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Abstract: Accurately summarizing Nitrogen (N) content as a prelude to optimal N fertilizer application
is complicated during the vegetative growth period of all the crop species studied. The critical
nitrogen (IN) concentration (Nc) dilution curve is a stable diagnostic indicator, which performs plant
critical N concentration trends as crop grows. This study developed efficient technologies for different
organ-based (plant dry matters (PDM), leaf DM (LDM), stem DM (SDM), and leaf area index (LAI))
estimation of Nc curves to enrich the practical applications of precision N management strategies.
Four winter wheat cultivars were planted with 10 different N treatments in Jiangsu province of
eastern China. Results showed the SDM-based curve had a better performance than the PDM-based
curve in N nutrition index (NNI) estimation, accumulated N deficit (AND) calculation, and N
requirement (NR) determination. The regression coefficients ‘a” and ‘b” varied among the four
critical N dilution models: Nc = 3.61 x LDM %19 R2 = 0.77; Nc = 2.50 x SDM4 R2 =(.89;
Nc =4.16 x PDM04, R? = 0.87; and Nc = 3.82 x LAI %%, R? = 0.81. In later growth periods,
the SDM-based curve was found to be a feasible indicator for calculating NNI, AND, and NR,
relative to curves based on the other indicators. Meanwhile, the lower LAI-based curve coefficient
variation values stated that leaf-related indicators were also a good choice for developing the N curve
with high efficiency as compared to other biomass-based approaches. The SDM-based curve was the
more reliable predictor of relative yield because of its low relative root mean square error in most of
the growth stages. The curves developed in this study will provide diverse choices of indicators for
establishing an integrated procedure of diagnosing wheat N status, and improving the accuracy and
efficiency of wheat N fertilizer management.
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1. Introduction

Nitrogen (N) is the main limiting nutrient element for crop production globally [1-3].
N management has always been a significant trouble in Chinese agricultural production, which has
attracted the attention of crop scientists [4,5]. Excess N application negatively affects the growth of
wheat and degrades natural environments [6]. Hence, N nutrient diagnosis is essential for crop N
fertilizer precision application.

N uptake indicators (e.g., plant N uptake, leaf N uptake) are used to assess the N status of
crops [4,7,8], though these indicators cannot comprehensively explain the trends in each growth stage.
In 1981, Salette and Lemaire reported the ‘N dilution” phenomenon, which was caused by changes in the
biomass ratio of leaf to shoot during crop growth and self-shading of leaves [9,10]. In 1994, Justes et al.
described that the critical N concentration (Nc) represents the minimum N level necessary to attain
the maximum crop growth rate [11]. The N concentration of different crop organs shows different
time-series trends during the various crop growing stages [12,13]. In recent years, agronomists have
used the crop growth rate, leaf area index (LAI), and plant dry matter (PDM or DM) to calculate the Nc
and its changes during crop growth [14,15]. These diagnostic indicators for crop N can be derived
from the N concentration of different crop tissues (e.g., leaf, stem, and spike) or whole crops [15].
Furthermore, it was shown that critical N concentration trends are efficient for real-time estimation of
N deficit, yield, or yield targets depending on various N rates in different sites [16,17].

Relative to the typical critical N calculation methods (plant dry matter (PDM)-based N
dilution curves), many scholars have explored PDM (or DM) of different organs and leaf area
index-based N dilution curves [15,18-20]. These new approaches redefined the N dilution concept and
helped to develop crop simulation dynamic models in a physiologically functional manner, to overcome
differences associated with genotypic and environmental factors [21]. Although PDM-based methods
provide detailed information regarding N uptake in a crop, they ignore variations in the seasonal
and spatial distribution of the crop N status [22]. Therefore, PDM-based approaches are hard
to adapt to modern mechanized field production. Leaf area index (LAI) can be estimated
by both non-destructive or destructive methods, and the latter generally relies on its relative
accuracy and convenience [4]. Notably, LAl is a fundamental agronomic parameter for monitoring
plant growth status, yield prediction, and optimization of fertilizer N management in agricultural
management practices [17]. Vegetation remote sensing technology can be used to calculate PDM and
LAI directly. However, the effect from the interaction between the sun radiance and plant canopies
decreased the accuracy of PDM and LAI estimation [17,23,24].

The critical N dilution curves developed in recent decades are different from the classic ones,
and most previous studies monitored the N concentration of individual leaves by non-destructive
field methods [21,25,26]. While these methods exaggerated the proportion of N in structural tissues,
they ignored the effects of the shading of upper leaves, abiotic stress, and decreased N concentration
during the various growth stages [27]. Moreover, the partitioning of dry matter transforms the trends in
dilution curve changes by redistributing the PDM/N and LAI/N relations, which declines the reliability
of these methods [12]. Total aboveground PDM consists of leaf DM (LDM) [18], stem DM (SDM) [28],
and spike DM [29], though the critical N concentration dilution curves are typically based on PDM.
Although leaves are the major photosynthetic organs, LDM- and SDM-based curves of wheat have
rarely been reported in recent years. Besides, leaves have a high response to N fertilization [30,31],
while SDM is the main factor for determining whole-plant DM in later growth stages [19]. While both
SDM and LDM significantly affect PDM during vegetative growth, SDM is considered the determinant
of N dilution in the entire plant because SDM is always significantly higher than LDM in most growth
stages [28]. However, the application of crop models is limited because most Nc curves in existing crop
models were established more than 20 years ago, and were mostly developed based on PDM [32,33].
Thus, the development of new Nc models based on different organs is required to ensure multi-source
data for the application of crop models. Besides, more studies are required to evaluate whether only one
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critical Nc dilution curve can be applied based on different crop parameters. Further, updates of the
parameters of critical N dilution models are urgently required to expand the application of this concept.

To quantify the N dynamics in cropping systems, an understanding of N supply and demand,
and the fundamental processes controlling N absorption and distribution in crop organs is required.
Previous studies conducted under different climates developed the N dilution curves of winter wheat
using PDM, LAl and specific organs (leaf and stem). Subsequently, we comprehensively explored
wheat N dilution curves on different tissues bases to determine the differences and the relationship
among them. Furthermore, this present work also proposed to investigate the more reliable and robust
plant basis or approach for in-season estimation of wheat N nutrition. This study was also the first-ever
most comprehensive comparison of critical N curves in different genotypes and tissues in winter wheat.
These results will provide various indicator choices for diagnosing wheat N status and guide the
sustainability of intensive agricultural management.

2. Materials and Methods

2.1. Experimental Design and Crop Management

These field experiments involved 10 multi-N rates (0 to 360 kg ha~!), 4 winter wheat cultivars
(including Ningmail3 (NM13), Xumai30 (XM30), Yangfumai4 (YFM4), and Huaimai20 (HM20)),
and were carried out at 3 different locations in the Jiangsu province of eastern China. These four
cultivars are the most farmer-preferred in the local planting region. Among them, NM13 and YFM4
are middle-maturing types, while XM30 and HM20 are mid-latter maturing types [34]. A plot size
of 6 m x 8 m (48 m?) and a row spacing of 0.25 m were used in all experiments. All five trials were
conducted in a completely randomized block design in three replications per experiment. Two equal
splits were applied (50% before sowing and 50% at the jointing stage) for N fertilizer management.
Before application, soil sampling was measured at a depth of 20 cm (this depth captures the potential
root zone). For all treatments, potassium and phosphorus fertilizers were compounded into the
soil before sowing as monocalcium phosphate (Ca(H,POy);, 105 kg P,Os ha™') and potassium
chloride (KCl, 135 kg K,O ha™!). Detailed information on N rates, sampling, and soil characteristics
are summarized in Table 1. Experiments 1, 2, and 3 were used to develop Nc curves based on different
organ values; experiments 4 and 5 were applied to validate the performance of the established models.
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Table 1. Basic information about five field experiments conducted in Jiangsu province.

40f19

Experiment No. Location Soil Characteristic Cultivar Nitrogen Rates (kg ha™1) Sampling Period
organic matter =30.5 g kg_1 NM13 0(NO0)
Rueao total N = 2.49 mg kg™ XM30 90(N2)
Experiment 1 (2012-2013) (3227° E g120.76° N) available P = 52.63 mg kg‘l 180(N5) Feekes 3,7, 10, 10.5, 10.7
’ available K = 93.48 mg kg_1 225(N6)
300(N8)
organic matter = 24.6 g kg ™! NM13 0(NO)
Rueao total N = 1.87 mg kg ! XM30 75(N1)
Experiment 2 (2013-2014) (32.27° E %20.760 N) available P = 57.84 mg kg™ 150(N4) Feekes 3,7, 10,10.5,10.7
’ available K = 96.32 mg kg™~! 225(N6)
300(N8)
organic matter =27.3 g kg‘1 NM13 0(NO)
, Rugao total N = 2.09 mg kg~ YFM4 120(N3)
Experiment 3 (2014-2015)  (3777° E, 120.76° N) available P = 55.43 mg kg ! HM20 225(N6) Feckes3,7,10,105,107
available K = 95.28 mg kg~! 330(N9)
organic matter =26.4 g kg_1 NM13 0(NO0)
. Huai’an total N = 1.99 mg kg™ YFM4 120(N3)
Experiment 4 (2014-2015)  (3359° E, 118.88° N) available P = 58.54 mg kg1 HM20 225(N6) Feekes 3,7,10,105, 107
available K = 93.36 mg kg ! 330(N9)
organic matter =355 g kg‘1 HM20 0(NO)
Sihon total N = 1.55 mg kg ™! XM30 90(N2)
Experiment 5 (2015-2016) (33.36° E 11§26o N) available P = 45.83 mg kg~ 180(N5) Feekes 3,7,10,10.5,10.7
R available K = 80.72 mg kg ™! 270(N7)
360(N'10)

Note: ‘NM13’ represents Ningmail3, XM30’ is ‘Xumai30’, “YFM4’ means Yangfumai4, ‘HM20’ is Huaimai20. Feeks 3-10.7 represents different growth stages.
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2.2. Weather Information of Study Site

These three eco-sites (Rugao, Huai’an, and Sihong) are typically characterized by a subtropical
monsoon climate with a hot rainy summer and a mild light rainy winter. The cumulated rainfall of
these three sites ranged from 812.25 to 1143.25 mm, and a similar average temperature of these three
sites approached to 15 °C. However, the daily distribution of rainfall and average temperature during
the wheat growing season varies considerably among the three sites [35].

2.3. Plant Sampling and Measurement

About 20 coherent plants were taken at the tillering (Feekes 3), early jointing (before dressing,
Feekes 6), late jointing (Feekes 7), booting (Feekes 10), heading (Feekes 10.5), and flowering (Feekes 10.7)
stages as samples from each plot during the vegetative period in three sites. The samples included leaf
(green leaf blade), spikes (when Feekes > 10), and stems (culm plus sheath). The green leaf area was
determined by a leaf meter (LI-3000, LI-COR, Lincoln, NE, USA), then the LAI was calculated by the
number of plants and tillers per square meter. Samples were dried at 105 °C for about 30 min to halt
metabolic processes, then drying was continued in an 80 °C forced-draft oven until a constant weight
was attained. After, each sample was ground to powder, stored in a dried room at 20 °C, and then passed
through a 1-mm-diameter sieve in a Wiley mill. During the N concentration-determined process,
0.2 g of powder were digested with H,O, and H,SOy, then a continuous-flow auto-analyzer AA3
was used to determine N concentration (Bran + Luebbe, Hamburg, Germany). Grain yield was
calculated at maturity based on the harvest from a 1 m? random section in each plot, then dried to a
14% moisture content.

2.4. Statistical Analysis

According to the method proposed by Justes et al. in 1994 [11], the critical N points were measured
by IBM, and SPSS Version 20.0 (IBM Corporation, Armonk, New York, NY, USA) was used for the
analysis of variance in each year, sampling date, winter wheat cultivar, and general linear model (GLM)
among agronomic indicators (like PDM, LDM, SDM, and LAI). Multiple comparisons tests were used
(least-significant difference, LSD; p < 0.05) to detect significant pairwise treatment parameters.

The linear regression relationships between NNI and accumulated N deficit (AND) on a plant
basis and those based on SDM, LDM, and LAI at each growth stage during the vegetative period were
established using GraphPad Prism 5 software (GraphPad Software, San Diego, CA, USA).

2.4.1. Constructing Critical N Dilution Curves

Critical Nc curves (Equation (1)): where N, means critical nitrogen (N) concentration,
DM represents dry matters) were constructed following the procedures reported by Justes et al. [11].
Data of N sub-optimal N growth and supra-optimum N growth plots were used to develop
the new models. This work defined sub-optimal N growth treatment according to whether N
application significantly increased crop growth. Meanwhile, the supra-optimal N growth treatment
represents N application, which cannot affect crop growth substantially. Since the measured Nc
decreased with increasing LAI, LDM, PDM, and SDM, the allometric function (Freundlich model)
was optimal.
N =axDM™, (1)

2.4.2. Maximum and Minimum N Dilution Curves

The maximum (Npax) and minimum N dilution curves (Npi,) were established to set the ranges for
the upper and lower limits. Npax (the maximum or upper N uptake curve) was attained by increasing
N treatments for the crop to achieve maximum N accumulation rates. Meanwhile, Np,;, curves are
described as a lower limit when N metabolism would soon stop. In this study, Npin corresponds to the
minimum N taken up by plants. The most excess N treatment data points represent Npyax, while Npin
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was calculated using the most sub-optimal treatment data points for which the N rate was zero (NO
check plots) [11,36,37].

2.4.3. N Nutrition Index Calculation

NNI at each growth stage was calculated using Equation (2) [11]:

Na
[=— 2
NN Ne’ 2)

where Na represents the observed N concentration, while Nc means the critical or optimal
N concentration. Once NNI = 1, N nutrition levels are optimal. Meanwhile, NNI < 1 or NNI > 1
represent limited and excess N status, respectively.

2.4.4. Determining Accumulated N Deficit

AND (kg ha™!) at each growth stage was determined by Equation (3) [37]:
AND - Ncna - Nna, (3)

where N¢p, indicates the critical N growth condition (N accumulation), while Ny, is N accumulation
under actual N applications. AND = 0 represents that the plant N nutrition is optimal; while in
AND < 0, crop has excessive N nutrition; and if AND > 0, crop is grown in N-deficient conditions.

2.4.5. Relative Yield Calculation
Equation (4) [16] was used to calculate the relative yield (RY):

Y;

Ymax

RY =

/ )

where Y; represents the yield under different N levels, and Ymax represents the maximum yield in each
site in different years.

2.4.6. Relative Root Mean Squared Error (rRMSE)

rRMSE = J % X Z (P; — Qi) x % (5)
i=1 i

where ‘n’ represents the number of samples, P; is the simulated value, Q; is the measured value, and Q;

is the average measured value. This method was used to test the model in this study was independent
data verification.

3. Results

3.1. Conmstructing the Maximum, Critical, and Minimum N Dilution Curves Based on Different DM
Components

The data from experiments 1, 2, and 3 were used to construct four critical N concentration dilution
curves based on various DM components (i.e., LDM, SDM, and PDM) and LAI (Figure 1). Critical N
concentrations for LDM, SDM, PDM, and LAI were in the ranges of 0.65-3.25, 0.57-8.79, 1.06-12.34,
and 1.03-8.37 t ha™!, respectively. The SDM curve had the lowest value of coefficient ‘a’ in Equation (1),
while the PDM-based curve had the largest value. Meanwhile, the LDM-based curve had the lowest
value of coefficient ‘b” in Equation (1), while the SDM-based curve had the largest value. In the LDM-,
SDM-, PDM-, and LAl-based N dilution curves, coefficients ‘a” and ‘b” were within the ranges of



Agriculture 2020, 10, 500

7 of 19

2.50-4.16 and 0.19-0.44, respectively. The determination coefficients (R?) for the LDM-, SDM-, PDM-,
and LAlI-based N dilution curves were in the range of 0.79-0.89.

(&)}
Py
Y
-

Nmax= 3.92 LDM-0-15

»
T

w
T

Nc=3.61 LDM-0-1®

Leaf N concentration(%)

& R?=0.77
1 } Nmin= 2.62 LDM-0-25
R2=0.54
o 1 1 1 1 J
0 1 2 3 4
Leaf dry matter (t-ha)
5
Nmax= 4.67 PDM-0-37
4 R? = 0.82
Nc= 4.16 PDM-0:41

R?2=0.87

w

N

—_

Nmin = 2,66 PDM-0-52
R?=0.77

Plant N concentration(%)

o

3 6 9 12 15
Aboveground dry matter(t-ha)

- N w H» 3]

Stem N concentration(%)

o

- N w H» (3]

Plant N concentration(%)

o

0 2 4 6 8

Nmax= 3.25 SDM-0-45
Rz=0.79

Nc =2.49 SDM-046
R?=0.89

Nmin = 1.51 SDM-049

Stem dry matter(t-ha)

Nmax = 4,38 LAI0-34
R?=0.77

Nc=3.82 LAI-0-3¢

Nmin= 2.22 LAI-0-46
R?2=0.48

4
LAI

Figure 1. Comparison of critical, maximum, and minimum N dilution curves in wheat on a different
basis (a): leaf dry matter basis; (b): stem dry matter basis; (c): plant dry matter basis; (d): leaf area

index basis).

We also constructed LDM, SDM, PDM, and LAIbased on Ny, and Nmax dilution curves using data
obtained from the highest and lowest N application treatments, respectively. Regression coefficients ‘a’
and ‘b’ of the LDM, SDM, and PDM were based on Nmax and N,y dilution curves, respectively, and
LAI values were within the ranges of 3.18-4.67, 0.15-0.45, 1.46-2.66, and 0.25-0.52, respectively.

3.2. Relationships between PDM-Based and LDM/SDM/LAI-Based NNI and AND Values

We determined the correlations between LAI / organ-based N and the entire plant-based N
parameters for wheat at different growth stages to identify an alternative and potentially most suitable
method for seasonal assessment of crop N status (to replace the PDM procedure) (Figures 2 and 3).



Agriculture 2020, 10, 500

8of 19

Spring re-growth Jointing
IO [(b) A
[72]
®14 [ _ -
[ y = 0.9175x + 0.066 y = 1.0164x - 0.0059
2 R? = 0.9249 (LAI) R? = 0.9535 (LAI)
=11 - o
(=]
@ o AR
=08 | A : " .
9 y = 0.5829x + 0.369 S y,{,‘l?g%;(fgﬁf
3 0.5 & R2=0.9104(LDM) ’ S
5 | - =1.0947 x - 0.
y =0.9211 x - 0.0100 L
5 R? = 0.8982 (SDM) Rris0at/io0u)
g 0.2 1 1 1 J 1 1 1 1 J
2 Booting Heading
c - -
§'7 [ (d)
=
514 L A
€ y =1.0145x - 0.025 y = 1.0615x - 0.1887
R? = 0.9727 (LA 2=
§., | (LAI) | Re=0.9972 (LA) Al
£ OLDM
Z08 X -
Y = 0.4593x + 0.4493 = 0.6012x+0.3083
o5 | R? =0.9006(LDM) i R? = 0.8781 (LDM)
) y =1.1082 x - 0.0554 y = 1.0420 x + 0.0243
02 . R?=0.9737 (SDM) . R? = 0.9359 (SDM)
02 05 08 11 14 17 02 05 08 11 14 17

Nitrogen nutrition index on PDM basis

Figure 2. The relationships about nitrogen nutrition index (NNI) between plant dry matter based

and leaf area index, leaf dry matter, and stem dry matter based at different growth stages (a—d means
relationship between PDM basis NNI and other indicators based NNI in different growth stages).
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Figure 3. The relationships about accumulated nitrogen deficit (AND, kg ha~!) between plant dry
matter (PDM) and leaf area index, leaf dry matter, and stem dry matter based at different growth stages
(a—d means relationship between PDM basis AND and other indicators based NNI in different growth

stages).
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The abscissae of the critical N concentration curve plots refer to the NNI, and AND is calculated
based on PDM; ordinates refer to NNI, and AND is calculated on LDM, SDM, and LAI bases. R? values
for the NNI curves in the spring re-growth, jointing, and booting stages were within the range of
0.87-0.99 (Figure 2). The highest calculated R? value was for the relationship between the critical
Nc dilution curve, based on SDM, and the critical N concentration dilution curve based on PDM.
The lowest R? value was obtained for the relationship between curves based on LDM and PDM. During
the heading stage, the most substantial calculated R? value was for the correlation between the LAI
dilution curve and the PDM curve.

R? values for the AND (kg ha™!) curves in the spring re-growth period were in the range of
0.86-0.97. The highest R? value was for the relationship between the LDM dilution curve and the
PDM curve. The R? value was lowest for the relationship between curves based on LAI and PDM.
The largest R? value during the jointing, booting, and heading stages was for the relationship between
SDM and PDM curves. The lowest R? value during the jointing stage was for the correlation between
LAI and PDM curves. The lowest value during the booting and heading stages was for the relationship
between the LDM and PDM curves. Thus, the stronger relationship was between SDM and PDM
curves during the jointing to heading stages. Leaf-based indicators (LAI, LDM) performed well in
some of the stages compared with the PDM-based method.

3.3. NNI and AND Values from Four Critical N Dilution Curves

This study distinguished suboptimal, optimal, and super-optimal N supply by estimating
NNI and AND, thus confirming that they are applicable for diagnosing N status. Figure 4 shows
the changes in NNI values (after seeding) using the LDM, SDM, LAI, and PDM dilution curves.
In Figure 4, the trends of the different organ-based NNI value showed slightly different changes.
From these figures, we found that changes in the NNI value were very different. In Figure 4a,c,d, most
NNI values were less than one in total growth stages under NO-2, while Figure Figure 4b indicated
that NO-N1 were lower than one all the time. We observed dynamic changes in the NNI values of
different growth stages, and the NNI trends of different organs were different. On the same sampling
dates, NNI values were the highest when N supplementation was the highest. When NNI was less
than 1.0, the values were shown to decrease over time after seeding. When NNI exceeded 1.0, the
values first decreased, then increased, and finally decreased again.

Figure 5a-d present the values of AND overtime after seeding, as calculated from curves based on
LDM, SDM, LAI, and PDM, respectively. On the same sampling day, the higher the N concentration,
the smaller the calculated AND value. When N was insufficient, AND increased over time. Under
excessive N supply, AND values first increased, and then decreased.
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of different critical N dilution curves (a): leaf dry matter basis; (b): stem dry matter basis;
(c): plant dry matter basis; (d): leaf area index basis).
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3.4. Relationships between RY and NNI Based on the Four N Dilution Curves

The correlation between RY and NNI during the wheat vegetative growth period was used to
estimate grain yield. Using four critical N dilution curves, we expressed RY as the two-stage linear of
NNI at different stages of vegetative growth (Figures 6 and 7).
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Figure 6. Relationships between relative yield (RY) and nitrogen nutrition index (NNI) on the bases
of different critical N dilution curves at different growth stages (Dataset from experiments 4 and 5;
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Figure 7. Relationships between relative yield (RY) and nitrogen nutrition index (NNI) on the basis of
different cultivars’ critical N dilution curves (dataset from experiments 4 and 5; (a,e,i,m): Ningmail3;
(b,£,j,n): Xumai30; (c,gk,0): Yangfumai4; (d,h,1,p): Huaimai20).

R? coefficients and values of inflection points were used to compare the different curves. During the
spring re-growth stage, the SDM curve was the best predictor of RY (Figure 6). During the jointing stage,
the R? values of the four curves exceeded 0.9, and relative root mean square error (rRMSE) ranged
from 0.07-0.09. A comparison of the performance of these indicators based on NNI values showed
that the SDM-based curve had the highest variance of RY. In the booting stage, the LDM curve showed
optimum performance with the biggest R? (R? = 0.937, rRMSE = 0.05). During the heading stage,
the PDM curve explained the best variance in predicting RY (R? = 0.944, rRMSE = 0.05). In the
SDM-based NNI prediction model, the highest R?> was obtained with relatively lower rRMSE in
different growth stages, except during booting. As shown in Figure 7, we observed a strong correlation
between agronomic indicators based on NNI and RY, which also gave the highest variances in
the various cultivars. Among all these correlations, thresholds were variable for different varieties,
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while PDM-based NNI values showed more reliability than the other three indicators based on
NNI (0.86 < R? < 0.91, 0.06 < rRMSE < 0.09). In some of the growth stages, like booting, leaf-based
indicators showed better RY prediction than other indicators.

3.5. Comparing the Newly Calculated Curves with Other Critical N Dilution Curves

We constructed a series of specific critical N concentration dilution curves based on plant organ
DM (leaf and stem) and LAI to diagnose crop N status and guide precise fertilizer management.
Here, we compared these curves with those that have been reported previously [11,35,38] (Figure 8).
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Figure 8. Comparison of the critical nitrogen dilution curves with other curves in wheat on
different bases (a): plant dry matter basis; (b): leaf dry matter basis; (c): leaf area index basis.

As shown in Figure 8a, the minimum critical N concentration dilution curve was the lowest for
Canada spring wheat and the highest for French winter wheat. Critical N concentrations calculated
by our model were comparable to those for winter wheat in northern China. The values closely
coincided in the early growth stage, but our model gave slightly lower values for the late growth stage.
The range of the French winter wheat model based on PDM was 1.5-12 t ha™'. The yield range
for the Canada spring wheat model was 1.18 to 6.79 t ha™' and 1.0-9.65 t ha! for the northern
China winter wheat model. All the calculated critical N concentrations were within the range of
1.06-12.34 t ha™! (Figure 8a). Figure 8b compares critical N concentration dilution curves based on LDM.
The obtained values (0.65-3.25 t ha™') exceeded those reported by Yao et al. [18] (0.52-2.64 t ha™),
especially in the early growth stage. Figure 8c compares critical N concentration models based on LAI
The critical N concentrations obtained in this study (1.03-8.37 t ha™!) exceeded those of Zhao et al. [21]
(0.57-7.5 t ha™!). Our values were slightly higher during the early growth stages but slightly lower in
the late growth phase.
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4. Discussion

In this study, the wheat N dilution curves based on leaf-related indicators (LAI and LDM) and
plant DM contents (PDM and SDM) were developed to compare these curves with existing ones for
assessing the N status of winter wheat in east China, thus providing different choices to meet the
requirement of in-season crop N status estimation.

4.1. Comparison of Different Organ Indicator-Based Nitrogen Dilution Curves

The values of the regression coefficients ‘a” and ‘b’ in the four critical N concentration dilution
curves differed significantly. The values for parameter ‘a’” of spring wheat in Canada [38], winter wheat
in France [11], and that of the present study were significantly different (Figure 8a), indicating that
different wheat cultivars have different N accumulation abilities. On the other hand, this difference
might also be associated with the initial N uptake capacity and soil N supply during the early growth
stages of wheat [39]. The differences in parameter ‘b’ among the three critical N dilution curves suggest
that the descent rate of N was different. However, the Nc curves developed in China were different
from the other two Nc dilution curves developed in France and Canada. In China, the PDM-based
curve developed in this study was similar to the curve established in the North China Plain [35],
although the PDM parameter was different. The curve established by Yao et al. [18] was comparable
to the LDM-based curve constructed in this study (Figure 8b). However, the parameter ‘a’ in this
paper was larger than the curve established by Yao et al., whereas the parameter ‘b’ was markedly
higher than Yao’s. These differences indicate that N absorption is affected by climatic conditions, water,
and other factors [40].

The curve constructed in this study (Figure 8c) and the previous curve established by Zhao et al. [21]
are very similar, indicating that leaf area expansion in similar growth circumstances would have
small changes. LAI-based Nc curves also performed well in wheat N diagnosis compared with the
PDM-based approach, which provides a valuable research topic ranging from the scale of leaves to
fields and regions due to LAl remaining consistent when the spatial resolution changes, thus being easy
to estimate from remote sensing [21]. For the leaf indicator-based methods, LAI-based curves showed
slight differences in three sites, while the LDM-based curve performed differently in different sites.
The LDM and SDM curves were different from PDM curves, indicating that the N accumulation rate
between different wheat organs differs during the vegetative growth period.

The stem/leaf ratio explains the differences between the curves based on SDM and LDM.
The differences in the value of the regression coefficient ‘a’” between curves based on PDM and
LAI may be explained by the bi-compartmental accretion of N in plant organs (about the biomass/N
content ratio of the entire plant). Stress responses also change the bi-compartmental distribution of
PDM between plant organs, which in turn affects the shape of the dilution curves [41]. The AND and
RY exhibited significant differences in different wheat genotypes on PDM, LDM, and SDM bases but
non-significant differences in the case of the LAI basis, indicating that leaf area expansion was uniform
in both wheat types in this study under sub-optimal, optimal, and supra-optimal N supplies.

The present work also analyzed the performance of the leaf-based approaches (LAl and LDM),
especially LDM-based N parameters, which might be an appropriate substitute for PDM-based
N parameters in remote sensing wheat N management. Ata-Ul-Karim et al. also reported a
similar point in paddy rice [15]. Moreover, the quick, real-time, and non-destructive field methods
used in modern agriculture, such as a chlorophyll meter, hyper-spectral meter, remote sensing,
and digital photography, generally monitor N concentration at a single leaf or on a canopy basis,
instead of an entire plant basis [22]. Meanwhile, the strong relationship between N concentration
and the leaf chlorophyll or area could differ as well, where points were either well grouped in one
year or more wheat genotypes [42]. Therefore, Nc curves based on different tissues can provide more
choices for the diagnosis of crop N nutrition status. Notably, the SDM-based dilution curve is a reliable
and potential alternative for estimation of plant N status, while leaf-based Nc curves provide a quick
approach in real-time wheat N management.
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4.2. Application of N Dilution Curves in Winter Wheat Production

The estimation of NNIand AND using specific organ dry matters and LAl at different growth stages
of wheat, instead of only using the PDM method, helps it better understand the concept of N dilution in
crops [15]. Moreover, plant growth is the sum of metabolic and structural components, which require
N for metabolic and structural processes [21]. For evaluation of the status of sub-optimal N, Figure 4
shows that the crop was in N-deficient conditions, and N topdressing was necessary. In Figure 5,
the AND of NO-N2 treatments was needed. While, for supra-optimal treatments N3 and N4, high N
status was obtained in most growth periods. However, PDM- and LAl-based NNI values were
higher than LDM-based NNI values between sowing and booting, under N3 and N4 rates. As for
NO-N2 treatments, PDM- and LAl-based NNI values were lower than LDM-based NNI values.
In this study, the LDM-based Nc model was used for diagnosis of leaf N status, while the leaf N uptake
was different from plant N uptake, and a similar phenomenon was reported by Yao et al. [18]. The N
fertilizer dose increased the SDM, which was affected by variations in stem N concentration. Similar
results in paddy rice were also reported by Ata-Ul-Karim et al. [28].

Seasonal estimation of wheat yield is essential for precision agricultural practices and can be a
handy tool in food provision management [43]. However, these correlations are inconsistent across
different regions and are rarely applied to varied N conditions [8,44]. The relationship between RY
and the determined NNI based on the critical N dilution curve can display the accuracy of grain
yield prediction [45]. This work also proved the NNI-based model is suitable for application in grain
yield prediction. The stable relationships identified in this study in the jointing, booting, and heading
stages are not consistent with previous reports for wheat [21]. As shown in Figure 6, the slopes and
thresholds among the four cultivars were different in most growing seasons. However, the PDM and
LAI threshold approaches were similar, while more than that of the other two organs methods before
heading stages. According to Figure 7, we obtained similar thresholds in the four different cultivars.
The thresholds were always higher than one in LAI- and LDM-based NNI. For the performance of
SDM-based NNI, the threshold was diverse, ranging from 0.95 to 1.1. Table 2 indicates that all the
P-values were higher than 0.05, suggesting that the slopes and thresholds were not cultivar sensitive.
Ata-Ul-Karim et al. [15] and He et al. [45] reported similar findings.

Table 2. The effects of growth stages and cultivars were tested by the analysis of variance tests.

Source Growth Stage x Slope  Growth Stage X Threshold Cultivar X Slope  Cultivar X Threshold

F value 0.776 0.646 1.156 0.591
p value 0.519 0.593 0.347 0.627
R? 0.09 0.075 0.139 0.069

Note: F value, p value, and R? are the statistic values in the analysis of variance tests.

This work also indicated that the different organ-based NNI values gave similar accuracies
in the diagnosis of wheat N status. Low rRMSE values proved that RY prediction models based
on these four organs performed well and stably in RY prediction (Figure 9, 0.05 < rRMSE < 0.07,
threshold = 0.98 or 0.97, 0.83< R? < 0.90). Further studies are still needed in diverse wheat
production regions. Meanwhile, less robust relationships exist between RY and NNI in different
growth stages [46]. This study identified that a different NNI value is necessary to enrich the indicator
group for simulating the growing status, to develop ideal crop models. Most of the Nc curves in existing
crop models were established more than 20 years ago and are PDM based, which limits their application
in crop models [47]. Thus, although the PDM-based curve was the most reliable predictor of RY,
the other three critical N concentration dilution curves we constructed also performed sufficiently well.
However, many papers have proposed variation in the partitioning of DM among different plant
organs under stress conditions (water deficit and extreme temperature etc.), which influences the
PDM/N and LAI/N relations and causes changes in the shape of the dilution curve [48], which limits
their acceptance of PDM- and LAl-based methods as reliable methods [49]. Therefore, these four
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indicators are all (PDM, LAI, LDM, and SDM) good indicators for wheat N status management in
different conditions.
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Figure 9. Relationships between different basis nitrogen nutrition index (NNI) values and relative
yield (RY) (a-d means different indicators based NNI values, a is PDM basis, b means LAI basis,
¢ represents SDM basis, d is LDM basis).

5. Conclusions

The present study is the first comprehensive attempt to evaluate critical N dilution curves based
on different crop organ values in winter wheat. Positive relationships between Nc and organ values
are shown in Figure 1, which were similar to the results of other scholars (PDM, LAI, leaf DM,
stem DM, and panicle DM). These relationships among PDM-based and LAI/LDM/SDM-based NNI
and AND indices showed that the SDM-based curve has the potential for use as an alternative to the
PDM-based approach (SDM-based NNI estimation: 0.97 > R? > 0.90; SDM-based AND calculation:
0.97 > R? > 0.95). Although the LDM-based critical N concentration dilution curve performed best
when NNI was used to diagnose N status, NNI calculated from the SDM-based curve can predict
grain yield well enough (0.95 > R? > 0.80; 0.10 > rRMSE > 0.05). N parameters on LAI or LDM
(leaf basis) in-season estimation using non-destructive tools will lead to judicious N diagnosis and
yield prediction in some of the growth stages. This work suggests that the current approach for using
whole plant biomass/N relationships to explore the N dependence of various crop growth stages
should be expanded to include LAl/organ dry matter relationships for the development of N dilution
curves for different crops. This study also indicated the low rRMSE values in RY prediction based on
these four organ-related Nc curves (0.05 < rRMSE < 0.07, threshold = 0.98 or 0.97, 0.83< R? < 0.90).
Results stated that the performance of Nc curves is different in each growth stage; thus, farmers can
choose an appropriate indicator (LAl based, SDM based, or DM based) for diagnosing wheat N nutrient,
RY prediction, and applying N fertilizer management.
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