have more homogeneous and robust variations what-
ever the species, which is indicated by R? values between 0.5 and 0.7 while those of
HYBRID-GPR are globally lower than 0.2 (Figure 9, Table 10). IO-PROSPECT behaves simi-
larly to STAT-CSTARS-GPR, except that the absolute bias and RMSE are higher. Seasonally,
HYBRID-GPR and IO-PROSPECT have similar performance. Taking into account R? and
bias, the three methods all had the worst results in summer.

Table 10. Detailed results of STAT-CSTARS-GPR/HYBRID-GPR/IO-PROSPECT for Cyc.

RMSE R2 Bias
(ug/cm?) (ng/cm?)
QUCH®) 1.9/2.6/2.3 0.47/0.19/0.37 0.8/-0.8/0.3
. QUWI® 1.3/2.5/2.2 0.69/0.17/0.32 02/-14/-15
Species
QUDOW 1.0/1.4/1.9 0.63/0.23/—0.46 0.4/0.1/0.5
QUKE@ 0.7/1.8/1.8 0.75/0.12/0.16 0.0/1.6/1.5
Spring 1.1/2.2/2.2 0.90/0.60/0.62 0.1/-0.1/0.9
Season Summer 1.5/1.7/2.0 0.21/0.18/—-0.17 0.6/0.3/0.9
Fall 1.2/2.0/1.9 0.72/0.57/0.62 0.5/0.0/—0.4
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Figure 9. Validation plots for Cy. for the methods highlighted in Table 9: per species (top) and per
season (bottom).

3.2.3. Equivalent Water Thickness

Accurate estimates and excellent performance are obtained with STAT-CSTARS (RMSE
< 0.0015 cm), without bias, while STAT-ANGERS is second best, also with a very low bias
(<0.0007 cm in absolute values) except for when RFR is used (RMSE < 0.0018 cm) (Table 11).
Unexpectedly, for both STAT-ANGERS and STAT-CSTARS, GPR, ridge, and PLSR achieved
quite similar results. Thus, it can be inferred that the relationship between spectral data
and EWT is almost linear. IO-PROSPECT, LUT-based, and hybrid methods give RMSE
estimations which are half as accurate as those provided by statistical methods (0.0033—
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0.0070 cm) and with higher biases (0.0018-0.0063 cm). Globally, IO-PROSPECT and LUT-
based methods perform similarly for EWT. Hybrid methods delivered the highest biases.
The two best methods, STAT-CSTARS-GPR and STAT-ANGERS-Ridge, are further
compared in Table 12. For STAT-CSTARS-GPR, RMSE is in the range 0.009-0.0015 cm, with
a bias less than 0.0006 cm in absolute value. The highest RMSE is obtained for QUCH®),
and the highest bias is obtained for QUDO. One can note that the R? of QUWI® is much
lower (0.31). For STAT-ANGERS-Ridge, QUDOW, QUCH®), and QUWI® estimates have
a similar RMSE (~0.0013 cm) with a bias less than 0.006 cm. In comparison, performance
for QUKE® is inferior by almost a factor of two and with a larger bias (—0.0018 cm)
when using the STAT-ANGERS-Ridge model. As such, non-specific species dependency is
observed for the two methods. Then, considering each method by season, their RMSEs are
similar and bias performance is low, with the spring season performing a bit worse.

Table 11. Performance of methods for the estimation of EWT (in each subcategory, the most accurate
method is highlighted in bold).

Category Method R(IC\SE R? (]ilnas
IO-PROSPECT 0.0035 —0.73 0.0018
LUT-GV-MSE 0.0037 —0.90 0.0020
Physical LUT-GV-SAM 0.0034 —0.63 0.0019
LUT-LH-MSE 0.0034 —0.66 0.0017
LUT-LH-SAM 0.0033 —0.50 0.0018
Hybrid-Ridge 0.0070 —-5.93 0.0063
Hybrid Hybrid-PLSR 0.0069 —5.66 0.0061
Hybrid-GPR 0.0052 —2.84 0.0030
Hybrid-RFR 0.0043 ~1.56 0.0029
STAT-ANGERS-Ridge 0.0016 0.66 —0.0001
STAT-ANGERS-PLSR 0.0018 0.52 —0.0007
STAT-ANGERS-GPR 0.0018 0.53 0.0004
Statistical STAT-ANGERS-RFR 0.0048 —-2.29 0.0036
STAT-CSTARS-Ridge 0.0009 0.87 0.0001
STAT-CSTARS-PLSR 0.0010 0.83 0.0000
STAT-CSTARS-GPR 0.0009 0.87 0.0001
STAT-CSTARS-RFR 0.0015 0.62 0.0000
Table 12. Detailed results of STAT-CSTARS-GPR/STAT-ANGERS-Ridge for EWT.
RMSE R2 Bias
(cm) (cm)
QUCH® 0.0015/0.0014 0.76/0.71 —0.0002/0.0004
Specics QUWI® 0.0010/0.0012 0.31/0.35 0.0003/0.0004
QUDOW 0.0009/0.0012 0.58/0.33 0.0006/0.0006
QUKE@ 0.0012/0.0022 0.83/0.52 —0.0003/—0.0018
Spring 0.0013/0.0017 0.67/0.22 0.0002/ —0.0006
Season Summer 0.0010/0.0017 0.88/0.57 0.0002/—0.0001

Fall 0.0010/0.0013 0.86/0.78 0.0003/0.0001
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All methods that rely on PROSPECT (physical and hybrid) seem to have a multiplica-
tive bias whatever the species (Figure 10). The same trend is present for three species
(QUCHS, QUDO@, and QUWI®), leading to an overestimation of EWT as EWT values
increase. For QUKE® only, EWT is underestimated for values over 0.010 cm and under
this threshold, EWT is accurately estimated. Notice that the cases with EWT over 0.010 cm
are almost exclusively samples collected in spring. In contrast, statistical methods have
almost no bias, which is more of an additive nature.
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Figure 10. Validation plots for EWT for the methods highlighted in Table 11: per species (top) and
per season (bottom).

3.2.4. Dry Matter Content

Consistent with EWT estimations, STAT-CSTARS provides the most accurate estimates,
followed by STAT-ANGERS with the use of GPR, PLSR, and ridge (RMSE = 0.0009 g/ cm?,
R? = 0.95, and no bias for the former; mean RMSE = 0.0014 g/ cm?, mean R? = 0.9, and
mean bias 0.0005 g/cm? for the latter; Table 13). For STAT-ANGERS, PLSR and ridge
have a lower RMSE, but PLSR is more reliable since it reduces the bias by a factor of two
compared to ridge. The use of RFR leads to the lowest performances. For STAT-ANGERS,
RMSE is increased by a factor of three and bias is five times greater than in the case of
the other MLRAs. IO-PROSPECT, LUT-based, and hybrid methods yielded more biased
estimations (bias is always higher than 0.0020 g-cm 2, except for hybrid-RFR, for which
it was 0.0014 g/ cm?) and lower accuracy than statistical methods (RMSE is around two
times higher for the most accurate PROSPECT-based methods). For LUT-based methods,
choosing SAM as a cost function instead of MSE improves accuracy (RMSE is reduced by a
factor of two).
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Table 13. Performance of methods for the estimation of LMA (in each subcategory, the most accurate
method is highlighted in bold).

Category Method (l;}\cdrif) R? (;2:2)
I0-PROSPECT 0.0055 —0.64 0.0038
LUT-GV-MSE 0.0038 0.20 0.0017
Physical LUT-GV-SAM 0.0021 0.76 0.0014
LUT-LH-MSE 0.0049 —0.29 0.0037
LUT-LH-SAM 0.0030 0.52 0.0026
Hybrid-Ridge 0.0071 -1.72 0.0071
Hybrid Hybrid-PLSR 0.0069 —1.61 0.0041
Hybrid-GPR 0.0062 -1.12 0.0038
Hybrid-RFR 0.0030 0.5 0.0014
Table 13. Cont.

Category Method (I;}\c/llif) R2 (g]/ii;fz)
STAT-ANGERS-Ridge 0.0013 0.91 —0.0006
STAT-ANGERS-PLSR 0.0013 0.91 —0.0003
STAT-ANGERS-GPR 0.0016 0.86 0.0005

Statistical STAT-ANGERS-RFR 0.0044 —0.04 —0.0024
STAT-CSTARS-Ridge 0.0009 0.95 0.0000
STAT-CSTARS-PLSR 0.0009 0.95 0.0000

STAT-CSTARS-GPR 0.0009 0.95 0.0000
STAT-CSTARS-RFR 0.0013 0.90 0.0000

For deciduous species (QUDO(d) and QUKE(d)), both the STAT-CSTARS-GPR and
STAT-ANGERS-Ridge methods showed similar performance, with better estimates than
global RMSE (RMSE < 0.0009 g-cm~2; Table 14). In contrast, for evergreen species, the per-
formance of STAT-CSTARS-GPR and STAT-ANGERS-Ridge is worse. Moreover, evergreen
species exhibit poorer performance in terms of RMSE and R?. LMA for evergreen species is
underestimated with STAT-ANGERS-Ridge (Figure 11) and estimates show a negative bias
over 0.001 g-cm 2. No specific seasonal trend is noticed for both methods.

Table 14. Detailed results of STAT-CSTARS-GPR/STAT-ANGERS-Ridge for LMA.

RMSE R2 Bias
(g/cm?) (g/cm?)
QUCH® 0.0011/0.0017 0.60/0.20 —0.0001/—0.0012
Species QUWI® 0.0012/0.0023 0.64/—0.04 —0.0003/—0.0020
QUDO@ 0.0008,/0.0007 0.79/0.81 0.0002/—0.0001
QUKE@) 0.0007/0.0007 0.82/0.80 —0.0000/—0.0002
Spring 0.0008,/0.0013 0.98/0.94 0.0001/—0.0005
Season Summer 0.0009/0.0014 0.92/0.83 0.0001/—0.0006

Fall 0.0011/0.0013 0.91/0.89 —0.0001/—0.0007
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Figure 11. Validation plots for LMA for the methods highlighted in Table 13: per species (top) and
per season (bottom).

Globally, for statistical methods, linear MLRAs (ridge and PLSR) produce similar
or better estimations than the two non-linear methods (GPR, RFR), and there are fewer

significant differences between linear and non-linear methods with the use of the CSTARS
dataset (STAT-CSTARS category).

4. Discussion
4.1. Variability in the PROSPECT Structure Parameter N

Considering the estimated N values, our study highlights the high interspecific and
intraspecific variability in N. N has also a seasonal evolution in the four species of the
same genus. Estimated global values of N range between 1 (minimum value for QUKE®)
and 2.4 (maximum value for QUCH(e)), which is in line with previous studies. Indeed,
Jacquemoud et al. [25] mentioned that, for dicotyledon leaves, N is usually in the range
of 1.5-2.5 in experimental datasets and Spafford et al. [37] found a range of 1-2.5 for
PROSPECT simulations in order to encompass a large variety of species. Below, variations
in N are further discussed based on their interspecific variability (Section 4.1.1), intraspecific
variability (Section 4.1.2), and influence on PROSPECT LOP simulations and leaf trait
estimations (Section 4.1.3).

4.1.1. Interspecific Variability in N

In our results, intraspecific variations in N are noticeable. Evergreen oak species
(QUWI® and QUCH®) exhibit higher N values than deciduous oaks regardless of the
season. Particularly, QUKE has a much lower mean N (1.42) compared to other species
(1.74,1.81, and 2.13 for QUDO@, QUWI®), and QUCH®, respectively).

Analyzing the statistical link between N values and measurable parameters provides
more interpretability of N variability. Indeed, the interspecific trend of N follows the
interspecific trend of LMA exactly (2.1.3). This trend is confirmed by the high correlation
between N and LMA (Pearson’s R = 0.82; Figure 7). While Demarez et al. [31] emphasized
that N is correlated to leaf thickness, we found that N is less correlated to this latter
parameter (Pearson’s R = 0.59) than to LMA. Moreover, compared to LMA, N shows less
correlation to leaf surface weight (0.69) while this latter factor is more strongly linked to leaf
thickness. Considering this, interspecific variations in N may be driven by LMA variations.
And particularly, N being more correlated to LMA than to thickness means that N may be
more related to the nature of leaf material than to its quantity.

The specificity of leaf surface, such as the presence of wax or a complex cuticle
structure, is not simulated in the PROSPECT model. Therefore, we question whether the
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structural parameter N can compensate for effects due to cuticles and pubescence when
modeling leaf reflectance. In our dataset, evergreen oaks QUWI® and QUCH® have a
hard cuticle, leading to high specular reflection (as seen in Figure 1), and QUCH® leaves
are pubescent on the abaxial side. QUDO has a quite hard leaf compared to QUKE@, which
is consistent with plant adaptation strategies for hot, low foothill habitats (i.e., woodland
savannas). Considering these properties, N values might be higher for QUCH®), QUWI(®),
and QUDO@ compared to QUKE to compensate for their complex surface properties.

4.1.2. Intraspecific Variability in N

We also observe intraspecific variations in N. N dynamic range is 0.6 for QUCH® and
QUDOY and reaches 0.8 for QUKE®@ and QUWI®). Several factors can drive these
intraspecific variations and are discussed hereafter.

The N parameter is expected to change over the course of the year following the pheno-
logical evolutions of a given species. Our dataset, collected at three different phenophases
during the year, provides insight into this evolution. However, few studies actually provide
information that can be compared with our results about N distribution for a given species
and even less throughout a phenological cycle. Considering deciduous plants, phenological
variations in N show an increase from spring to fall, as observed in forests [31,34] and
crops [58]. For instance, Noda et al. [34] found that N ranges between 1 (from budburst in
mid-May) and 1.4 (before leaf fall at the end of October) for leaves of Quercus Crispula. In our
oak dataset, the same seasonal tendencies were observed for QUDO@ (from 1.67 to 1.76)
and QUKE@ (from 1.22 to 1.60).

For evergreen species, QUCH(®) and QUWI®, we found no particular seasonal trend
for N with our dataset. However, during field sampling, priority was not given to evergreen
species due to their smaller variations in leaf functional traits, and therefore we lack data
throughout the year for QUCH® and QUWI® (respectively, in summer and spring).
Moreover, for evergreen species, new leaves that grew in the years of sampling were not
collected due to the assumption that previous years’ leaves make up the majority of the
canopy. Therefore, during the leafing out period of evergreen oaks in spring, when one
could expect the highest discrepancy compared to previous year’s generation, the new leaf
generation was not sampled. This may explain why QUCH®) and QUWI® show similar
values of N and leaf traits in spring, summer, and fall. However, the two generations of
leaves are less distinguishable in summer, and some new-generation leaves might have
been collected in summer. This could explain why QUWI® N values are more variable
for summer.

Jacquemoud et al. [22] provided a hypothesis to explain the increase in N from spring to
fall, which was at least observed in deciduous species [31,34]. They stated that N estimated
for dry leaves is higher than N estimated for fresh ones, probably due to an increase
in multiple scattering due to the loss of water. However, our results show that N is
strongly correlated to LMA. In addition, N exhibited almost no correlation with EWT and
particularly leaves with lower N values could have high EWT values, around the average
(e.g., QUKE leaves in spring, see Figure 12). Therefore, N variations throughout the
phenological cycle may be driven by the content of dry matter, which only increases during
the leaf’s lifetime and may not be driven by water loss. Furthermore, other intraspecific
variabilities in N that were observed might only be compelled by factors of LMA variation.
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Figure 12. Validation plots for EWT for IO-PROSPECT, STAT-ANGERS-Ridge, and STAT-CSTARS-GPR.
Color indicates the value of PROSPECT structural parameter N estimated through PROSPECT-IO.
Spring leaves of QUKE@ with a value of N below 1.2 are clearly identifiable in the IO-PROSPECT
method plot.

In addition, other sources of variations in the N parameter include leaf position within
the highly heterogeneous vertical profile of the tree canopy and if the leaf developed in the
shade or in the sun [31,34]. This could lead to a 5-10% rise in intraspecific variability [31].
In our dataset, it was sometimes impossible to collect leaves at the very top of the canopy,
so for some of the 20 m and taller trees, leaves were collected from a part of the canopy that
received less sunlight instead. Thus, this is another factor of N variation in our study that
could have artificially increased intra- and interspecific variabilities in N.

4.1.3. Limitations of the PROSPECT Structure Parameter N and Its Impact on Leaf
Trait Estimations

Generally, the N parameter has a substantial influence on the spectral shape of LOPs
(cf. Figure 4). Ceccato et al. [59] conducted a sensitivity study showing that the N parameter
can explain about 40% of the output. Thus, a precise estimation of N may therefore
be required to accurately estimate leaf traits. In addition, assessing the performance of
PROSPECT for leaf trait estimation at the extremes of the observed N values (close to 1 or 3)
has not been explored; therefore, limitations of the PROSPECT model for these values
remain partially unknown.

Spafford et al. [37] assessed the impact of retrieving the N value prior to estimating
leaf traits with a method similar to IO-PROSPECT. They developed a correlation function
between N and reflectance in the NIR band (wavelengths where pigments do not absorb)
and used this correlation to accurately estimate the N parameter in isolation. Leaf traits
were estimated with better accuracy than without the prior retrieval of the N value. How-
ever, their conclusion stated that with the knowledge of both leaf directional-hemispherical
reflectance and transmittance, the use of optimized spectral subdomains yielded better ac-
curacy without using the prior estimation of N. In our study, we did not use any previously
estimated N value. Despite this fact, our results highlighted a large intraspecific variability
in this parameter; therefore, one should not use a single previously estimated N value by
species but rather estimate N each time, as in [37].

Moreover, Pacheco-Labrador et al. [60] found better estimations for the pigments
and EWT of Quercus Ilex leaves with IO-PROSPECT by removing trichomes from the
surfaces of the leaves. Their work indicates qualitatively that leaf surface impacts the leaf
trait estimation accuracy of PROSPECT-based methods. In fact, the PROSPECT model
does not simulate any specificity of leaf surface, while most plant leaves display a waxy
surface or a complex cuticle structure. This shortcoming has been emphasized by several
studies. Furthermore, for Cy}, estimation with PROSPECT, taking into account leaf surface
reflection by adding an additional surface layer into the PROSPECT model or changing
pigment-specific absorption coefficients demonstrated better performance, especially for
leaves covered by heavy wax or hard cuticles [61,62]. But these results have barely been
investigated for other leaf traits (i.e., Cx., EWT, and LMA) and the concurrent impact of
N values has not been studied to our knowledge.
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In our dataset, QUWI® and QUCH® have a hard cuticle, leading to high specular
reflection (as seen in Figure 1). In particular, QUCH(®) leaves are pubescent on the abaxial
side. However, despite the fact that these features (presence of hairs, hard cuticle, asymme-
try between adaxial and abaxial leaf surfaces) are not taken into account in the PROSPECT
model, our estimations for all leaf traits are quite acceptable because they are globally only
slightly poorer than those obtained for deciduous oaks (Figures 8-11) by PROSPECT-based
methods. Even though QUKE possesses waxy leaf surfaces on the upper side (adaxial; as
seen in Figure 1), QUKE@ samples in spring exhibited low N values, between 1 and 1.4. In
this range, a variation in N implies higher changes in simulated spectral variations in NIR
and SWIR (Figure 4) where EWT is spectrally sensitive. These may be the two main reasons
explaining the inaccurate estimations of EWT we obtained for QUKE® spring samples
(see Figure 12 and Section 4.2 for further discussions on EWT estimation).

4.2. Comparison of Leaf Trait Estimation Methods

Estimation methods were tested for four leaf traits and to varying degrees, trends
in the results are specific for each leaf trait. However, it is possible to identify trends
common to all four leaf traits and to draw general conclusions; these are discussed below
in Section 4.2.1. The specificity of results related to leaf pigment contents, EWT, and LMA
are further discussed in Section 4.2.2, Section 4.2.3, and Section 4.2.4 respectively.

4.2.1. Estimation Method Considerations Common to All Four Variables

Globally, STAT-CSTARS methods showed greater accuracies, as expected, since the
training and test data came from the same dataset which potentially included the same
specific errors and bias. However, the four selected MLRAs yielded different estimation
accuracies, with GPR providing the most accurate estimates for all the traits. Its perfor-
mance is further used as a reference as it achieved the greatest retrieval performance in
comparison with the other methods.

PROSPECT-based methods estimated leaf traits with less accuracy than STAT-CSTARS
methods. Compared with STAT-ANGERS methods, the advantage of statistical methods
is less clear, particularly for pigment content estimation. The transferability of statistical
methods is further discussed in Section 4.3.

IO-PROSPECT was globally more accurate than the other PROSPECT-based methods.
In our study, IO-PROSPECT presented limitations only in LMA estimation, which are
discussed further in Section 4.2.4. For C,p,, Cx, and EWT, LUT-based and HYBRID methods
yielded equally or less accurate estimates. Our assumption is that LUT-based and HYBRID
methods are both built on synthetic datasets generated with PROSPECT and are therefore
dependent on the sampling strategy used. This is particularly noticeable when comparing
LUT-GV and LUT-LH used for the same trait. Conversely, IO-PROSPECT and other
iterative inversions of PROSPECT use direct simulations with only the required parameter
values. Moreover, LUT-based methods are difficult to calibrate since they involve three
main parameters (sampling scheme, distance function, and q) whose effects remain unclear.
For example, the optimal g was selected from our dataset, but this could be considered
overfitting, and the results we obtained with LUT-based methods should be considered less
reliable. In addition, LUT-based methods are not clearly more efficient than IO-PROSPECT,
particularly when using a LUT with many samples. Thus, we consider that iterative
inversions of PROSPECT should be chosen over LUT-based methods. HYBRID methods
build estimators from an MLRA and a synthetic dataset. They can overfit on synthetic data
and become less resilient to noise or other spectral measurements errors.

In our study, for both statistical and hybrid methods, we compared estimators built
with four MLRAs: ridge, PLSR, GPR, RFR. However, it may not be possible to draw an
unambiguous conclusion regarding the most appropriate choice of MLRA. For statistical
methods, Yang et al. [63] compared different MLRASs trained on leaf reflectance only (SVR,
PLSR, RFR and K-Nearest Neighbors) for the estimation of EWT and LMA. Overall, their
results show that EWT was more accurately estimated with SVR. For LMA, results were not
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unequivocal and mostly depended on the training dataset. In contrast, for EWT and LMA,
we obtained an accurate estimation with linear MLRAs (ridge and PLSR), highlighting that
the relationship between LOPs and EWT/LMA is approximately linear. These two MLRAs
were followed by GPR. GPR also provided good results for C,, and Cy. (only RFR stayed
one step ahead for Cy.). While choosing an MLRA for statistical methods, GPR may be
the best compromise, since it is more versatile and able to deal with linear and non-linear
problems. For hybrid methods, RFR obtained the best accuracy for C,,, EWT, and LMA
and a very good accuracy for Cyx. compared to other MLRAs. Therefore, RFR may provide
more robust estimators to cope with the transition from synthetic data to measured data.

Each method includes numerous parameters that could be optimized. However, the
idea of our study is to investigate a wide range of methods; therefore, we choose to optimize
only major parameters which were always considered in previous studies. In contrast,
some studies specifically tackled the optimization of other parameters whose effects are not
evaluated in our work. Firstly, defining a trait-specific spectral range is a thorny question
for all estimation methods. Some previous studies tackle this issue and search for opti-
mal ranges of several leaf traits. But these investigations focus on iterative inversions of
PROSPECT, such as those developed by Féret et al. [29] or Spafford et al. [37], who found
optimized spectral subdomains for the four leaf traits (C,p: 0.7-0.72 pm, Cy: 0.52-0.56 um,
and EWT/LMA: 1.7-2.4 um). It is not clear if using these spectral subdomains for statis-
tical or hybrid methods would yield more accurate estimates. In our study, we used the
same spectral ranges for statistical, hybrid, and LUT-based methods (C,,: 0.45-0.76 um,
Cxc: 0.45-0.56 pm, EWT: 0.9-2.4 um, and LMA: 0.75-2.4 um) and they were built on sen-
sitivity analysis results. These ranges differ from the optimal ranges found for iterative
inversions of PROSPECT [29,37]. They also differ from those already used at the canopy
level for oaks (C,p: 0.5-0.75 pm and Cy: 0.5-0.55 pm with a LUT-based method [64];
EWT/LMA: 1.5-2.4 um with hybrid PLSR [24]). Nevertheless, despite potential for future
improvements, good performance was obtained for each leaf trait of these four oak species.

Moreover, transformations of spectral data could be used in statistical and hybrid
methods to extract features or reduce their number for MLRA inputs. Particularly, Yang
et al. [63] compared statistical methods based on reflectance or spectral indices. They found
that estimation accuracy was improved (reduced by 5.7%) when using spectral indices
rather than reflectance. However, all our tested approaches were LOP-based and we did
not apply transformations such as spectral indices or dimensionality reductions.

4.2.2. Estimation of Leaf Pigments

For leaf pigments, IO-PROSPECT was the best method after STAT-CSTARS-GPR with
a higher accuracy for Cy, (RMSE of 7.8 and 5.0 pg-cm~2, respectively) than for Cy (2.0 and
1.3 pug-cm~2). In particular, STAT-CSTARS-GPR estimates had a very low bias for both pig-
ments (both 0.1 pg-cm~2) compared to IO-PROSPECT (4.9/0.4 pg-cm 2 for Cy, /Cxc). Gener-
ally, in the literature, IO-PROSPECT is the most widely wused inversion
method [26,30,31,62]. For Cgp, the results are in the same order of magnitude when compared
to other studies. Demarez et al. [31] found an RMSE of 7.3 ug-cm~2 over phenological varia-
tions of oaks, beeches, and hornbeams. They had a bias that increased with crown leaf position:
from 2 pg-cm~2 for sunlit leaves to 19 pg-cm~2 for shaded leaves for oaks. In comparison, we
obtained a bias of 4.9 ugocm_z. Qiu et al. [62] obtained an RMSE of 8.9 ug~cm_2 for broadleaf
leaf samples by accounting for leaf surface reflection. Wang et al. [30] produced an RMSE
of 13.1 and 10.9 pg-cm 2 for two large datasets including trees, shrubs, and grass from USA
and China and from temperate to tropical climates. Féret et al. [26] reported an RMSE of
9.0 pg-cm~2 among several available datasets and [32] provided an RMSE of 6.3 pg-cm~2 for
a temperate forest with vertical variability within the canopy. For Cy, our results are also in
line with previous studies ([26]: RMSE =3 ug'cm_z; [30]: RMSE =3.5/5.3 ug~cm_2).

Then, evaluating seasonal variations in estimation performance for C,, Gara et al. [32],
using a LUT-based method, noticed that the lowest accuracy corresponds to the summer period
when they pooled all leaf samples collected from the upper canopy (spring/summer/fall: RMSE
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=71/73/5.8 ug~cm’2). The same tendency occurred in our dataset (spring/summer/fall:
RMSE =7.0/9.2/7.0 pg-cm~2) and was also reported by Zhang et al. [65]. This can possibly
be explained by a reorganization of the chloroplast (which contains the pigments) in the leaf
cytoplasm from being clumped during peak vegetative growth to being more uniformly
distributed when leaves start being senescent [32]. However, we also found that a statistical
method such as PLSR [66] produced better estimations for summer than other seasons. For
Cyxc, we did not find a particular seasonal trend compared to C,, (spring/summer/fall:
RMSE =2.2/2.0/1.9 pg-cm~2). To our knowledge, no study exists in the literature with
which to compare our findings for Cy.. Differentiating by species and plant functional
types, we observed better results for evergreen species for C,, (RMSE twice lower, R? very
significantly higher, low biases) but the opposite was found for Cy. to a lesser extent (higher
RMSE and R?, similar biases).

At the canopy level, using the same dataset as ours combined with AVIRIS airborne
hyperspectral images, Miraglio et al. [24,64] found that leaf pigments were correctly esti-
mated with a LUT-based method for QUDO®) at the TONZ site (C,p,: RMSE = 5.2 ug-cm™2;
Cyc: RMSE =1.34 ug-cm_z) and with a statistical method for QUDO@ and QUWI®) at
both the TONZ and SJER sites (C,p: RMSE = 7.91 pg-cm~2; Cyc: RMSE =~ 1.73 pg-cm™—2).
This demonstrates that our results have potential for upscaling from the leaf to canopy
level for oak woodland savannas. But in contrast to the leaf level, canopy estimations for
C,p during summer periods did not produce particularly worse results than those made
for fall samples [64].

4.2.3. Estimation of Leaf Water Content

For EWT, statistical methods yielded more accurate estimates than PROSPECT-based
methods. RMSE was reduced by 50% with STAT-ANGERS-Ridge compared to IO-PROSPECT
or LUT-LH-SAM. On the other hand, Féret et al. [29] reached the opposite conclusion and
showed that PROSPECT inversions could outperform statistics-based methods (using SVM
as the MLRA) using an optimized spectral subdomain (1700 to 2400 nm).

PROSPECT inversions for EWT estimation lead to an RMSE of 0.0035 cm, which is
similar to that obtained by Asner et al. [35] for heterogeneous humid tropical forests using
an 800-2400 nm spectral range. However, regardless of the PROSPECT-based method, our
estimates exhibit two major deficient trends: a multiplicative bias and underestimation for
some QUKE® samples.

Firstly, EWT is estimated with multiplicative bias, which is particularly noticeable
for QUDOW, QUWI®, and QUCH® samples, which have higher EWT. While such mul-
tiplicative bias was not systematically reported by previous studies, one can find some
hints of such bias in the work of Gara et al. [32]. Indeed, using a LUT-based method,
Gara et al. [32] found that higher values of EWT were overestimated, which reveals a
similar multiplicative bias. However, EWT values in Gara et al. [32] only reach 0.012 cm;
therefore, the bias is less noticeable than in our experiment, where some EWT values are
over 0.015 cm. Similarly, a multiplicative bias was found by Pacheco-Labracor et al. [60] for
IO-PROSPECT, which in their study tended to underestimate EWT. This bias was atten-
uated by removing leaf trichomes from Quercus Ilex prior to spectral measurement. Con-
versely, Wang et al. [30] did not find the same tendency in large datasets using PROSPECT
iterative inversion and they obtained unbiased estimates of EWT with high accuracy
(R? =0.74/0.77, RMSE = 0.0022/0.0036). Different sources of errors could explain the bias
observed in our results when using PROSPECT. On the one hand, the Quercus species
present in our sites are not considered in the calibration databases used to set some param-
eters of PROSPECT-D (surface scattering, unique value of refractive index, etc.). On the
other hand, some bias could exist in the leaf optical measurements [29].

Secondly, EWT is underestimated for some samples. These latter samples originate
from QUKE oaks, almost exclusively from spring 2014 collections. Inaccurate estimations
for QUKE® in spring can have multiple sources of origin. (i) Most of the samples that
exhibit an underestimation of EWT were collected at the BLOF site in the 2014 spring
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campaign. Measurements from this campaign could have been biased. (ii) QUKE@
leaves are larger compared to those of the other species, which may have led to a poor
representativeness of LOPs when considering the whole leaf area. Lastly, (iii) these samples
also exhibited low N values (Figure 12). This range of values for N has not been fully
studied, and in this range, N has more impact in NIR and SWIR (Figure 4) where EWT is
spectrally sensitive.

However, both issues (multiplicative bias and underestimation for QUKE® spring
samples with low N) are not observed in estimates from statistics-based methods, including
STAT-ANGERS methods (see Figure 12). This may also indicate that these estimation issues
come from inaccurate modeling of PROSPECT for oak EWT and suggest that PROSPECT is
not fully suited for our dataset.

4.2.4. Estimation of Leaf Dry Matter Content

Estimating LMA using PROSPECT, Asner et al. [35] found similar orders of magnitude
as in our results (0.0033 g-cm~2), although the forest types in their study are very different.
Nevertheless, our statistical methods, including STAT-ANGERS methods, outperform
PROSPECT-based methods. Similar to EWT, this leads to opposite conclusions than those
made by Féret et al. [29]. However, results obtained with IO-PROSPECT are surprising
since this method yielded equally or more accurate estimates than other PROSPECT-based
methods for the other three leaf traits. In the case of LMA, LUT-based methods provided
more accurate estimates. Particularly, using SAM as the distance function for LUT-based
methods led to better result; with MSE, this difference was not as noticeable for other
leaf traits. Considering hybrid methods, using RFR as the MLRA yielded more accurate
estimates. Indeed, the difference between RFR and other MLRAs was more pronounced
for LMA than for other leaf traits.

Generally, our estimation results showed global overestimations of LMA using PROSPECT-
based methods (bias over 0.0014 g-cm~2) while statistical methods showed lower bias.
Gara et al. [32] found underestimations regardless of the season. They found no partic-
ular seasonal trend in their dataset (spring/summer/fall: R? = 0.67/0.82/0.78, RMSE =
0.0014/0.0013/0.0014 g-cm~2; global: R? = 0.76, RMSE = 0.0014 g-cm~2). More particu-
larly for evergreen oaks, Gonzales-Cascon et al. [38] estimated the LMA of Quercus Ilex
leaves with high performance (R? = 0.90) by using a PLSR statistical method. For compar-
ison, for QUCH and QUWI, we obtained a mean R? of 0.62 and RMSE of 0.0012 g~cm’2
with STAT-CSTARS-GPR.

4.3. Transferability of Statistical Methods Trained on an Independent Dataset

Considering the transferability of statistical methods, similar trends are observed for
all leaf traits when comparing STAT-ANGERS to STAT-CSTARS. The lowest RMSE obtained
with STAT-ANGERS methods is around twice the value obtained by STAT-CSTARS-GPR
for Cap, Cxe, and EWT. For LMA, the difference is less important: the RMSE obtained
with STAT-ANGERS-Ridge is around 1.3 times the size of the RMSE obtained with STAT-
CSTARS-Ridge. The same trend is observed in the work of Wang et al. [30]. They evaluated
the transferability of a PLSR statistical method to retrieve foliar traits across two datasets
collected in a tropical and subtropical forest in China and a temperate and subtropical forest
in the United States. Wang et al. demonstrated that their PLSR-based method yielded a
lower accuracy when applied to an independent dataset, unused in training data. Similarly
to our results, they found that a lower relative RMSE difference was reached for LMA
(around 35%).

Féret et al. [29] and Yang et al. [30] evaluated the transferability of statistics-based
methods for EWT and LMA. They performed a cross-dataset validation using two inde-
pendent training and test datasets. They showed that the results are highly dependent
on both the training and test datasets. Moreover, Féret et al. (2019) demonstrated that
combining several datasets for training in order to increase the size of the training set
improves the results. Consequently, the order of magnitude we found when comparing the
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RMSE obtained with STAT-CSTARS and STAT-ANGERS depends on our datasets, and it is
very likely that different RMSE variations would be observed using other datasets.

Both Féret et al. [29] and Wang et al. [30] also compared statistical methods to
PROSPECT-based methods similar to our IO-PROSPECT. Wang et al. [30] estimated the
same four leaf traits as in our study, while Féret et al. focused on EWT and LMA. In the
work of Wang et al., the transferred PLSR-based method achieved better accuracy than
their equivalent to our IO-PROSPECT method for LMA and Cy.. Féret et al. obtained
better accuracy for LMA with statistical methods for half of the cases they studied, but
these results were highly dependent on the datasets used for training and testing. These
results are in line with the accuracy we obtained for LMA. However, both studies reached
better accuracy with improved versions of IO-PROSPECT and demonstrated that our 10-
PROSPECT method is not perfectly suited for the estimation of EWT and LMA. Therefore,
the opposite conclusions could be drawn if we modified the IO-PROSPECT method.

5. Conclusions

This work aimed to compare several statistical, physical, and hybrid estimation meth-
ods for four foliar traits of leaves of California oak species collected from four sites in three
different seasons.

We showed that the structural parameter N in PROSPECT depends little on the
season for evergreen species, which was not the case for deciduous species. Our estimation
methods had no prior knowledge of the N parameter, although trait estimates were obtained
with good accuracy.

In conclusion, the most accurate estimation methods for all leaf traits are statistical
methods built on a dataset that include the same species composition and are measured
with the same protocol. Among the four MLRAs tested, GPR enabled the development of
the most accurate estimator (i.e., STAT-CSTARS-GPR). However, we noticed that statistical
linear methods deliver better results for EWT and LMA. On the contrary, non-linear ones
are better for leaf pigments. However, deriving such data is very demanding in terms of
time and resources (for instance, to account for seasonality and geographic sampling) and
requires high laboratory measurement costs (e.g., for pigments).

Other than that, physical inversion methods yield more accurate estimates for leaf
pigment contents. Indeed, this class of methods delivers a similar performance. We recom-
mend using IO-PROSPECT for pigments and EWT because it estimates these traits with
good accuracy and performs a joint estimation of the leaf traits. For LMA, HYBRID-RFR is
the most powerful method.

We used our dataset to evaluate the transferability of statistical methods trained
on an independent dataset (ANGERS). For EWT and LMA, we demonstrated that this
type of statistical methods leads to better estimation accuracy than PROSPECT-based
methods. Particularly, statistical methods using linear models (STAT-ANGERS-PLSR or
-Ridge) provided more accurate estimates. The performance of STAT-ANGERS methods
was inferior compared to physical methods for pigments. In particular, results for Cy. were
inferior by 50%, but for Cy,, this occurred to a lesser extent. Therefore, we emphasize that
statistical methods are promising estimation methods and a better understanding of their
functioning could improve their transferability.

Considering the impact of seasons on each trait and its associated most accurate estima-
tion method, estimation errors in terms of RMSE were similar. Estimation performance did
not depend particularly on species but on plant functional type (evergreen or deciduous).

Finally, trait estimates were obtained from spectra averaged over several leaves and
compared to the mean biochemical composition of this set of leaves. This constitutes
an intermediary scale between the single-leaf and the canopy scales. Thus, this work
provides insights into the upscaling of leaf trait estimation at the canopy level using
imaging spectroscopy.
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