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Abstract: Effective in-season crop nitrogen (N) status diagnosis is important for precision crop N
management, and remote sensing using an unmanned aerial vehicle (UAV) is one efficient means of
conducting crop N nutrient diagnosis. Here, field experiments were conducted with six N levels and
six maize hybrids to determine the nitrogen nutrition index (NNI) and yield, and to diagnose the
N status of the hybrids combined with multi-spectral data. The NNI threshold values varied with
hybrids and years, ranging from 0.99 to 1.17 in 2018 and 0.60 to 0.71 in 2019. A proper agronomic
optimal N rate (AONR) was constructed and confirmed based on the measured NNI and yield. The
NNI (R? = 0.64-0.79) and grain yield (R? = 0.70-0.73) were predicted well across hybrids using a
random forest model with spectral, structural, and textural data (UAV). The AONRs calculated using
the predicted NNI and yield were significantly correlated with the measured NNI (R? = 0.70 and
0.71 in 2018 and 2019, respectively) and yield (R2 =0.68 and 0.54 in 2018 and 2019, respectively). It
is concluded that data fusion can improve in-season N status diagnosis for different maize hybrids
compared to using only spectral data.

Keywords: precision nitrogen management; nitrogen nutrition index; agronomic optimum N rates;
remote sensing; random forest; multi-spectral data fusion

1. Introduction

Maize (Zea mays L.) is the most planted crop in the world, and its production reached
1.45 billion tons in recent years, with 22.7% being produced in China [1]. Nitrogen (N) loss
is one of the negative factors in maize production affecting the environment in China [2].
One strategy to solve this problem is to adopt high nitrogen use efficiency (NUE) maize
hybrids through breeding [3], and another strategy is through optimized N management [4].
Precision N management can effectively improve NUE and reduce environmental pollution
caused by over-fertilization [5,6]. Rapid in-season N status diagnosis and N recommenda-
tion through remote sensing strategies are vital to precision N management [7,8].

The N nutrition index (NNI) is currently one of the most commonly used methods
to evaluate crop N nutrition diagnosis. The NNI is already considered to be an important
symbol of plant N status, which is defined by the relative relationship between measured
plant N concentration (PNC) and the critical PNC [9]. An NNI value of 1 indicates optimal
N status, an NNI greater than 1 indicates N surplus, while an NNI less than 1 indicates
N deficiency [9]. Suitable NNI threshold values may vary with different hybrids or envi-
ronments and can be determined by relative yield and NNI [10]. The relationship between
the NNI and the relative grain yield was expressed with a linear plateau model, and it was
found that the two have a high correlation [10]. Therefore, the NNIs of different varieties
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and environments could be improved continuously to evaluate the nitrogen deficiency
status of crops more reasonably.

The calculation of NNI requires the determination of PNC and aboveground biomass
(AGB) through destructive sampling and laboratory analysis. Given this situation, proximal
and remote sensing equipment have their advantages in the non-destructive estimation
of NNI [11,12]. Satellite remote sensing has the advantage of high efficiency for plant N
diagnosis and yield estimation across large areas [13,14]. However, it generally has low
spatial or temporal resolution and is influenced by bad weather conditions [15]. Unmanned
aerial vehicles (UAVs) are widely applied for estimating plant traits based on image spectral,
structural, textural information, etc. That may be due to their advantages of low cost, real-
time image transmission, high spatial resolution, and flexible maneuverability [16]. Canopy
spectral information based on multi-spectral or hyperspectral images has been used for
estimating leaf chlorophyll content [17], PNC [18], and crop yield [19]. Canopy structure
information, for instance, crop heights obtained by light detection and ranging systems,
point clouds based on digital photogrammetry, and canopy cover or vegetation fractions,
can interact with spectral information. And it has also been applied in crop AGB [20],
leaf area index (LAI) [21], and yield research [22]. In addition, the time series canopy
structure also affects the robustness of vegetation indices. The structure information can
be inputted into a yield prediction model [15]. Canopy texture information extracted
from UAV remote sensing images is helpful for estimating yield [23], AGB [24], LAI [25],
chlorophyll content [26], and PNC [27]. In recent years, multi-sensor data fusion technology
has been used for plant trait estimation [28]. However, research on the high-throughput
prediction of maize NNI and yield of different hybrids from UAV remote sensing spectral,
structural, and textural information has been limited.

Machine learning (ML) methods are increasingly applied in precision agriculture
for their ability to process huge data. ML provides a powerful and flexible tool for
decision-making and professional knowledge integration [29], and has been used together
with remote sensing data for predicting AGB [30], yield [31], and plant N status indica-
tors [32]. Studies have shown that the ML method has advantages in N status diagnosis
and precision agriculture through integrating spectral, genetic, climate, and management
information [33,34]. Thus, the effectiveness of using ML methods and UAV remote sensing
data fusion for N status diagnosis and recommendation should be evaluated.

The objectives of this study were to (1) establish new NNI threshold values for diagnos-
ing plant N status of different maize hybrids, (2) develop a random forest (RF) model using
multispectral UAV remote sensing image data to predict NNI and grain yield, and (3) evalu-
ate the performance of the RF model for in-season N status diagnosis and recommendation
of different maize hybrids.

2. Materials and Methods
2.1. Experimental Design and Field Management

This experiment was conducted at Shangzhuang Experimental Station (116°11" N,
48°08' E) in Beijing, China (Figure S1). The soil was classified as sandy loam soil. The
basic soil properties were determined before sowing in 2018 (Table S1). The precipitation
information in 2018 and 2019 is given in Figure S2.

The experiment adopted a split-plot design with N level as the main plot and hybrid
as the subplot, and it had three replications. There were six N levels (0, 60, 120, 180, 240, and
300 kg ha~!) and six hybrids randomly arranged in each replicate. The six maize hybrids
included N_efficiency 30 (NE30), Jinqing 202 (JQ202), Keyu 188 (KY188), Zhengdan 958
(Z2D958), N_efficiency 31 (NE31), and Xianyu 335 (XY335). NE30 and NE31 were selected by
the breeding group at China Agricultural University. ZD958 and XY335 are the two maize
hybrids that occupy the largest area in China. Detailed information is shown in Table S2.

For each hybrid, the area of the sub-plot was 4 m long and 5 m wide with 10 rows at a
row spacing of 0.5 m. The planting densities were 80,000, 100,000, 100,000, 60,000, 60,000,
and 60,000 plant ha~! for NE30, JQ202, KY188, ZD958, NE31, and XY335, respectively,
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based on best management practices recommended for each hybrid. Maize was sown on
29 April 2018 and 2 May 2019, and harvested on 12 September 2018 and 14 September 2019.
For N fertilizer, 30% was applied as basal fertilizer before sowing, and 70% was applied
as side-dress fertilizer at the V6-V8 stages for the treatments of N60, N120, N180, and
N240. For the N300 treatment, N fertilizer was applied according to the ratio 3:4:3 before
sowing, at the V6-V8 stage, and V10-V12 stage. Phosphate (90 kg P,Os ha~!) and potash
(75 kg K,0 ha™!) fertilizers were applied as basal fertilizers. The rest of the management
practices followed local standards.

2.2. Ground Data Collection and Analysis
2.2.1. Plant Sampling and Measurement

Three uniform plants were randomly selected in one middle row from the ten rows in
each plot. For each hybrid at each growth stage of V6, V9, and V12, samples were collected
in the form of leaves and stems separately. First, these samples were dried to deactivate the
enzymatic activities (105 °C, 30 min), and then dried to a constant weight (70 °C). Based
on the leaf and stem dry weight, the plant AGB was obtained. The PNC was determined
using a high-throughput method based on a near-infrared spectroscopic (NIRS) assay [35].
The plant PNU and PNC were calculated by the following formulas:

PNU=W1XN1+W2XN2 (1)

PNC = PNU/(W; + W) @)

where W1 and W represent the dry weights of the leaves and stems, and N1 and N,
represent the N concentrations of leaves and stems, respectively.

At the maturity stage, maize ears from two rows were randomly selected for threshing
to measure the ear and cob weight for grain weight (14% moisture).

2.2.2. Calculation of the Nitrogen Nutrition Index
The equation of critical N concentration (Nc) for the North China Plain was developed
in a previous study [36]:
Ne = 34.914W 04134 (3)

where Nc is expressed in g kg ™!, and the dimension of W is t ha=!.
The NNI was calculated following [9]:

NNI = Nm/Nc 4)
where Nm is the measured PNC.

2.2.3. Determination of NNI Threshold Values

Previously, the NNI threshold was defined as 1 [9]. Here, the NNI threshold was
re-estimated using the NNI and relative yield at different N rates. First, the NNI value
of each hybrid at each N rate was calculated. After that, the relative yield was calculated
using the following formula:

Relative yield = yield at each N level and hybrid/max yield (5)

The max yield is the maximum yield among the six N rates of each hybrid. Based
on the NNI at the V9 stage and the relative yield, the linear plus plateau model was used
to identify the NNI threshold value of each hybrid in 2018 and 2019 [10]. The linear plus
plateau method was fitted using the “NLIN” function in SAS v.8.1 (SAS Institute, Cary, NC,
USA). The inflection points of the linear plus plateau models (start of the plateau) were
used as the threshold NNI value for each hybrid.
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2.2.4. N Recommendation Strategy

The in-season N recommendation is calculated by the difference between the recom-
mended agronomic optimum nitrogen rate (AONR) and the basal N application rate. The
AONR is equal to the lowest N rate applied to get the highest yield. It was defined by the
inflection point of the N rate for maximum yield using the linear plus plateau model. In
addition, it could be estimated by the regression relationship of the N rate and NNI based
on the NNI threshold.

2.3. UAV Remote Sensing Data Collection and Analysis
2.3.1. UAV Image Acquisition and Processing

The DJI Inspire 2 equipment with a DJI FC6510 RGB camera (DJI Technology Co.,
Shenzhen, China) octocopter was used as the UAV platform. A 1.2 MP Parrot Sequoia
multispectral camera (Parrot SA, Paris, France) was also integrated into the UAV platform.
It includes four band sensors, including green (530-570 nm), red (640-680 nm), red edge
(730-740 nm), and near-infrared (770-810 nm), and a separate sunshine sensor to measure
solar irradiance for radiometric calibration. The 20 MP DJI RGB camera (DJI FC6510) with
the pan/tilt/zoom platform of ZENMUSE X7 was used to create the RGB orthomosaic
images. The white Spectralon® panel (Labsphere, Inc., North Sutton, NH, USA) was used
for the camera calibration.

At the V6, V9, and V12 stages of each hybrid, the UAV images were obtained between
11:00 a.m. and 2:00 p.m. under clear and windless conditions. The flight altitude was
60 m and the forward and side overlap were 85% and 75%, respectively. Pix4Dmapper v.
4.5.6 software (Pix4D SA, Lausanne, Switzerland) was used for mosaicking the geotagged
images. To register the images of different stages, 10-20 easily recognizable landmarks
such as the pavilion were selected as ground control points (GCPs) of the first flight. Esri
ArcGIS 10.2 (ESRI, Redlands, CA, USA) was employed to build the plot boundaries and
regions of interest (ROI).

2.3.2. Multispectral Image Processing and Vegetation Index

A total of 26 spectral indices, including the four bands’ reflectance, were used as
canopy spectral information defined as a multiple spectral index [37-47] (MS) (Table S3).

Canopy texture information was also used as the input variable based on the gray-
level co-occurrence matrix (GLCM). Six features were extracted and calculated including
homogeneity (green, red), variance (NIR, red, red edge), and correlation (red) (Table S3).
The process was performed using ENVI 5.1 (Eris Inc., Redlands, CA, USA).

2.3.3. RGB Image Data Processing

Green cover (GC) directly reflects the growth of plants. This index represents the ratio
of projected green vegetation area to the total ground surface area [48]. The formula is
as follows:

GC = crop pixels/plot pixels 6)

ENVI 5.1 software was employed for distinguishing vegetation from soil pixels. There
were three steps in classifying pixels. First, the orthomosaics from the RGB color model
were transformed into the YCbCr color model. Second, 100 samples of soil and plant pixels
were selected from the orthomosaics. Third, canopy pixels and soil pixels were classified
using the support vector machine method based on these samples. The RGB spectral
band-based GC index was used as canopy structure information (Table S3).

2.4. Statistical Analysis and Model Development

Three-way ANOVA was conducted by SAS v8.1 for AGB, PNC, PNU, NNI, and grain
yield. Year, N level, and hybrid were the fixed factors, and random forest (RF) was applied
to predict AGB, PNU, PNC, NNI, and grain yield.
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In order to improve the robustness of the prediction models, MS, GC, GLCMand N
rate were combined as inputs for the RF model.
The input feature vector was expressed as:

X; = [x1, x2, x3, x4] )

where X; represents each sample; x; indicates the MS features including the 4 basic spectral
bands and 22 vegetation indices; x; represents the 6 GLCM features; and x3 and x4 represent
GC and N rate, respectively. The model can be expressed as follows:

y :f(X1/ XZ/ Y Xi’l) (8)

where y represents an agronomic parameter, which can be AGB, PNC, PNU, NNI, or grain
yield, f indicates the function of RF, X represents the integration of each sample’s spectral
data with the nitrogen rate features (format 7), and 7 is the sample number. To build a
regression model, the samples were divided into two parts, 70% of which were randomly
selected as the training datasets and the remaining 30% of which were the test datasets, and
10-fold cross-validation was used to optimize the model. The RF model was established by
the random forest [49] package of R 4.0.3 (https://www.r-project.org/ accessed on 5 May
2021). A total of 70% of the training datasets and 30% of the test datasets were randomly
selected, and the model was optimized by 10-fold cross-validation.

The coefficient of determination (R?), root mean square error (RMSE), and relative
error (RE) were computed to evaluate different models using the following equations:

n L 2
R T ©)
i (yi—7)
i (Y — 7:)?
RMSE = EE— (10)
RE =RMSE 100% (11)

where y; and §; are the measured and predicted data, respectively, ¥ is the mean of the
measured parameter, and # is the number of samples.

Areal agreement and the kappa statistic were effective methods for evaluating the di-
agnostic results based on the predicted NNI. The samples of each hybrid were divided into
two groups: N-limiting group (NNI; < NNI;) and N-non-limiting group (NNI, > NNI),
with NNI, and NNI; representing the measured NNI and NNI threshold, respectively.
According to the kappa coefficient, the degree of agreement can be classified into three
levels: fair (0.21-0.40), moderate (0.41-0.60), and substantial (0.61-0.80) [50].

3. Results
3.1. Variation in Maize Nitrogen Status Indicators and Yield

The ANOVA results showed that N rate and hybrid had significant effects on AGB,
PNC, PNU, and NNI at different growth stages (Figures 1 and 2). The interaction between
N and hybrid had a minor effect on these traits (Table S4).
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Figure 1. Measured nitrogen status indicators of different nitrogen rates and growth stages in 2018
(a—d) and 2019 (e-h). The mean and standard deviation are shown (1 = 18). The label “N” refers to
the nitrogen treatments. **, p < 0.01; ***, p < 0.001.
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Figure 2. Measured nitrogen status indicators of different hybrids and growth stages in 2018 (a—d)
and 2019 (e-h). The mean and standard deviation are shown (n = 18). ns, p > 0.05; **, p < 0.01;
#** p <0.001.

The AGB and PNC of the six hybrids increased with the N rate in 2018 and 2019.
The AGB, PNC, PNU, and NNI were significantly different at N levels higher than N60
compared with NO in 2018 (Figure la—d). This trend occurred at N rates equal to or
above N120 in 2019 (Figure le-h). The six hybrids were significantly different at most
growth stages in 2018 and 2019 (Figure 2a-h). The AGB, PNU, PNC, and NNI were
significantly different among the hybrids at the V9 stage in 2018, but only AGB and PNC
were significantly different among hybrids at the V9 stage in 2019 (Figure 2). Maize yield
increased gradually from the NO to the N60 level and reached a plateau at the N60 and
N120 levels (Figure S4).

In summary, N and hybrid significantly affected plant N status indicators at different
growth states. The V9 stage is the key stage for assessing N status because in-season
side-dress N is usually applied around this stage.

3.2. NNI Threshold Values for Different Hybrids

In 2018, it was found that treatments with less than N60 had PNC values below the
critical curve, the PNC values of N60 treatments were close to the curve, and the other
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points of PNC values were above the curve. In 2019, it was found that PNC values with N
rates < 60 kg ha—1 were below the curve, and treatments with N rates > 60 kg ha~—1 had
PNC values near the curve (Figure S3). These results suggested that the curve could be
used under normal climatic conditions, but needed improvement under special climate
conditions such as drought in 2019. Linear plus plateau analysis of NNI and relative yield
showed that the NNI threshold values for different hybrids were 0.99 to 1.17 in 2018 and
0.60 to 0.71 in 2019 (Figure S4). ZD958 had the lowest threshold of 0.99, while XY335 had
the highest threshold of 1.17 in 2018. JQ202 had the lowest threshold of 0.60, while ZD958
had the highest threshold of 0.71 in 2019. The average NNI threshold in 2018 was 40%
higher than in 2019 (Figure S4).

The AONR was determined using the relationship between NNI and N rates for the six
hybrids between 51 and 103 kg ha~! in 2018, with an average of 74 kg ha~! (Figure S5a). In
2019, the AONRs were between 76 and 112 kg ha~!, and 91 kg ha~! on average (Figure S5b).
Based on yield data at different N levels, the AONRs were between 62 and 94 kg ha~! in
2018, with an average of 74 kg ha~!, and from 73 to 109 kg ha~! in 2019, with an average of
85 kg ha~! (Figure 3). The comparison of the linear model and non-linear model is shown
in Table S5. The AONRs determined using these two methods were statistically significant,
with R? being 0.62 and 0.87 in 2018 and 2019, respectively (Figure 4). The KY188 hybrid
had the lowest fertilizer demand and NE31 had the highest fertilizer demand.
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Figure 3. Identification of different AONRs based on yield for different varieties in 2018 (a) and
2019 (b). AONR is the optimal nitrogen application rate. The inflection point of the linear plus
platform equation is defined as the AONR. ***, p < 0.001.
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addition platform of the yield of different nitrogen rates. Red solid line: regression line; gray solid
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3.3. Performance of the Random Forest Model for Estimating N Status Indicators

The ML analysis showed that models using the MS, GLCM, and GC information
performed better than those using MS or the MS and GLCM average of two years, and the
R? was increased by 17.6% and 18.1%, respectively (Table 1). Therefore, the fusion of MS,
GLCM, and GC using the RF model performed the best among the tested strategies for N
status indicator prediction.

Table 1. Validation of different models for measured traits at the V9 stage.

2018 2019
Trait Sensor Type
RMSE R? RE RMSE R? RE
MS 0.11 0.63 9.6 0.70 0.5 26.4
AGB MS+GLCM 0.10 0.63 9.5 0.68 0.52 25.8
MS+GC+GLCM 0.07 0.85 6.2 0.49 0.79 17.1
MS 1.91 0.64 8.8 2.09 0.72 12.8
PNC MS+GLCM 1.95 0.63 8.9 211 0.70 129
MS+GC+GLCM 1.24 0.81 5.6 1.38 0.85 8.1
MS 14.11 0.55 16.5 12.63 0.72 28.1
PNU MS+GLCM 14.26 0.54 16.7 12.58 0.72 28
MS+GC+GLCM 9.88 0.78 11.6 9.00 0.87 17.7
MS 0.11 0.63 9.6 0.11 0.80 16.3
NNI MS+GLCM 0.10 0.63 9.5 0.11 0.79 16.4
MS+GC+GLCM 0.10 0.64 9.4 0.11 0.79 16.4
MS 0.81 0.78 8.59 1.08 0.73 10.84
Yield MS+GLCM 0.82 0.78 8.63 1.08 0.73 10.83
MS+GC+GLCM 0.82 0.77 8.62 1.08 0.73 10.83

Note: The fusion data are MS, GC, GLCM, and N rates of four feature vectors. MS: multispectral data; GLCM:
gray-level co-occurrence matrix; GC: green cover index. Aboveground biomass (AGB), plant N concentration
(PNC), plant N uptake (PNU), N nutrition index (NNI).

Detailed analysis of the NNI prediction models with six hybrids indicated that the
R? of the RF models was 0.72 on average in 2018 and 2019. The R? for the RF-based NNI
prediction models for each of the six cultivars varied from 0.78 to 0.98 (Figure 5a,b). The
areal agreement based on the RF model was 89% in both 2018 and 2019 and the kappa
statistics were 0.82 and 0.85 in 2018 and 2019, respectively.
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Figure 5. Validation of NNI prediction based on the RF model at the V9 stage in 2018 (a) and
2019 (b). The fusion data are MS, GC, GLCM, and N rates of four feature vectors. MS is multispectral
information; GC is structure information; and GLCM is texture information. The green dot represents
each data point. The red solid line is the regression line. The gray dotted line is the 1:1 line. These data
are based on three replicates of six nitrogen rates. Cross-validation was performed during modeling.

3.4. Performance of the RF Model for Yield Prediction

The ML models performed quite well in predicting maize yield, with R? > 0.66
(Table 1). The RF model combined with multi-spectral data fusion (MS+GLCM+GC)
performed slightly better in 2018 (R? = 0.77; RMSE = 8.6%) than in 2019 (R? = 0.73;
RMSE = 10.8%). Hybrid-specific analysis indicated that the R? of the RF models for differ-
ent hybrids at the V9 stage ranged from 0.82 to 0.96, and there were significant differences
among hybrids in 2018 (Figure 6a). The best relationship was observed for KY188 with an
R? of 0.94 and the worst was for NE30 with an R? of 0.86 in 2019 (Figure 6b).
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Figure 6. Validation of yield prediction based on the RF model at the V9 stage in 2018 (a) and
2019 (b). The fusion data are MS, GC, GLCM, and N rates of four feature vectors. MS is multispectral
information; GC is structure information; and GLCM is texture information. The green dot represents
each data point. The red solid line is the regression line. The gray dotted line is the 1:1 line. These data
are based on three replicates of six nitrogen rates. Cross-validation was performed during modeling.

3.5. Diagnosis of N Nutrition Status at the Field Scale

The N status diagnosis map is based on data at the V9 stage. The NNI calculated by
the nitrogen dilution curve has a significant response to different nitrogen treatments. It
received about 1 in the N60 treatment in 2018 (Figure 7a) and 0.71 in 2019 (Figure 7b). The
NNI estimated based on remote sensing data (Figure 7c,d) shows the same trend among
different nitrogen treatments compared to measured NNIL
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Figure 7. The N status diagnosis map at the V9 stage. The N status diagnosis map based on the
measured NNI was shown in 2018 (a) and 2019 (b), respectively. The N status diagnosis map based
on the remote sensing data in 2018 (c) and 2019 (d), respectively. The NNI-M and NNI-S represent
the measured NNI and simulated NNI. The different colors represent different NNI values.

3.6. Evaluation of the AONR Determination Based on the RF Model Estimation of NNI and Yield

The AONR based on the RF model estimated yield was significantly related to the
AONR based on measured yield (R* = 0.68, in 2018; R = 0.54, in 2019; Figure 8a,b), with
about 92% of the points within the error range of 20% of the measured AONR (2018,
RMSE =99 kg ha—1; 2019, RMSE = 8.1 kg ha=1) (Figure 8a,b). Moreover, the AONR based
on the RF-model-predicted NNI was also significantly related to the AONR based on
measured NNI (R? = 0.70, in 2018; R? = 0.71, in 2019; Figure 8c,d), with about 83% of the
points within the error range of 20% of the measured AONR (2018, RMSE = 8.9 kg ha~!;
2019, RMSE = 14.3 kg ha?!) (Figure 8c,d). The R? for the relationship between AONR
calculated by simulated yield and NNI and AONR based on measured yield and NNI
were 0.62 and 0.90, respectively (Table S6). These results indicated that it was feasible to
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diagnose N status and make N recommendations based on NNI and yield predicted using
UAV data and the RF model.
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Figure 8. The relationships of the recommended agronomic optimum nitrogen rate (AONR) based
on simulated and measured yield and simulated and measured nitrogen nutrition index (NNI).
(a) Comparison of AONR calculated by simulated yield and measured yield in 2018 and (b) 2019.
(c) Comparison of AONR calculated by simulated NNI and measured NNI in 2018 and (d) 2019. Red
solid line: regression line; gray solid line: 1:1 line; gray dotted lines: +20% lines; dots of different
colors: data of each genotype. The data were calculated by the mean value of three repetitions.

4. Discussion
4.1. Hybrid Differences in NNI Threshold Values

NNI is a reliable indicator to diagnose crop N status, and the threshold of NNI is
determined by the critical N dilution curve. The parameters of the curve vary by crop
species [9]. For maize, several curves have been developed for different regions [51],
and the construction of a critical N dilution curve is time-consuming and labor-intensive.
The threshold value of NNI is usually set as 1, but it may vary among growth stages or
varieties. In addition to using the standard NNI threshold value of 1, researchers have also
determined the threshold NNI values for different varieties, climate conditions, or field
management practices [10]. Chen et al. [52] suggested that NNI thresholds of 1.00 and
1.25 were suitable for the study area. Zhang et al. [53] reported that the NNI threshold for
different varieties was variable (0.95-1.1).

In this study, the average NNI values of six hybrids were near 1 in 2018, and 0.74 in
2019 (Figure 2), and the NNI of the N60 treatment was near 1 in 2018, but 0.55 in 2019
(Figure 1). It turned out that the N status of different hybrids varied under the influence
of weather conditions in different years. Therefore, there is a need to evaluate the NNI



Agronomy 2023, 13, 1994

13 of 17

threshold values to diagnose N status more accurately. The NNI thresholds of different
hybrids based on the relative yield ranged from 0.99 to 1.15 in 2018, but from 0.60 to 0.71
in 2019, being significantly lower than 1 (Figure S4). A serious drought at the V9 stage in
2019 drastically affected the PNU (Figure S2). In addition, the N requirements of different
hybrids varied in this study, and they would have different NUEs. The results revealed
that the AONR based on the NNI threshold was consistent with the fertilizer rate applied
to obtain the maximum yield (Figure 4). These results indicated that the NNI threshold
values established by this study could be used for effective diagnosis of maize N status.

4.2. UAV Remote Sensing Data Fusion Using Machine Learning for N Status Diagnosis

Compared with proximal sensors, UAV remote sensing has the advantages of real-
time information collection, cost-effectiveness, and high spatial resolution [54]. It has been
used for crop N status diagnosis [24] and yield prediction [55]. This study indicated that
UAV remote-sensing-based ML models performed well in predicting maize NNI and yield
(R? = 0.40-0.81) (Table 1), confirming the findings of previous research.

With the development of spectroscopy technology, canopy spectral, structural, textural,
and other related information has been used to predict plant N indicators and diagnose
N nutrition [56]. Crop canopy spectrum and structure provide complementary data for
yield prediction [57]. Canopy texture features can provide additional information related to
structural features [58]. More studies have been trying to improve plant N status prediction
through data fusion. Multiple spectral data fusion performed better than models using
single spectral information. For example, researchers have combined plant height, canopy
coverage, and vegetation index to predict rice yield [15]. Texture and thermal information
can also be used in data fusion for yield prediction [28]. In this study, 22 canopy spectral
variables were applied to predict crop AGB, NNI, and yield. In general, models using
canopy spectral, structural, and textural data fusion performed better than models using
a single source of data (Table 1). These results are consistent with previous research
results [28]. The texture information is complementary to spectral, structural, and thermal
data, thereby increasing crop trait predictions [59].

In the past, several statistical models using spectral indices have been applied to
predict crop AGB, PNC, and yield [60,61], and ML methods have also been increasingly ap-
plied for the data analysis of remote sensing [62,63]. The relationships between vegetation
indices and plant traits are generally nonlinear. ML models can consider both linear and
nonlinear relationships and can improve the prediction of plant traits with spectral indices.
So, the RF method has been applied to predict plant traits with spectral data [34,64]. More
ML methods should be applied to improve plant N status prediction and diagnosis, like
deep learning [65], or by combining remote sensing data with genetic, environmental, and
management information [34].

4.3. Implications for Maize Management and Breeding

Nitrogen diagnosis is of great significance to crop N management. UAV remote sensing
can be used for the detection of plant N deficiency and in-season N recommendation [33,60],
which can improve agricultural sustainability [66]. This study determined the NNI thresh-
old values of different hybrids based on the NNI and relative yield (Figure S5). The AONRs
of these hybrids ranged from 63 kg ha=! to 109 kg ~! in this study. That was significantly
lower than the AONR based on a meta-analysis (from 146 kg ha=! to 180 kg ha=1) [67].
This may be because of the N deposition in North China (47.1 kg N ha=! yr—!) [68] and
the maize monoculture model for consecutive years in the experimental area. Moreover,
high-throughput UAV remote sensing data were used with the ML method for efficient NNI
prediction and in-season N recommendation (Figure 5). This strategy can provide technical
support for improving N status diagnosis and in-season N management in farm conditions.

The results of this study are also of great value to maize breeding [69]. The vegetation
indices and other data based on the UAV images have great value for high-throughput
phenotyping applications [70]. Canopy traits and vegetation indices have been used as pre-
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dictors of LAI and the photosynthetic capacity of wheat [71]. This study demonstrated that
UAV remote sensing can be used to predict maize AGB, PNC, PNU, NNI, and yield across
different hybrids more efficiently. This will save time, labor, and cost in maize breeding.

5. Conclusions

The results showed that the NNI threshold values varied with years and maize hy-
brids, based on the linear plus plateau model analysis of relative yield and NNL N status
indicators were well estimated using UAV multi-source remote sensing data fusion with an
RF regression model. Data fusion significantly improved the prediction of AGB and PNU
but did not work better in the prediction of NNI and yield compared with using one source
or two sources of UVA remote sensing data. The AONR values based on predicted NNI
or yield for different maize hybrids using multi-source remote sensing data were similar
to those based on measured NNI and yield. It is concluded that fusion data and using
ML models can improve in-season maize N status diagnosis and N recommendation for
different hybrids compared to only using spectral data. This method has the potential to
improve N management in maize production and maize breeding.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/agronomy13081994/s1, Table S1. Basic physical and chemical
properties (0-20 cm) of soil in 2018; Table S2. The hybrids information; Table S3. Definitions of the
features extracted from different sensors; Table S54. ANOVA of aboveground measured traits; Table S5.
The ANOVA analysis of linear and linear plus plateau model; Table S6. The AONR calculation by
yield and NNI for 2018 and 2019; Figure S1. Information of experiment location. (a) The location of
the experiment sites. (b) The experimental plot layout of different nitrogen rates; Figure S2. Daily
precipitation information during the growing season. 2018 (a) and 2019 (b); Figure S3. Evaluation of
the existing critical N dilution curve for spring maize in North China with measurement phenotype;
Figure S4. Identification of the threshold of nitrogen nutrition index (NNI); Figure S5. The response
of NNI to nitrogen application rate for each variety.
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