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Abstract: Chlorophyll fluorescence (ChlF) is a useful indicator of plant photosynthesis and stress
conditions. ChlF spectra can be simulated with the Fluspect model, which is a radiative transfer
model that simulates leaf reflectance, transmittance, and fluorescence; however, it has never been
used or validated under natural conditions. In this paper, a new fluorescence quantum yield
efficiency of photosystem (FQE) retrieval method based on the Fluspect model is proposed for use in
simulating ChlF in two healthy varieties of soybeans grown under natural conditions. The parameters,
Chlorophyll a + b content (Cab), carotenoid (Cca), dry matter content (Cdm), indicator of leaf water
content (Cw) and leaf mesophyll structure (N) and the simulated fluorescence from the experiment
were compared with the measured values to validate the model under natural conditions. The results
show a good correlation (coefficient of determination R2 = 0.7–0.9) with the measured data at
wavelengths of 650–880 nm. However, there is a large relative error (RE) that extends up to 150% at
the peak of the fluorescence curve. To improve the accuracy of the simulation, an inversion code
containing the emission efficiency parameters for photosystems I and II was added, which retrieves
FQE I and II from the measured fluorescence spectra. The evaluation results for all wavelengths and
two peaks demonstrated a significant reduction in the error at the peak of the curve by the Fluspect
model with the FQE inversion code. This new method reduced the overestimation of fluorescence
from 150% to 20% for the RE, and the R2 value was higher than 0.9 at the spectra peaks. Additionally,
the original plant parameter information remained mostly unchanged upon the addition of the
inversion code.

Keywords: sun-induced fluorescence; fluorescence quantum yield efficiency; SCOPE; Fluspect;
fluorescence simulation; transmittance; reflectance

1. Introduction

Photosynthesis is the most important photochemical process for organisms on Earth, with the
sun as its energy source. The spectral range of sunlight required for photosynthesis (400–700 nm)
is called photosynthetically active radiation (PAR); however, the absorbed energy from PAR is not
fully utilized by the photochemical process, as part of it is lost as heat radiation (primarily) and
fluorescence [1]. Fluorescence is a useful indicator of vegetation status. It is sensitive to physiological
parameters (i.e., temperature, light, moisture, salinity, etc.). Gross primary production (GPP) through
photosynthesis by terrestrial ecosystems constitutes the largest global land carbon flux. Furthermore,
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the terrestrial vegetation’s carbon budget and GPP require information on physiological parameters [2].
These parameters can be estimated by the use of fluorescence emissions [3–5], and several studies have
successfully simulated fluorescence to evaluate the in vivo status of plant growth [6–10].

Chlorophyll fluorescence (ChlF), as a probe of photosynthesis, can reflect the primary reaction
process of photosynthesis, such as light energy absorption, excitation energy transfer, and photochemical
reactions. Normally, it is much weaker than the reflected solar radiation (approximately 2–5% in
the near-infrared range). Both fluorescence and reflectance are properties in the red/far-red region
(650–800 nm) of the vegetative reflectance spectrum [11]. Vegetation fluorescence is emitted by
foliage through the photosystems. In the visible region of the spectrum, fluorescence peaks occur
at 685 nm and 740 nm. The authors of [11,12] first discovered the concepts of photosystems I and
II (hereinafter, PS I and PS II) in 1960; however, the significance of this discovery is still gradually
deepening [13–16]. Photosystems I and II are the functional and structural units of the protein complex
in photosynthesis that produces fluorescence. The absorption of light and the transfer of energy
and electrons are light-dependent reactions. PS II is responsible for the emission of fluorescence at
around 680 nm, while the fluorescence of PS I peaks at around 700 nm. The contributions of the two
photosystems are shown as peaks in the fluorescence spectra [14]. Several researchers have explored
the quantum efficiencies of PS I and PS II [17–21]. The emission efficiencies of these photosystems
(fluorescence quantum yield efficiency of photosystem, FQE) influence the simulated fluorescence.
The peaks in the fluorescence simulation curve are changed by changing the values of FQE I and II.
Magney et al. [22] concluded that spectral changes due to photochemical downregulation are subtle
and overshadowed by changes in structure and chlorophyll. Moreover, the conditions under which the
data were measured (closed chamber with no free gas exchange) may not be ideal to measure in vivo
photosystem activity. According to the leaf and canopy analysis of Magney et al. [22], caution should be
taken when attributing the large changes in the shape of the remote sensing solar-induced fluorescence
(SIF) spectrum to plant stress, especially when the data collection time is short. Challenges remain
regarding how to retrieve the efficiencies of PSI and PSII and whether they make sense physiologically.

ChlF is closely related to photosynthesis and can be used to directly probe photosynthetic
mechanical function [23–27]. Several models, such as FluorMODleaf [28], Fluspect [29,30], the newly
adopted Monte Carlo ray-tracing model [31], and FluLCVRT [32], can simulate the radiative transfer
of ChlF in plant leaves. There are two major techniques to measure canopy level ChlF: a laser-induced
fluorescence transient (LIFT) method and a SIF method. The LIFT method uses a laser beam to excite
chemical species (molecules or atoms) in the plant. Upon absorbing the laser beam photons, the species
will be in a short-lived excited electronic state. To return to a stable state, the molecule releases this extra
energy through several pathways—fluorescence, heat, or photochemistry [33,34]. With this technology,
fluorescence directly reflects information about the molecular structure. The fluorescence of a leaf is
affected by vegetation fluorescence spectral properties, i.e., pigment composition, pigment content,
and plant biomass [35–37]. LIFT is a good indicator of plant photosynthesis; however, it cannot be
used at large scales, and vegetation monitoring by LIFT from satellite platforms is not yet possible [38].

In SIF, passive detection of fluorescence is used to estimate vegetation properties [39,40]. The signals
containing these properties, which are produced by the plants themselves, are measured by a
detector attached to unmanned aerial vehicles, airborne vehicles or satellites, and acquired as
remote sensing data [41]. Retrieval techniques are used to extract the reflectance and fluorescence
values from remote sensing data; however, the spatial resolution of the data is too coarse for the
soil–vegetation–atmosphere–transfer (SVAT) model. The input data must have higher resolution,
which requires field-scale data [42]. There is only an indirect relationship between the radiative transfer
parameters and the model parameters in the SVAT model because they were developed to serve different
purposes. For example, parameters used in the PROSPECT and algorithmic bidirectional surface
scattering types of leaf radiative transfer model [43] are incompatible with each other because their leaf
composition handling approach and solutions are fundamentally different, with distinct end-purposes.
Therefore, the relationship between the radiative transfer parameters and SVAT parameters is often
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indirect; for example, an optical leaf is an index that was retrieved from a radiative transfer model into
a one-sided leaf area index that is used in a photosynthesis model [29].

Fluspect-B (hereinafter, Fluspect) is a radiative transfer model for the PS I and PS II emissions
that simulates leaf reflectance, transmittance, and ChlF for a given emission efficiency and a given
spectral shape of ChlF [30]. It is a component of the Soil Canopy Observation, Photochemistry and
Energy (SCOPE) model that simulates radiative transfer in the leaf and canopy as well as variations in
the quantum efficiency [29]. Separate evaluations of Fluspect by various researchers [30,44–46] have
mostly been performed under artificial light. Additionally, bidirectional reflectance, transmittance,
and ChlF have not been compared with experimental data for validation.

The objective of this research is to thoroughly test and verify whether the Fluspect model can
simulate the fluorescence in natural conditions and propose a new FQE retrieval method coupled
with the Fluspect model to improve the simulation accuracy. The efficiency of the measured data
for simulating fluorescence has been verified [30,46]. Thus, the research questions herein focus on:
(1) whether the simulated and measured fluorescence have a good correlation under natural conditions;
(2) whether the peak values around 687 nm and 740 nm in the simulated fluorescence curves match the
measured data; and (3) whether the Fluspect model derives more accurate simulations of fluorescence
when coupled with the new FQE retrieval method with the FQE inversion code, especially reducing
RE at the peak values around 687 nm and 740 nm, and whether they make sense physiologically.

2. Methodology

2.1. Study Area

The experiment was carried out in a greenhouse at Campus Klein Altendorf, Aachen,
Germany (Figure 1) in the summer of 2015. Maize (Zea mays L.) and soybeans (Glycine max (L.)
Merr.) were grown inside and outside the greenhouse. In this study, healthy and fully developed
leaves of two soybean varieties were measured: (1) wild-type (WT, green and non-chlorophyll-deficient
variant) with a high-chlorophyll canopy, and (2) MinnyGold (MG, yellow and chlorophyll-deficient
variant) with a low-chlorophyll canopy.
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2.2. Data Acquisition

To provide data and verify the fluorescence simulated by the Fluspect model, the bidirectional
reflectance (R), transmittance (T), and chlorophyll fluorescence (F) of the leaves were measured using a
spectral radiometer (Field Spec 4, ASD Inc., Boulder, CO, USA) connected to a FluoWat leaf clip [47]
via optical fiber. FluoWat is utilized with a hyperspectral spectroradiometer to measure the R-T-F in
the upward and downward positions [48]. To measure the ChlF, the clip has a 45◦ optical inlet, a light
source, and a short-range filter (TechSpec OD4, Edmund Optics GmbH, Mainz, Germany) to block
any irradiance above 650 nm. The filter in the instrument cuts off incident light between 650 nm and
880 nm. There are two vertical optical fiber openings at the top and bottom of the clip [46].

FluoWat is a leaf clip attached to a device for measuring upward and downward leaf emissions under
both natural and artificial light conditions. After the leaves had adapted to the light, the measurements
were carried out at various times throughout the day. FluoWat has one spectroradiometer, which was
used in two positions—one above and one below the leaf. In both positions, the fiber optics pointed to
the leaf surface vertically. An open aperture was designed to allow solar beams to enter at a relative
position of 45◦. Therefore, R and T were obtained with upward and downward fiber optics. Then,
a short-pass filter restricted the light entering the open aperture and cut off the light wavelength above
650 nm. The upward and downward fluorescence values were measured by two probes. Thus, the R,
T, and F values can be measured, and then the T of the filter, the true R and T from the apparent R and
T, and the fluorescence spectra were calculated.

The top, middle, and bottom of the plant were measured. Measurements at the bottom of the
canopy were difficult to obtain due to the lack of solar light. The leaf was plucked out in the sunshine
to perform the measurement; however, under natural light conditions, the leaves on the bottom always
grow in dark conditions. When the leaves on the bottom are exposed to sunlight, they receive excess
light; thus, the measurements for these leaves were not accurate. In this study, we chose leaves on the
top and bottom of the plants that are normally exposed to sunlight. A total of 102 soybean leaf spectra
covering a large range of chlorophyll concentrations were collected, with 54 and 48 samples of WT and
MG, respectively. Eight measurements were carried out for each leaf. Each measurement calibrated a
type of radiance, and the measurement sequence was as follows:

(1) The unfiltered radiance (Figure 2A1) is the radiance reflected by a standard white reference board;
the reference board can reflect the total light without absorbing energy. The unfiltered radiance is
the total incident light.

(2) The filtered (cut off at ~650 nm) radiance (Figure 2A2) is the light that is cut off from the incident
light between 650 nm and 800 nm.

(3) Leaf up (Figure 2B1) is the radiance from the sun on the ventral side of the leaf (adaxial side up).
The fiber optics focus on the top first and contain the reflectance and emissions of the leaf.

(4) Leaf up with filter (Figure 2B2) is the radiance from the leaf in the upward direction, with filtered
upwelling radiance. From 650 nm to 800 nm, this radiance only includes the emissions from the
leaf; in other words, the incident light in the filter wavelength is cut off.

(5) Leaf down (Figure 2C1) is the radiance in the downward direction. It contains the transmittance
of light and the emissions from the leaf.

(6) Leaf down with filter (Figure 2C2) is the radiance in the downward direction with filtered
downwelling radiance (dorsal side of the leaf), and the fiber optics are focused at the bottom.
The transmittance from the incident light is cut off by the filter from 650 nm to 800 nm.

(7) The unfiltered radiance is the same as in Figure 2A1. It is used to ensure that the characteristics of
sunlight do not change during the measurement.

(8) The filtered radiance has the same meaning as that in Figure 2A2.
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Figure 2. Representation of the measurement sequence by FluoWat: (A1) unfiltered radiance;
(A2) filtered radiance; (B1) leaf up; (B2) leaf up with filter; (C1) leaf down and (C2) leaf down
with filter.

Each of these measurements represents the average of a batch of five samples to maintain accuracy.
The solar radiance changes within seconds, and the results will differ if cloud cover blocks the solar
radiation while the measurement is being taken. The recording of a whole set of 40 data files for one
leaf could last up to a few minutes, during which the weather could change. Thus, to assure the data
quality, the radiance must remain constant throughout the experiment. After verifying the input files,
the accuracy of the data can be verified, and the simulation can be performed. The experimental design,
data collection, and pre-processing are described in detail by Vilfan et al. [30], van der Tol et al. [46],
and at the Data Archiving and Networked Services website (https://doi.org/10.17026/dans-xym-hhbq).

2.3. Fluspect-B Model

The latest version of Fluspect, called Fluspect-B, was implemented in MATLAB and published
under a GNU (GNU’s Not Unix) General Public License (https://github.com/christiaanvandertol).
This model is a part of the SCOPE model, which is a vertically integrated radiative transfer and
energy balance model that uses radiative transfer, micrometeorology, and plant physiology as its main
principles. It consists of three different models that can be used independently or together. Part of
the SCOPE model, the Fluspect model, is based on the PROSPECT model and contains an additional
module to calculate the fluorescence matrix for both sides of a leaf. This Fluspect model has been
widely used for fluorescence data simulation [29,46].

A radiative transfer model (RTM) was used to describe the path of radiation in the media utilized
(air, water, urban area, and vegetation). The RTM is based on the fundamental equation of radiative
transfer, and it can simulate leaf R and T values using leaf property data. The model can also simulate
fluorescence from vegetation properties [30].

2.3.1. Pre-Processing

After obtaining the eight different measurements in one sequence, R, T, and F were calculated.
Pre-processing works with the initial data and derives the required data. In this process, we calculate
τ, Ra, Ta, Fu, and Fd:

τ =
I f

I
, (1)

τ is the transmittance of a filter, which is defined as the fraction of the incident flux passing through
that filter. It also represents the shading ability of the filter. A standard reflectance panel is used to

https://doi.org/10.17026/dans-xym-hhbq
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estimate the incident (unfiltered, I) and filtered (If) incident radiation and the exact transmittance of
the filter:

Ra =
Eu

I
, (2)

Ra is the apparent reflectance, which is the ratio between the irradiating light and the face of the light
that reflects upward; Eu is the upward light wave. The reflectance can be calculated by first calculating
the apparent transmittance (Ta):

Ta =
Ed
I

, (3)

Ta is the flux of the light passing through the leaves to the bottom, and Ed is the downward light wave:

Fu =
Eu f − Euτ

1− τ
, (4)

Fd =
Ed f − Edτ

1− τ
, (5)

where Fu and Fd are the backward and forward fluorescence on the illuminated side of the leaf
[Wm−2µm−1sr−1]; Euf and Edf are the light waves emitted upward and downward under the filter
conditions, respectively, in the 600–800 nm band. They only contain light irradiating from the leaves
and are calculated from the radiance of the leaf using Equations (4) and (5)

When the incident light is completely filtered and τ is 0, Euf is the measured ChlF; however,
the current filters cannot completely filter the incident light at 650–800 nm. Therefore, Euf includes the
ChlF emitted by leaves and the reflected light of the unfiltered spectrum. The Formulas (4) and (5) are
used to eliminate the light that is not removed by the filter.

If we simply consider that all the light at 640–800 nm was removed by the filter, the measured ChlF
Fu would be too large. Based on the apparent reflectance Ra (including the fluorescence contribution)
and transmittance Ta, the true R and T were calculated as follows:

R = Ra f or wl〈650 nm or wl〉850 nm, (6)

R = Ra − Fu f or 650 nm < wl < 850 nm, (7)

T = Ta f or wl〈650 nm or wl〉850 nm, (8)

T = Ta − Fd f or 650 nm < wl < 850 nm, (9)

where wl is the wavelength. After pre-processing, the measured fluorescence can be obtained. With the
reflectance and transmittance data, the model can simulate the fluorescence, which will be compared
with the measured fluorescence. More details can be found in Zou [49] and Vilfan et al. [30].

2.3.2. Model Generation

With the RTM inversion and Fluspect models, the fluorescence on the illuminated and shaded
sides of the leaf samples can be simulated. The RTM inversion model is used for parameter retrieval
and can retrieve six different parameters. FQE II and I were used to describe the fluorescence quantum
efficiencies of PS II and PS-I in the model; these two parameters do not affect the reflectance and
transmittance. FQE II and I were maintained at their default values (0.02 and 0.001) in the simulation,
which were not automatically adjusted before improving the model but instead reflected previous
experience. Table 1 lists the vegetation parameters obtained after running the inversion model to
simulate the fluorescence. The sequence of steps in the process of fluorescence simulation is shown in
Figure 3.
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Table 1. Vegetation parameters retrieved by the model.

Parameters Explanation Unit Range Default Value

Cab Chlorophyll a + b content [µg cm−2] 0–100 40
Cdm Dry matter content [g cm−2] 0–0.5 0.012

Cw
Water equivalent thickness,

an indicator of leaf water content [cm] 0–0.4 0.009

Cs Senescent material [-] 0–0.6 0
Cca Carotenoid [µg cm−2] 0–30 5
N Leaf mesophyll structure parameter [-] 0–4 1.5

FQE II Fluorescence quantum efficiency for
Photosystem II. [-] 0–0.2 0.01

FQE I Fluorescence quantum efficiency for
Photosystem I. [-] 0–0.2 0.002
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Figure 3. (A) The sequence of steps in the process of fluorescence simulation; (B) reflectivity and
transmittance data obtained from measurements as input to the model; (C) vegetation parameter data;
(D) the comparison between simulated and measured chlorophyll fluorescence spectra in the upward
and downward direction.

Given the reflectance and transmittance data, the model can simulate the vegetation conditions
expressed as vegetation parameters, and each parameter influences the simulation. The FQE parameters,
which are set as fixed values, influence the two peaks of fluorescence emission in the ChlF curve.
With these eight parameters, the model can simulate the fluorescence.

2.4. New FQE Retrieval Method

Normally, empirical coefficients are used for the simulation because it is difficult to measure the
quantum efficiency of PS II and PS I. The peaks represent PS II and PS I (FQE II and I). This is because
the signals of PS II and PS I are mixed, so it is difficult to identify each by simple measurements.
Moreover, these values may vary with weather conditions such as illumination and temperature; hence,
the default FQE II and I do not produce an accurate simulation.

The solution to this problem is to add an FQE inversion code to the model and tune the coefficients
to the measured fluorescence. In this study, (1) we used a nonlinear least squares regression method to
retrieve the parameters of Cab, Cdm, Cw, Cs, Cca, and N for all the live leaves, and the optical coefficients
of PROSPECT-D were used. F is the calculated spectral data corresponding to a function, and params0
is the corresponding measurement parameter. (2) Then, the doubling equations with fluorescence
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included were derived. (3) Finally, the leaf–air interfaces were added again to obtain the final leaf-level
fluorescence. (4) The final parameters were obtained using the nonlinear least squares equation.
The upper (UB) and lower (LB) boundaries of the corresponding eight parameters were set accordingly.
Stokes equations were used to compute the properties of the next N − 1 layers (in which N is real).
The cost function was a long array consisting of backward and forward fluorescence for all the leaves.

The spectrum of ChlF in each band was derived using the multiplication equation with fluorescence,
and the fluorescence curve between 640 nm and 850 nm was obtained. Then, the “lsqnonlin” function
in MATLAB 2013a was used to directly calculate the optimal solution and obtain the parameters.
The ChlF between 640 nm and 850 nm was calculated for each spectrum.

Overall, by adding this code, the model can effectively invert the FQE values. It is worth paying
attention to the FQE values since they are relevant and significant for fluorescence on both sides of the
leaf. FQE I controls the fluorescence on the second peak, while FQE II influences the fluorescence on
the first peak. In this study, through the inversion of these two parameters, we can obtain the simulated
values of FQE I and FQE II to make the simulated fluorescence more accurate. Additionally, the fitted
values of FQE I and FQE II can also provide information about the physiology of the plants.

In contrast to our research methods, van der Tol et al. [46] used a routine called “RTMf” of SCOPE
to scale the fluorescence from the leaf to the canopy using the output of Fluspect. For 66 leaves in the
top and middle, the “RTMf” SCOPE program simulated the ChlF. They considered the re-calibration of
the specific emission spectrum. The scattering and reabsorption of red and near-infrared ChlF in the
leaves were compared with measurements to evaluate the sensitivity of SIF reabsorption at the leaf
and canopy levels to optical and structural characteristics. In this study, we attempted to fit the FQE
of PS I and PS II by improving the Fluspect model using a numerical method. The Fluspect model
uses the fitted PS I and PS II factors to retrieve the ChlF. The feasibility of this method was verified
by comparing the peak values of the simulated and measured fluorescence in 102 leaves, which are
in different positions and contain different chlorophyll concentrations. The results demonstrate the
importance of fluorescence quantum efficiency in simulating ChlF.

2.5. Model Performance Evaluation

The model simulation results were evaluated using the Pearson correlation coefficient, R2,
relative error (RE) indices, root mean square error (RMSE), and percentage of bias (PBIAS).
These parameters are used to measure the correlation between two variables, which provides a
standard for evaluating the model. There is a fluorescence value at every wavelength from 650 to
800 nm, and each wavelength will provide a number, i; n is the accumulated number of i. A simulation
fluorescence dataset has n values, marked as x1...xn (collectively known as xi), each associated with
a measured fluorescence f 1...fn (known as fi, or sometimes x̂i). The most general definition of the
coefficient of determination, R2, is:

R2 = 1−
∑

i (xi − fi)
2∑

i (xi − x)2 , (10)

where

x =
1
n

n∑
i=1

xi. (11)

The Pearson correlation coefficient is used to measure the correlation (linear correlation) between
two variables, with a value between −1 and 1. The fluorescence data are not normalized; therefore,
the Pearson correlation coefficient can be described as:

Pearson(x, y) =

∑
xy−

∑
x
∑

y
N√(∑

x2 −
(
∑

x)2

N

)(∑
y2 −

(
∑

y)2

N

) . (12)
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Absolute error is the difference between the simulated value of x0 and its actual value or the
measured value of x, and it is given by:

∆x = x0 - x (13)

In this study, the absolute error can represent a deviation between the simulated fluorescence and
the measured fluorescence. The RE is the ratio of the absolute error to the measured error, given by:

δx =
∆x
x
× 100%. (14)

In the model simulation, the measured fluorescence data can be subtracted from the simulated
fluorescence to calculate the absolute error. To better explain the results, the RE should be calculated.

PBIAS and RMSE can be calculated as:

PBIAS =

∑n
i=1(yi − xi)∑n

i=1 xi
× 100% (15)

RMSE =

√√
1
n

n∑
i=1

(yi − xi)
2 (16)

where, xi is the actual fluorescence data; yi is the simulated fluorescence; n is the total number of data.

3. Results

3.1. Simulation Results by the Fluspect Model with/without the FQE Inversion Code

To simulate fluorescence under natural conditions more accurately and validate the results,
we used an improved approach with measured data for the simulation. Reflectance and transmittance
data were used to retrieve the leaf composition and structure using the RTM inversion model.
The model aimed to calibrate R and T to find the vegetation parameters that best fit the simulated and
measured R and T. ChlF can also be simulated using the Fluspect model. The upward and downward
curves of the simulated fluorescence were calculated; the total fluorescence (upward and downward
fluorescence) is shown as two curves from 680 nm to 800 nm and compared with each measured
curve. Normally, the fluorescence will show two peaks at 687 nm and 740 nm. In the tests, upward
fluorescence (ventral), and downward fluorescence (dorsal) of high-chlorophyll-content leaves (WT)
and low-chlorophyll-content leaves (MG) in the top and middle layers are simulated with/without
the FQE inversion code. A comparison among the measured, modeled, and improved simulation
values (with the FQE inversion) for two soybean varieties (WT and MG) based on representative
leaf samples are explored. To obtain a better comparison of the model performance, the simulated
fluorescence and measured data are compared in Figure 4, along with the results that include FQE
inversion. The statistical relationships between the measured and modeled fluorescence for these
representative leaf samples, before and after adding the FQE inversion code, are listed in Table 2.
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Table 2. The statistical relationship between the measured and modeled fluorescence for the
representative leaf samples, before and after adding the FQE inversion code (root mean square
error (RMSE) unit: Wm−2µm−1sr−1).

Sample
Setup

RMSE
×10−4 R2 Pearson RMSE

Improved × 10−1
R2

Improved
Pearson

Improved

HT Up-A 1.73 0.774 0.881 0.73 0.949 0.974
HT Up-B 2.28 0.813 0.901 0.52 0.966 0.983
HT Up-C 1.63 0.821 0.906 0.86 0.969 0.985
HT Up-D 1.54 0.786 0.887 0.53 0.962 0.981

HT Down-A 0.99 0.870 0.933 0.65 0.962 0.981
HT Down-B 1.49 0.953 0.976 0.43 0.977 0.988
HT Down-C 0.85 0.975 0.987 0.85 0.982 0.991
HT Down-D 0.78 0.923 0.961 0.42 0.974 0.987

HM Up-A 2.49 0.813 0.902 0.36 0.969 0.985
HM Up-B 1.53 0.846 0.920 0.60 0.964 0.982
HM Up-C 1.79 0.827 0.909 0.48 0.960 0.980
HM Up-D 1.76 0.724 0.851 0.72 0.957 0.978

HM
Down-A 1.68 0.943 0.971 0.28 0.975 0.987

HM Down-B 0.98 0.930 0.964 0.51 0.971 0.986
HM Down-C 1.40 0.938 0.969 0.38 0.973 0.986

HM
Down-D 0.55 0.943 0.971 0.50 0.970 0.985

LT Up-A 3.00 0.922 0.960 0.31 0.980 0.990
LT Up-B 2.19 0.918 0.958 0.41 0.980 0.990
LT Up-C 1.88 0.740 0.860 1.00 0.904 0.946
LT Up-D 2.22 0.966 0.983 0.23 0.974 0.987

LT Down-A 2.81 0.868 0.932 0.34 0.967 0.983
LT Down-B 2.34 0.871 0.933 0.43 0.970 0.985
LT Down-C 2.41 0.942 0.971 0.98 0.966 0.983
LT Down-D 2.03 0.943 0.971 0.24 0.966 0.983

LM Up-A 1.56 0.934 0.966 0.47 0.979 0.990
LM Up-B 1.09 0.907 0.952 0.69 0.975 0.988
LM Up-C 1.23 0.872 0.934 0.85 0.971 0.986
LM Up-D 2.97 0.978 0.989 0.37 0.984 0.992

LM Down-A 1.79 0.893 0.945 0.49 0.971 0.985
LM Down-B 1.31 0.917 0.958 0.68 0.978 0.989
LM Down-C 1.78 0.855 0.925 0.82 0.973 0.987
LM Down-D 2.72 0.948 0.973 0.30 0.969 0.984

Note: HT is high (WT) top, HM is high (WT) middle, LT is low (MG) top, LM is low (MG) middle.

From Figure 4 with Table 2, we can see that, for all the simulations without inversion
code, most of the reflectance and transmittance values for the top and middle layers of the
WT and MG leaves were simulated reasonably accurately with a decent R2 = 0.7–0.9 and
RMSE = 0.55 × 10−4–2.49 × 10−4 Wm−2µm−1sr−1 by the Fluspect model. However, the simulated
fluorescence was overestimated, especially in two peaks. For leaves with high chlorophyll content,
the simulated upward fluorescence was higher than in the measured data, especially in the first peak
at 687 nm. The simulation for the upward fluorescence in the second peak was better than that in the
first peak. For leaves with low chlorophyll content, the simulated fluorescence is always overestimated
in both the upward and downward fluorescence, especially around 740 nm. We noticed that the
first peaks in the downward fluorescence (ventral) curves were not easy to identify in the actual
measurements because the chlorophyll absorbed some of the fluorescence. Hence, the first peak in
the downward fluorescence is more noticeable in leaves with low chlorophyll content. Under certain
conditions, the model underestimated the fluorescence on the second peak for both the upward and
downward fluorescence. This situation may occur due to weather conditions, which means that the
default FQE values are not sufficient for performing an accurate simulation. For leaves with low
chlorophyll content, the upward and downward fluorescence values were overestimated in most
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of the leaves for both the top and middle layers. For these leaves, the first and second peaks of
fluorescence were also overestimated in the upward and downward directions. Only in the second
peak of the upward fluorescence were the simulations for the two leaves underestimated (see Figure 4).
In general, the simulated fluorescence for low-chlorophyll-content leaves was overestimated over the
entire wavelength range.

The simulation results without inversion code show that the model always overestimated the
fluorescence, especially in the first and second peaks. PS II and PS I greatly influenced the emissions of
these components. The photosystem plays an important role in fluorescence emissions. When plants
photosynthesize, PS II is responsible for the emission of fluorescence at around 680 nm, while the
fluorescence of PS I peaks at around 700 nm. The photosystems play a role in the occurrence of
fluorescence peaks and influence the fluorescence over the entire wavelength range. Larger values of
FQE II and I result in more fluorescence, especially in the first and second peaks of the fluorescence
curve. It is necessary to adjust the default FQE values to obtain a better agreement between the
simulated and measured fluorescence.

Hence, to improve the model, the emission efficiencies of PS II and PS I were considered. The latest
version of Fluspect uses a doubling algorithm that generates the fluorescence matrices of the leaf to
simulate fluorescence. Reflectance and transmittance data were applied to perform the simulation,
along with the fluorescence spectra of PS II and PS I as a basis for the doubling algorithm. To improve
the model, an FQE II and I retrieval code was added to the model to more accurately simulate the
fluorescence. With the same measured data, the simulation was performed again to obtain new,
improved simulation results.

From Figure 4 and Table 2, the simulation results with the inversion code are clearly better than
those without, as the overestimated components of the first and second peaks were adjusted (with
R2 = 0.9–0.98 and RMSE = 0.24 × 10−4–1.0 × 10−4 Wm−2µm−1sr−1). This means that FQE II and I play
an important role in the emission of fluorescence in the first and second peaks. After adjusting the FQE
to minimize the difference between the measured and simulated fluorescence, the simulation results
will be better. Moreover, we noticed that the overestimation of red SIF from van der Tol et al. [46] was
attributed to the calibration of the emission spectrum rather than to the FQE.

The normalized Pearson, R2, and RMSE values between the independent in situ measurements and
the simulated fluorescence were investigated. The simulated fluorescence of the representative leaves
was compared with the measured fluorescence for all wavelengths, with respect to the distribution of
the curve in Table 2. The values in the table demonstrate a strong relationship between the simulated
fluorescence and the measured data. The R2 and Pearson indices were much higher than the results
from the model without the inversion code, and the total R2 was higher than 0.9. This indicates that both
the simulated upward and downward fluorescence values fit well with the measured data; however,
these indices correspond to the correlation for all wavelengths together (660 nm to 850 nm with 1 nm
resolution). The model can simulate the fluorescence relatively well over the entire wavelength with
the FQE inversion code (with R2 = 0.9–0.98 and RMSE = 0.24 × 10−4–1.0 × 10−4 Wm−2µm−1sr−1).
As shown in Figure 4, the model dramatically reduced the overestimation of fluorescence in the two
peaks compared to that without the FQE inversion code.

As shown in Figure 4, for high and low chlorophyll contents at the top and middle layers of leaves,
PS II and PS I were assigned a value after adding the FQE inversion code. These values were smaller
than the default values, which were assigned basic values in the model simulation. Thus, the addition
of the inversion code improved the simulated curves. The simulation results in Figure 4 show a good
correlation with the measured data, with most of the R2 values being above 0.9 for the improved
simulated results; the peaks of the simulation results are much closer to those of the measured data than
the original simulated results were without the FQE inversion code. The corresponding simulation
parameters for the leaves with high chlorophyll content are listed in Table 3. The vegetation parameters
were also retrieved and did not differ from those in Table 3. The improvement in the simulation
results indicates that the FQE values were related to the fluorescence simulation. In addition to these
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representative leaf samples, the R2 for all the measured leaves is plotted in Figure 5. The total R2

without the FQE inversion code is above 0.7, and that with the code is above 0.95.

Table 3. The simulation parameters for two varieties of soybean leaves with representative chlorophyll
content. The bracketed values are the results after the FQE inversion code was added.

Sample
Setup

Cab
(µg cm−2)

Cw
(mg m−2)

Cdm
(mg cm−2)

Cs Cca
(µg cm−2)

N FQE
I

FQE
II

HT leaf A
46.43 0.02 0.005 0.32 6.35 1.43 0.002 0.01

(46.40) (-) (-) (0.33) (5.99) (-) (0.004) (0.005)

HT leaf B
55.65 0.02 0.004 0.19 7.47 1.82 0.002 0.01

(55.63) (-) (-) (-) (7.21) (-) (0.003) (0.004)

HT leaf C
75.19 0.02 0.003 0.05 6.67 1.86 0.002 0.01

(-) (-) (0.004) (-) (6.47) (-) (0.004) (0.005)

HT leaf D
53.69 0.02 0.011 0.32 9.07 1.79 0.002 0.01

(-) (-) (0.012) (-) (-) (-) (0.004) (0.005)

HM leaf A
50.46 0.02 0.02 0.08 8.63 1.47 0.002 0.01

(50.45) (-) (-) (-) (8.34) (-) (0.003) (0.004)

HM leaf B
51.44 0.02 0.003 0.03 8.01 1.64 0.002 0.01

(51.43) (-) (-) (-) (7.65) (-) (0.003) (0.005)

HM leaf C
38.33 0.01 0.02 0.12 8.34 1.56 0.002 0.01

(38.32) (-) (-) (0.13) (8.16) (-) (0.003) (0.005)

HM leaf D
61.44 0.02 0.02 0.26 7.68 1.87 0.002 0.01

(61.45) (-) (-) (-) (7.69) (-) (0.004) (0.005)

LT leaf A
20.96 0.01 0.01 0 6.02 1.42 0.002 0.01

(-) (-) (-) (-) (-) (-) (-) (0.005)

LT leaf B
22.26 0.01 0.01 0.014 5.25 1.32 0.002 0.01

(22.29) (-) (0.02) (0.012) (5.42) (-) (-) (0.005)

LT leaf C
17.74 0.01 0.01 0 6.03 1.52 0.002 0.01

(17.73) (-) (-) (-) (6.13) (-) (0.003) (0.005)

LT leaf D
16.63 0.01 0.01 0 7.57 1.41 0.002 0.01

(16.62) (-) (-) (-) (7.69) (-) (-) (0.005)

LM leaf A
23.18 0.01 0.01 0.02 5.52 1.51 0.002 0.01

(-) (-) (-) (-) (5.56) (-) (-) (0.006)

LM leaf B
27.04 0.01 0.01 0.01 5.7 1.59 0.002 0.01

(26.99) (-) (-) (-) (5.54) (-) (0.003) (0.007)

LM leaf C
28.35 0.01 0.01 0.08 4.55 1.26 0.002 0.01

(28.36) (-) (-) (-) (4.66) (-) (0.003) (0.006)

LM leaf D
19.23 0.02 0.01 0.05 5.92 1.64 0.002 0.01

(-) (-) (-) (0.04) (6.00) (-) (0.001) (0.005)

Note: HT is high (WT) top, HM is high (WT) middle, LT is low (MG) top, LM is low (MG) middle. “-” indicates
no change.
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FQE inversion (filled mark) for all leaves categorized as high up (down): HU (D), low up (down):
LU (D), high up (down) improved: HU (D)-improved, low up (down) improved: LU (D)-improved.
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3.2. Validation of the FQE Retrieval Method

For a better evaluation of the performance, the RMSE and squared Pearson correlation coefficient
(R2) at each wavelength were calculated. Figure 6 quantifies the RMSE and R2 for the measured vs.
modeled (gray line) and measured vs. improved (blue line with stars) fluorescence for all the species
of leaves considered in this study. The leaves are classified into high top (middle) up (down), low top
(middle) up (down), high total, and low total groups. The high (low) total here indicates the up- plus
down-layer leaves for high (low) tops. From the figure, the RMSE of the improved curve decreases to
values lower than 0.001 in the near-infrared region, and the R2 is mostly above 0.9. Thus, the model
performs reasonably well.
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Figure 6. The RMSE and R2 of the measured vs. modeled (gray line) and measured vs. improved
with the FQE inversion code (blue line) simulations for two soybean varieties per wavelength: 1st and
3rd row are RMSE and R2 for WT high top (middle) up (down) and total high leaves; 2nd and 4th
row are RMSE and R2 for MG low top (middle) up (down) and total low leaves. H: high, L: low, T:
top, M: middle. The high (low) total indicates all the high (low) top and middle up- and down-layer
leaves together.

Relative to our findings, the results in van der Tol et al. [46], in which ΦF was maintained at the
default value of 0.01 in all simulations, are inversed. The model relies on optical properties retrieved
from the reflectance and transmittance to simulate the fluorescence spectra; in their study, 66 leaves of
two varieties were measured, and their fluorescence spectra were simulated. Using the values of ChlF
at 685 nm and 745 nm, the comparison of Fb/Etot, Ff/Etot, and Ff/Fb at 685 nm and 745 nm showed that the
optical efficiency of most leaves could be explained by radiative transfer. For example, the simulated
near-infrared Fb increases with the retrieved chlorophyll content (Cab), while the red Ff decreases due to
reabsorption. They considered the re-calibration of the specific emission spectrum [46], which allows
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a better fit without the need for additional coefficients. However, the R2 in the comparison of the
simulated and measured values is less than 0.9. In our study, for better improving the spectral fit of
Fluspect, 102 leaves located at the top and middle of the canopy with different chlorophyll contents
were selected. By changing the ChlF efficiency and comparing the measured and simulated values via
Fb/Etot, Ff/Etot, and Ff/Fb at 685 nm and 745 nm, R2 reached more than 0.9. The results show that the
change in radiative transfer is one of the factors causing the optical efficiency, and the FQE parameters
are also very important for simulating ChlF.

3.3. FQE Parameter Comparison

Without the inversion code, FQE II and I were set to 0.01 and 0.002, respectively, by default;
however, under complex weather conditions, these default values cannot represent all plant species.
The PROSPECT parameters are almost identical when using retrievals with or without FQE, as they
are retrieved from the reflectance and transmittance data. The FQE is only affected by the measured
fluorescence and does not affect the reflectance and transmittance data, so the FQE values vary
significantly after retrieval.

The total FQE II decreased for all leaves; FQE I, however, remained at 0.002 (or increased slightly).
In general, FQE II determines the first peak of fluorescence. In the simulation without FQE values,
the first peak simulations are always overestimated, so FQE II must be decreased. Normally, the second
peak in the simulation fits relatively well (see Figure 4), so FQE I changes only marginally. Some values
in the RE curve are negative, and the FQE I must increase slightly to reproduce more fluorescence at
740 nm. These inverse FQE values may reflect changing weather conditions and thus result in more
accurate simulations.

3.4. Absolute and Relative Errors for All Wavelength

While using simulated values to subtract the measured fluorescence, the absolute error between
the simulations without FQE inversion and the measured fluorescence can be calculated from 660 nm
to 800 nm. An example of averaged WT (high-chlorophyll-content) and MG (low-chlorophyll-content)
fluorescence leaves is shown in Figure 7. In the average absolute and relative error charts, the simulated
fluorescence was always overestimated at approximately 687 nm for each condition. Therefore, the first
peak in the simulated fluorescence curve was higher than that in actual conditions. As the RE between
the simulated and measured fluorescence was over 100%, it could be observed that the model did not
perform adequately during the first peak. The other portion of the differential percentage was less than
50%, especially above 700 nm. In Figure 7, the average RE (normalized by the measured fluorescence)
drops after the FQE is instituted. Thus, it appears that the outcomes using the FQE inversion code
were more accurate than those simulated without the code. The simulated minus measured percentage
differential decreases from 150% to 20% in its first peak in the upward fluorescence curve. The second
peak of the fluorescence curve also decreased to 20%, further indicating the improvement to the model
made with the addition of the code.
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3.5. Relative Error at Peak Value

In fluorescence studies, the peak value is a key index for simulation, as it can reflect the
photosynthetic conditions in the plants. Furthermore, the peak values are related to the photosystem
FQE II and I in the simulation, so a better fitting peak can create a more accurate simulation. In Figure 8,
for the purpose of model validation, we further compared the scatterplots of the measured vs. modeled
values and the measured vs. modeled with FQE inversion code values for all 102 leaves at peak
wl = 687 nm and 740 nm, respectively. We categorized the fluorescence quantities into two varieties:
WT high and MG low for upward and downward fluorescence, respectively. The results clearly show
that the modeled plots with FQE inversion dramatically improved at the two peaks. In particular,
the peak at 687 nm for low MG downward fluorescence leaves had an R2 that increased from 0.18 to
0.80 and a PBIAS value that decreased dramatically after adding the FQE inversion code.
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Figure 8. Measured and modeled fluorescence values with and without FQE inversion for 102 soybean
leaf samples. (A1–A4) WT high; (B1–B4) MG low; (C1–C4) all leaves. The blue circles indicate the
measured vs. modeled correlation without the FQE inversion, while the red crosses indicate the
measurements vs. the improved model with FQE inversion.

We also explored the REs at the two peaks. From Figure 9, it is easy to observe that the REs of the
peak values decreased significantly in the first peak for leaves with both high and low chlorophyll
content. Correspondingly, the RE for the first peak at 687 nm for MG low downward fluorescence
decreased dramatically from 120% to 15% with the inclusion of FQE inversion. Table 3 shows the
changes in the FQE values; with only minor changes to FQE I, there was no notable improvement in
the second peak, but the RE decreased further by a small margin. Overall, the simulation with the FQE
inversion code is favorable, with RE values ranging from −20% to 20%. For the second peak, the RE
in the downward direction for low-chlorophyll-content leaves showed a decrease that improved the
simulation. The results with significantly increased R2 (Figure 8) and decreased RE (Figure 9) values at
the two peaks provide more evidence that the new FQE retrieval method coupled with the Fluspect
model can better simulate the ChlF with greater accuracy under natural conditions.
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Figure 9. The relative error at peak values (687 nm and 740 nm) for the downward/upward fluorescence
of high-/low-chlorophyll-content leaves: (A1,B1) high chlorophyll/upward fluorescence; (A2,B2) high
chlorophyll/downward fluorescence; (A3,B3) low chlorophyll/upward fluorescence; (A4,B4) low
chlorophyll/downward fluorescence.
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4. Discussion

4.1. Measurement Considerations

After pre-processing, some fluorescence values appear to be negative, which is impossible under
natural conditions. The negative values are caused by the fact that, at the beginning of the spectral
range of the filter, the filter offered insufficient performance. While the filter normally cuts off light
beginning at 650 nm, this standard is difficult to achieve, as the value of τ cannot immediately decrease
to 0 from 650 nm. Thus, when the fluorescence is calculated, the value of Euτ might be larger than
that of Eu. As a result, the value of Eu − Euτ may be negative. Therefore, the upward and downward
fluorescence resulted in negative values after pre-processing.

Some fluorescence values at 650 nm are very large. Because the filter eliminates the light from
650 nm to 800 nm, 1 − τ will be closer to 0 before 660 nm. Since Fu and Fd were calculated by dividing
their values by 1 − τ, the upward and downward fluorescence will result in a large value before
650 nm. These errors were rectified by reducing the fluorescence values before 660 nm and thereby
had negligible influence on the model evaluation because most of the fluorescence was emitted away
from 660 nm to 800 nm.

For the reflectance and transmittance data, there are three intervals; all three have minute errors in
measurement due to instrumentation. For certain measured data, the reflectance and 1−transmittance
curves overlapped. This overlap of the detectors’ wavelengths leads to the first two spikes. Because the
fluorescence appeared from the 680 nm to 800 nm wavelength region, the intervals would not influence
the results in a significant manner.

In some measurements, the percentages of the measured reflectance and 1−transmittance curve
overlapped from 800 nm to 1400 nm. This was due to the fact that the leaves have non-Lambertian
reflectance; as a result, the light was reflected in the form of diffused reflectance. The detector on
the top also received part of the reflected light. As a portion of the reflectance missed the detector,
the absorption was low. In extreme cases, the absorption was lower than 0, and the curves overlapped.
Data with evident measurement errors were thus excluded from the simulation.

4.2. Efficiency of the Photosystems

The efficiency of the photosystems is affected by many factors, such as the light intensity,
environmental temperature, vegetation density, and biochemical and structural characteristics of leaves.
By increasing the specific absorption coefficient of biochemical components in leaves, the retrieval rate
can be further improved. Barely any sample exhibited higher levels of variation than a sugar beet. It is
noticed that the photosynthesis measurements conducted at the same time showed that sugar beets
differed only slightly, with no stress and a high light-cooperation rate, which may explain the higher
consistency between the measurement and simulation of ChlF [30]. According to Schickling et al. [50],
there is a relationship between the increase in ChlF variability and the physiological downregulation
of photosynthesis.

Under the influence of light with different intensities, the efficiency of energy transfer of each
functional unit of PS II was different. Under the appropriate intensity of light, the energy was
transferred to the reaction center in a unidirectional optimized mode with low energy consumption;
under light of higher intensity, the transfer of energy occurs in the opposite direction. Under the
highest intensity light, the photosynthetic organ would have been damaged, resulting in the reduction
in light efficiency. A comparative study on diurnal changes in the photochemical activity of PS II
in Ginkgo biloba leaves under different weather conditions indicated that, with the change in light
intensity, the potential activity and maximum quantum efficiency of PS II on cloudy and sunny days
initially decreased and subsequently increased [51].

The effect of the ambient temperature on photosystems efficiency was also significant.
High temperatures can inhibit the activity of the electron transfer chain on both the donor and
receptor side of PS II; however, the donor side of PS II is more sensitive to high temperatures than the
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receptor side is. Correspondingly, low temperatures can also damage the reaction center and receptor
side of PS II in the leaves.

In addition, under the same light conditions, high vegetation density induced the decline of
the actual PS II photochemical quantum efficiency, inhibiting the photosynthetic capacity and PS II
function of the leaves and leading to a decline in the PS II utilization of light and the enhancement of
excitation energy dissipation.

From the context of the vegetation itself, the biochemical and structural characteristics of the leaves
in this vegetation would also have an impact on light efficiency. By increasing the specific absorption
coefficient of biochemical components in leaves, the light efficiency can be further improved. Thus, in
the experiment, it is difficult to quantitatively determine the efficiency of the light system because of
the different plants and their different properties. At the same time, our measurement equipment did
not support the measurement of optical system efficiencies I and II. The Fluspect model with the FQE
inversion code reduced the error at the peak of the curve. Except for PS II and PS I, other parameters
with the FQE inversion code were almost unchanged compared with those retrieved by the model
without the FQE inversion code (see Table 3), implying that PS II and PS I play a dominant role in
producing the fluorescence. Although the photosystems are characteristics of the plants themselves,
they also tend to depend on natural conditions. The measurement of the emission efficiency of the
photosystems is complex. As a result, the values of PS II and PS I could not be easily measured in this
study. Therefore, the model with the new code still needs more tests to verify PS II and PS I.

Some may argue that a separate adjustment of the fluorescence from the two photosystems is still
necessary, so we compared our results to other studies on the spectral shape of leaf fluorescence, such as Magney
et al. [22]. In previous studies, Vilfan et al. [30] described the Fluspect model, and van der Tol et al. [46]
analyzed the within-leaf reabsorption of both red and near-infrared fluorescence using Fluspect and
explained why the observed dependence of the spectral shape of this ratio contradicted the total leaf
fluorescence emission on chlorophyll content and other leaf properties. In the simulations, they noticed
systematic and obvious discrepancies between the spectral shape of the fluorescence emissions
simulated with the original spectra of ΦF for PS I and II from Franck et al. [52] and measurements in
the original publication of Fluspect (Figure 9 in Vilfan et al. [30]).

Without the necessary supporting active fluorescence measurements, the spectrum of ΦF is
considered to be an intermediate step by van der Tol et al. [46]. They focused on the validation of the
ratio of Fb/(Ff + Fb), for which φ is irrelevant. In all simulations, the unknown spectrally invariant
emission efficiency ΦF was maintained at the default value of 0.01. Based on these results, we worked
to improve the fluorescence simulation using the quantum efficiency of PS I and PS II. Distinguishing
FQE I and II can help separate the PS I and PS II fluorescence emissions, which enables further
investigations into the distribution of excitation energy between PS I and PS II in vivo. This study can
also help us to understand the extent to which plants accept external stress via the different FQE values.
In the past, most studies focused on the effect of environmental stress on PS I and II. The study of FQE
can demonstrate the impact of light energy absorption, transformation, and electronic transmission
in vegetation, which can help simplify the measurement of fluorescence quantum effects and help
improve the use of remote sensing data in plant stress studies.

5. Conclusions

The initial simulations conducted using the existing Fluspect model without the FQE inversion
code could not efficiently reproduce the fluorescence under natural conditions, and the fluorescence
was always overestimated on both the upward and downward sides of the leaves. The peak values of
the simulated fluorescence were higher than those of the observations.

These results are due to the RTM inversion model retrieving only six plant parameters.
These parameters can show the chlorophyll content, but the FQE parameters are set to their default
values, depending on the status of the photosystems. The fluorescence spectrum cannot be simulated
efficiently with default values, since photosystems vary with the solar light under natural conditions.
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The setting of the parameters to default will lead to overestimation or underestimation of fluorescence
by the model simulation. To verify this, FQE II and I were set as 0.01 and 0.002, respectively. With these
values, the results of the simulated fluorescence for leaves with different chlorophyll contents were
higher than those of the measured data.

There was an obvious decrease in these overestimated values after being retrieved by the
FQE inversion code. This indicates that the model accurately simulated the fluorescence under
natural conditions upon the addition of the inversion code. This is also confirmed by the validation
for each wavelength and two peaks. The different percentages of upward fluorescence for the
high-chlorophyll-content leaves between the simulation results and the measured data in the first peak
reduced from over 150% to 20%. For the low-chlorophyll-content leaves, the differential percentage of
the upward fluorescence decreased by 20%. For the second peak of the fluorescence in both the high-
and low-chlorophyll-content leaves, the percentage difference decreased to 20% for both the upward
and downward sides. The primary limitation of this study is that the significance of FQE is not yet
fully understood. The major hurdle for measuring FQE is that the signals of PS II and PS I overlap but
are distinguishable. The FQE values also depend on the weather, and retrieved values of FQE need to
be tested and verified.

This study demonstrated that the Fluspect model can simulate fluorescence under natural
conditions; however, the initial FQE values must be set to very accurate levels to achieve satisfactorily
accurate simulations. Depending on the weather conditions and the features of the plant species, PS II
and PS I will vary. After the addition of the FQE inversion code, the RTM inversion model gives
more accurate FQE values. In future studies, variations in FQE I and FQE II with illumination and
temperature under natural conditions should be simulated, which will require realistic reference values.
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