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ABSTRACT

Background: Maize-soybean relay-intercropping (MSg) is a famous system of crop
production in developing countries. However, maize shading under this system
directly affects the light quality and intensity of soybean canopy. This is a challenging
scenario in which to implement the MSy system, in terms of varieties selection,
planting pattern, and crop management since the duration of crop resource utilization
clearly differs.

Methods: Therefore, this experiment aimed to elucidate the effect of leaf excising
treatments from maize top to fully clarify the needs and balance of light quality and
intensity of intercrop-soybean under MSg in field conditions. The effects of
different leaf excising treatments (T0, no removal of leaves; T2, removal of two
topmost leaves; T4, removal of four topmost leaves; T6, removal of six topmost
leaves from maize plants were applied at first-trifoliate stage (V;) of soybean)

on photosynthetically active radiation transmittance (PARy), red to far-red ratio
(R:FR), morphological and photosynthetic characteristics and total biomass
production at second-trifoliate stage (V,), fifth-trifoliate stage (Vs5), and
flowering-stage (R;) of soybean were investigated through field experiments for
2-years under MSg.

Results: As compared to TO, treatment T6 increased the PARy and R:FR ratio at
soybean canopy by 77% and 37% (V,), 70% and 34% (V5), and 41% and 36% (R;),
respectively. This improved light environment in T6 considerably enhanced the leaf
area index, SPAD values and photosynthetic rate of soybean plants by 66%, 25%
and 49% at Ry, respectively than T0. Similarly, relative to control, T6 also increased
the stem diameter (by 29%) but decreased the plant height (by 23%) which in turn
significantly increased stem breaking strength (by 87%) by reducing the lodging
rate (by 59%) of soybean plants. Overall, under T6, relay-cropped soybean produced
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78% of sole soybean seed-yield, and relay-cropped maize produced 81% of sole maize
seed-yield. Our findings implied that by maintaining the optimum level of PARy
(from 60% to 80%) and R:FR ratio (0.9 to 1.1), we can improve morphological and
photosynthetic characteristics of soybean plants in MSg. Therefore, more attention
should be paid to the light environment when considering the sustainability of
MSy via appropriate planting pattern selection.

Subjects Agricultural Science, Ecology, Plant Science
Keywords Light intensity, Relay intercropping, Soybean, Light quality, Shade

INTRODUCTION

Millions of human being in populated (China and India) and developing countries (Pakistan)
live on a small scaled agricultural farm (FAO, 2013). Most of these self-supporting family
farms are fronting big challenge to produce enough amount of food to fulfill the needs
of increasing human-population under agricultural resources (Verschelde et al., 2013)
and in changing climatic conditions (Payero et al., 2006). In the present scenario,
intensification of agriculture can be used to increase crop (Phalan et al., 2011). To ensure
high crop, it is important to follow optimum agriculture practices like the selection of
suitable cropping systems and area-specific varieties which have the ability to utilize
sun-light and land resources more efficiently (Raza et al., 2018a, 2018b; Zhang et al., 2015).
Intercropping is the system of growing two or more crops in the same area (Lithourgidis
et al., 2011). As compared to mono-cropping, intercropping considerably increases the
crop yield by effective utilization of land and water (Inal et al., 2007). Relay-intercropping
of legumes with cereals is the well-known practice in many countries (Dhima et al.,
2007), is suggested to be used for its overall economic profitability, suppression of insect,
pests, and weeds, environment-friendly services and high productivity (Echarte et al,
2011). Maize-soybean relay-intercropping system (MSg), is one of the main types

of intercropping systems and widely practiced in areas where crop season is very short
for two crops (Coll et al., 2012; Monzon et al., 2014; Yang et al., 2015).

In MSg, maize is normally sown in narrow-double rows in April and harvested in
August. The soybean is seeded in wide-double rows in June and harvested in October
(Yang et al., 2014). Under this system, the reproductive phase of maize and seedling phase
of soybean crop overlap approximately for 9 to 10 weeks. Thus, this system can be
used for agricultural production where the planting season for double crops is too small.
Furthermore, MSg enhances the soil productivity due to the fixation of nitrogen by
soybean which in turn decrease the requirement of nitrogen fertilizers (Stern, 1993).
However, soybean plants are extremely responsive to shading conditions (Wolff &
Coltman, 1990) and soybean plants in MSg suffered from maize shading during their
vegetative growth period that increased the plant height and it became more vulnerable
to lodging as shade increases. Lodging in plants inhibits the transportation of
photo-assimilates, nutrients, and water which in turn reduces the crop yield (Li et al., 2014;
Zuber & Kang, 1978). Soybean lodging is a major problem of MSy (Liu et al., 2015),
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therefore, to investigate further how we can reduce the lodging rate of soybean plants
during the co-growth period in MSy is an important research question.

Light is the most important abiotic factors for plant growth (Yang et al., 2018b), and any
change in the light environment (light quality and quantity) brings significant changes
in the morphology and physiology of soybean plants (Wu, Gong ¢» Yang, 2017).
Shading conditions negatively affect the central processes of plants such as leaf growth,
photosynthesis, and biomass production (Kong et al., 2016; Wu et al., 2018). Similarly,
shading disturbs the carbon status of crops because the demand for photo-assimilate
accelerated while its production reduces (Lichtenthaler et al., 1981; Su et al., 2014).
Additionally, the pattern of photo-assimilates utilization into expensive operations, such as
the production of protective proteins enhances with under heavy shading environments
(Yang et al., 2018a). However, previously it has been reported that plant tolerance to
shading is improved at a higher photosynthetic rate, adequate and uninterrupted light
availability should be considered to investigate the response of plants to shading (Rijkers,
Pons ¢ Bongers, 2000). Crop biomass accumulation is mainly dependent on the current
rate of photosynthesis (Feng et al., 2018), and shading conditions significantly lowers
the photosynthetic rate of soybean plants (Yang et al., 2018a) which decreased the leaf area
and biomass accumulation of soybean plants in MSg (Ahmed et al., 2018; Khalid et al.,
2019). Overall, these results suggest a close relationship between photosynthetic rate and
available light (Feng et al., 2018). Therefore, it is vital to study the effect of changing light
environment on soybean photosynthesis in field conditions to understand the
photosynthetic process of soybean plants in the MSg system.

Thus, in this present study leaves were removed from maize canopy to study the impacts of
increasing photosynthetically active radiation transmittance (PARy) on soybean growth in
MSg. The aims of the present study were: (a) to determine the impact of leaf excising on light
quantity and quality at soybean canopy in MSg; (b) to investigate the effect of this change
in light environment on the morphology, physiology, and biomass production of soybean
under MSg. This experiment provides new insight to improve the seedling growth of soybean
plants in MSg. The outcomes will be useful for developing innovative agronomic practices
or planting patterns for the betterment of soybean growth during the co-growth period in MSg.

MATERIALS AND METHODS

Research location and planting material

Field trails were carried out from April to November in 2017 and 2018 at the Modern
Research Farm of Sichuan Agricultural University, Yaan (29°59'N, 103°00'E, altitude
620 m), Sichuan Province, P. R. China. The semi-compact cultivar of maize (Zea mays L.)
Zhenghong-505 and shade-tolerant cultivar of soybean (Glycine max L.) Nandou-12 was
used in both years. These are the major summer cultivars of maize and soybean and

are extensively used in Southwest of China (Liu ef al., 2016).

Weather and soil characteristics
The experimental site has a humid climatic condition with an average annual temperature
of 16 °C and rainfall 1,200 mm. The weather data which includes monthly rainfall, average
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Table 1 Monthly rainfall, average temperature, humidity, and wind speed from March to October in the growing seasons of 2017 and 2018.

Month Years

2017 2018

Rainfall Average Humidity (%) Wind Rainfall Average Humidity (%) Wind

(mm) T (°C) speed (m s™") (mm) T (°C) speed (m s™")
March 41.1 15.63 56.34 0.31 26.7 14.11 55.37 0.31
April 65.5 19.39 62.27 0.47 53.5 19.14 57.31 0.44
May 93.7 22.45 66.31 0.55 113.1 23.52 56.36 0.56
June 167.1 26.41 61.37 0.43 151.7 25.54 56.45 0.43
July 205.7 27.73 84.43 0.75 185.4 29.19 62.39 0.39
August 126.8 28.66 65.99 0.61 223.6 27.72 80.14 1.26
September 172.5 22.32 79.21 0.87 146.3 23.55 54.35 0.82
October 214 19.48 57.29 0.42 59.4 17.68 77.87 0.49
March—October 893.8 22.75 66.65 0.55 959.7 22.56 62.53 0.59

temperature, humidity, and wind speed during the planting seasons from 2017 to

2018 is presented in Table 1. Every year, disk plough was used to plough the field.

The physiochemical characteristics of soil at Yaan are: pH = 6.6, organic matter 29.6-gram
kilogram ™, total N = 29.8-gram kilogram™, = 1.6-gram kilogram™, total P = 1.28-gram
kilogram ™, total K = 16.3-gram kilogram ™", available N = 317.1 milligram kilogram ™",
available P = 42.2 milligram kilogram™", and available K = 382.1 milligram kilogram ™",
in 0-20 cm soil layer.

Experimental design and details

In this field experiment, a randomized block design was used, with six treatments and three
replicates. The MSk was used in this study. Within the MSg—described here as the
introduction of soybean rows between the rows of maize at tasseling stage—presence of
maize plants adds complexity in terms of spatiotemporal (light intensity and quality)
dynamics for resource-use (Fig. 1). The MSg used narrow-wide row planting pattern with
alternating strips of maize and soybean. Every strip in MSg contains two maize rows
and two soybean rows (2:2). Row to row distance between maize to maize and soybean to
soybean row was 40 cm, and 60 cm distance was maintained between maize and soybean.
For sole soybean (SS), 50 cm distance was kept between the rows, and for sole maize
SM, 70 cm distance was kept between the maize rows. The size of each experimental plot
was 6 X 6 m. Both varieties were overseeded and thinned to keep the planting density of
six plants m™> for maize and 10 plants m ™~ for soybean in MSg, and similar planting
density of maize (six plants m~) and soybean (six plants m*) was kept in SS and SM.
The maize crop was sown in the second week of April in 2017 and 2018, and harvested in
the first week of August 2017 and 2018. Soybean was sown on in the second week of
June 2017 and 2018 and harvested in the last week of October 2017 and 2018. Basal
nitrogen at 135 kg ha™" as urea, phosphorus at 72 kg ha™" as calcium superphosphate, and
potassium at 90 kg ha™" as potassium sulfate were applied in MSk and SM. At the V4 stage
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Figure 1 Schematic representation of the maize-soybean relay-intercropping system considered in
the present experiment. Full-size K&l DOT: 10.7717/peerj.7262/fig-1

Lin all maize

of maize, the second dose of nitrogen for maize plants was applied at 75 kg ha™
rows. The nitrogen, phosphorus, and potassium at 75, 40, and four kg ha™" as urea, calcium
superphosphate, and potassium sulfate, respectively were basally applied for soybean,

and both crops were grown on rainfall water.

Treatments

Maize crop was grown up to the silking stage (June 30, 2017 and June 28, 2018) of maize,
then following leaf removal treatments by cutting different numbers of leaves from the
top of maize were set up in MSg to change the light environment (quantity and quality)
at soybean canopy (Fig. 2): (1) TO (no removal of leaves); (2) T2 (removal of topmost
two leaves from maize plants); (3) T4 (removal of topmost four leaves from maize plants);
(4) T6 (removal of topmost six leaves from maize plants); (5) SS sole cropping of soybean
and (6) SM sole cropping of maize. In addition, the soybean was at V; stage when leaf
excising treatments were applied.

Measurements

Light environment

The measurement of photosynthetically active radiation (PAR) in all treatments

(leaf removal treatments in MSg and SS) was done to illustrate the changes in the light
environment of soybean seedlings. The PAR in different treatments of MSg and SS was
determined at the second-trifoliate stage (V,), fifth-trifoliate stage (Vs), and flowering
stage (R;) of soybean in 2017 and 2018. For this purpose, the sensors of the light
measuring-instrument were placed on the horizontal arm of the observing scaffold, which
was 30 cm above the ground level. All the measurements were performed every 10 cm
between the maize rows of different treatments using LI-191SA quantum sensors (LI-COR
Inc., Lincoln, NE, USA) with LI-1400 data logger. Additionally, the incident PAR was
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Figure 2 Schematic representation of maize canopy as affected by leaf excising treatments from 2017
to 2018 growing season. The TO0 (A), T2 (B), T4 (C), and T6 (D) represent the no removal, removal of
two, four, or six leaves, respectively, from maize canopy at V stage of soybean under relay-intercropping
system. Full-size K&l DOT: 10.7717/peerj.7262/fig-2

simultaneously determined using LI-190SA quantum sensors (LI-COR Inc., Lincoln, NE,
USA) at the top of maize canopy under MSg. The PAR of each treatment was measured
thrice from 10:00 am to 12:00 am on a clear day and average was estimated. Then the
PAR7 at soybean plants was determined by using the following formula (Serrano,
Gamon & Periuelas, 2000):

I
PAR Transmittance = I—S x 100
m

Where Is and Im are the PAR at the top of soybean and maize top.

After the determination of light intensity, changes in light quality (red to far-red
ratio (R:FR)) was measured at V,, Vs, and R; of soybean by using HR350 (Hipoint Inc.,
Gaoxiong, Taiwan) from 360 to 760 nm. The red to far-red light ratio was determined
by dividing the red light (R, 655-665 nm) by the far-red light (FR, 725-735 nm)
(Hertel et al., 2012).

SPAD values and photosynthetic characteristics

SPAD values of soybean leaves were measured by using SPAD 502 Minolta chlorophyll
meter at V,, Vs, and R, from all experimental plots in both years. Li-6400 portable
photosynthesis-system (LI-COR Inc., Lincoln, NE, USA) equipped with LED
leaf-chamber was utilized for photosynthetic characteristics measurement of soybean
leaves. The photosynthetic characteristics (stomatal conductance (Gs), intercellular
CO, concentration (Ci), transpiration-rate (Tr) and photosynthetic-rate (Pn)) were
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!, steady light-intensity of 800 (wmol m2s™"),

determined under flow rate of 500 pmol s~
vapor pressure deficit of 3.5 mmol mol ™', environment temperature of 25 °C and a
CO, concentration of 400 (wmol mol™*) (Yang et al., 2017). In addition, three expanded
leaves of soybean plants were chosen at V,, Vs, and R;, and photosynthetic
characteristics were measured from all treatments. Measurements of photosynthetic

characteristics were done from 10:00 am to 11:00 am on a clear day.

Morphological parameters

At V,, Vs, and Ry, 20 soybean seedlings from the middle rows of every treatment were
selected, the plant height was measured from base to top and Vernier caliper was used
to determine the stem diameter. Lodging rate of soybean plants was measured by the
following procedure (Liu et al., 2016): when the angle between soybean stem and ground
was less than 30° it was considered as a lodged plant. The basal internode was used to
determine the stem breaking strength of soybean plants by using the digital plant lodging
tester according to the previously described method (Liu et al., 2015).

Leaf area index and total biomass accumulation

The leaf area index (LAI), total biomass accumulation and distribution in different plant
parts were measured at V,, Vs, and R;. A total of 10 soybean plants from each treatment
were sampled destructively, and the maximum leaf width and length were measured

by using a ruler. Leaf area was determined by multiplying the leaf-width, leaf-length,
and crop-specific co-efficient factor of 0.75 for soybean (Gao et al., 2010). For total
accumulation of biomass and its distribution in various plant parts, 20 consecutive soybean
plants were destructively sampled from every treatment at V,, Vs, and R;. After that all the
sampled plants were divided into various plant parts of soybean plants (root, stem, and
leaves) and placed it in oven for 1 hat 105 °C to kill the fresh-tissues and dried at 65 °C
to get the constant weight before final weighing of each plant part of soybean for total
biomass accumulation and distribution analysis.

Maize yield

To assess the impact of leaf excising treatments on seed yield of maize and soybean under
MSy. At maturity, four m” plants of both crops (maize and soybean) were collected from
each treatment. Then sampled plants of maize and soybean were sun-dried for 6 days.
After that, the dried maize and soybean plants were threshed and weighed to measure
the seed yields (kg ha™') of maize and soybean plants under all treatments.

Statistical analysis

All the obtained data for each parameter was analyzed by using Statistix 8.1 (Raza et al.,
2018b). The ANOVA technique and least significant difference (LSD) test were used
to measure the impact of leaf excising treatments on the light environment,
morphological characteristics, SPAD values, photosynthetic parameters, LAI, total
biomass accumulation and its distribution, and maize seed yield. All the means were
compared at 5% probability level (Steel ¢ Torrie, 1960).
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Table 2 Effects of leaf excising treatments on incident-PAR and PAR-transmittance of soybean canopy at second-trifoliate stage (V,), fifth-
trifoliate stage (Vs), and flowering-stage (R,) under sole cropping and relay intercropping system from 2017 to 2018.

Years Treatments Growth stages
V, Vs R,
PAR PAR; (%) PAR PARy (%) PAR PAR; (%)
(wmol m—2 s7%) (wmol m2 s7%) (umol m 2 s71)
2017 TO 556.7° 33.0° 675.24 39.6¢ 997.94 59.2¢
T2 728.5¢ 4324 849.9° 49.9° 1,162.5° 69.1°
T4 859.2° 50.9° 983.4° 57.8° 1,308.8° 77.8°
T6 1,052.9° 62.4° 1,180.7° 69.2° 1,402.9° 83.4°
SS 1,687.7° 100° 1,703.6* 100° 1,680.7° 100°
LSD 102.75 5.72 150.80 8.39 115.93 6.98
2018 TO 636.9° 38.9° 695.8¢ 41.9¢ 1,026.2° 62.2°
T2 751.0° 45.9° 887.2° 53.3° 1,210.0¢ 73.4¢
T4 942.0° 57.6° 1,016.3 61.0% 1,336.2¢ 81.1°
T6 1,063.9° 65.1° 1,164.2° 69.7° 1,450.9° 88.0°
SS 1,636.8° 100° 1,667.2* 100° 1,648.3° 100°
LSD 144.60 8.83 167.59 9.41 77.24 457
ANOVA
Year (Y) NS NS NS NS * NS
Treatments (T) * * * * * *
Interaction (Y x T) NS NS NS NS NS NS

Notes:

The PAR refers to photosynthetically active radiations, and TO, T2, T4, and T6 represent the no removal, removal of two, four, or six leaves, respectively, from maize
canopy under relay-intercropping system. The SS refer to sole cropping system of soybean. Means are averaged over three replicates. Means that do not share the same
letters in the column differ significantly at P < 0.05.

NS, non-significant; *, significant.

RESULTS

Light quality and intensity

At R;, the mean values for PAR and PARt showed that different leaf removal treatments
had a significant impact on PAR and PARy at soybean canopy, while year showed non-
significant effect on PAR and PARy (P < 0.05). Similarly, there was non-significant
interaction of year x leaf excising treatments at all sampling stages (Table 2). In both years,
plants in SS always obtained the higher PAR and PARy than those under TO, T2, T4,
and T6 in MSgr. However, the leaf removal treatments increased the PAR at soybean top
in MSg. Compared to TO, the PAR in T2, T4, and T6 at soybean canopy increased by
24%, 51%, and 77% (V5), 27%, 46%, and 71% (Vs), and 17%, 31%, and 41% (R,)
respectively, their PARt were 36%, 55%, and 65% (V), 42%, 53%, and 71% (V), and 61%,
72%, and 86% (R;) of SS, respectively (mean values in 2017 and 2018). Furthermore, PAR
and PARy showed a similar trend in the following order: T6 > T4 > T2 > TO0.

The ratios of red (R) to far-red (FR) light at soybean top under SS and MSy were
measured, as presented in Fig. 3. Different leaf excising treatments and years had a
significant and non-significant (P < 0.05) effect on the R:FR ratio, respectively (Table 3).
Under SS, the highest value of R:FR ratio was 1.46 at V5, while the lowest value was 1.40 at
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(A) Secod-Trifoliate Stage (B) Fifth-Trifoliate Stage (C) Flowering Stage

BT0 T2 OT4 mMT6 OSS BTO T2 OT4 MT6 OSS ETO T2 OT4 WMT6 OSS

R:FR Ratio
R:FR Ratio

2017 2018 2017 2018 2017 2018
Years Years Years

Figure 3 Changes in red to far red ratio (light quality) of the soybean canopy as affected by leaf excising treatments from 2017 to 2018 growing
season. (A), (B) and (C) refer to second-trifoliate stage (V,), fifth-trifoliate stage (Vs), and flowering-stage (R;), respectively. The TO0, T2, T4, and T6
represent the no removal, removal of two, four, or six leaves, respectively, from maize canopy under relay-intercropping system. The SS refer to sole
cropping system of soybean. Means are averaged over three replicates. Bars show + standard errors, (n = 3). Within a bar, different lowercase letters
show a significant difference (P < 0.05) between treatments. Full-size Kal DOI: 10.7717/peerj.7262/fig-3

Table 3 ANOVA results for effects of years (Y), leaf excising treatments (T) and their interactions (Y x T) on red to far red ratio, stem
breaking strength (N), stem diameter (mm) and leaf area index at second-trifoliate stage (V,), fifth-trifoliate stage (Vs), and flowering-
stage (R,), and seed yield (kg ha™') of maize and soybean under sole cropping and relay intercropping system from 2017 to 2018.

Factors Red to far ratio Stem breaking strength Stem diameter Leaf area index Seed yield
V, Vs R, V, Vs R, V, Vs R, V, Vs R; Maize  Soybean
Years (Y) NS NS NS NS * NS * * * NS NS * * *
Interaction (Y x T) * * NS NS NS NS NS NS * * NS NS NS *
Notes:

Significance level (*P < 0.05).
NS, non-significant; *, significant.

V, in both years. For MSg, the maximum R:FR ratios 1.11, 1.16, and 1.35 at V,, Vs and R;,
respectively, were measured in T6, whereas minimum values 0.84, 0.90, 1.03 at V,, V5, and
R,, respectively, were noted under T0. However, the differences in R:FR ratios between
sole-cropped and relay-cropped soybean were decreased from TO to T6. Furthermore,
the interactive effect of year and leaf excising treatments was found significant and
non-significant at V,, and Vs and R, respectively (Table 3).

SPAD values and photosynthetic parameters
The leaf SPAD values from V, stage (i.e., two fully trifoliate) to R, stage (i.e., start of
flowering) of soybean leaves are showed in Table 4. Leaf excising treatments significantly
(P <0.05) affected the SPAD vales of soybean leaves at all stages. At the V, stage, the SPAD
values of soybean leaves were similar in all treatments but was quickly differentiating
thereafter. At R, (third stage of measurement), among all the treatments, SS had achieved
their maximum SPAD values. However, in MSg, the highest SPAD values were noticed
under treatment T6 followed by T4, T2, and TO in both years. Moreover, the interactive
effect of leaf excising treatments and year for SPAD values was found non-significant
at V,, Vs, and R, (Table 4).

Compared with T0, Pn, and Tr increased significantly under leaf removal treatments
(T2, T4, and T6), while Gs and Ci of soybean leaves were decreased at V,, Vs, and R,
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Table 4 Effects of leaf excising treatments on SPAD values, plant height (cm), lodging rate (%) and total biomass (g plant™) of soybean plants
at second-trifoliate stage (V,), fifth-trifoliate stage (V;), and flowering-stage (R;) under sole cropping and relay intercropping system from

2017 to 2018.

Years Treatments SPAD values Plant height (cm) Lodging rate (%) Total biomass (g plant™)
vV, Vs R, vV, Vs R, vV, Vs R, vV, Vs R,
2017 TO 247N 268%  202¢ 198 437 576 133N 3674 433*  L11¢ 4.4¢ 10.3¢
T2 25.1 206 320° 196° 421 560 117 283° 351 1.26° 4.8¢ 12.5¢
T4 255 31.0° 344°  184° 388> 530° 101 233> 283 133 5.4° 15.7°
T6 257 33.7%  376°  173° 3245 464° 83 166> 2174 1.38° 6.1° 18.7°
SS 25.8 365  409°  151¢ 283Y 401¢ 51 8.3¢ 1334 1.63° 7.3* 24.0°
LSD 1.87 2.86 2.63 1.08 232 317 1203 1210 1101  0.07 0.52 3.07
2018 TO 251N 2019 31.1° 221 51.9°  68.7° 11.7% 283*  383° 1.35° 4.8° 12.5¢
T2 253 3084 33.0° 202%™  479°  639° 101 233 317%°  1.50¢ 5.2° 13.6°
T4 25.4 3265 348 189%™  441° 564> 83 2160 233%  167° 6.1° 17.3¢
T6 25.7 36.4°  379° 178%™  384° 512° 67 133° 1176 1.80° 6.8° 21.5°
SS 26.4 405 433 163°  331° 435% 33 6.7° 10° 1.97° 7.9° 25.7%
LSD 2.84 2.56 4.07 2.72 131 521 1067 759 1391  0.06 0.73 3.19
ANOVA
Year (Y) NS NS NS NS * * NS NS NS * * NS
Treatments (T) NS * * * * * NS * * * * *
Interaction (Y x T) NS NS NS NS NS * NS NS NS * NS NS
Notes:

The TO, T2, T4, and T6 represent the no removal, removal of two, four, or six leaves, respectively, from maize canopy under relay-intercropping system. The SS and SM
refer to sole cropping system of soybean and maize, respectively. Means are averaged over three replicates. Means that do not share the same letters in the column differ

significantly at P < 0.05.
NS, non-significant; *, significant.

(Table 5). The photosynthetic rate of T2, T4, and T6, respectively increased by 7%, 20%,
and 47% at V,, 10%, 24%, and 34% at Vs, and 11%, 23%, and 33% at R, than those under
T0 in MSg (Table 5). Moreover, the photosynthetic characteristics of soybean leaves at
R, followed a similar trend to that at V, and V5 stages, whereas Pn under T4 and T6
considerably increased. Interestingly, the Pn of soybean leaves at V5 and R; under T6 did
not differ significantly from that of under SS (Table 5). In addition, the interactive
effect of leaf excising treatments and year for Pn, Gs, and Tr was found significant,
while for Ci it was found significant at all stages.

Morphological characteristics

These observed measurements supported the quantitative determination of morphological
parameter changes between the MSg and SS. The plant height (Table 4) and lodging rate
(Table 4) of soybean plants under MSk were significantly (P < 0.05) higher than SS at
all stages. Meanwhile, the opposite results were found for stem breaking strength and stem
diameter. However, leaf removal treatments in MSg considerably improved the growth of
soybean plants by decreasing the plant height and lodging rate in both years. Overall,
the plant height and lodging rate at R, stage were decreased by 5%, 13%, and 23%, and
18%, 37%, and 59% in T2, T4, and T6 than T0 treatment under MSg, whereas, the stem
breaking strength (Fig. 4) and stem diameter (Fig. 5) of soybean plants under T2, T4,
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Table 5 Effects of leaf excising treatments on photosynthetic characteristics of soybean canopy at second-trifoliate stage (V,), fifth-trifoliate
stage (Vs), and flowering-stage (R;) under sole cropping and relay intercropping system from 2017 to 2018.

Years  Treatments Photosynthetic rate Stomatal conductance Transpiration rate Intercellular CO, concentration
(umol CO, m™2s7") (mol H,0 m™2s™") (mmol H,0O m™2s™") (umol CO, m2s7")
vV, Vs R, vV, Vs R, vV, Vs R, vV, Vs R,
2017 TO 7.0¢ 1144 1284 031* 038 0.62° 199 251 340° 3265° 368.3° 349.5°
T2 78%  125°  144°  024°  035°  054° 204 2607 369%  3219° 35922 331.0°
T4 8.6° 142°  161°  022° 030 049%™ 215 281 3965  304.7° 344.9° 320.9°
Té6 109°  17.0°  192* 018 0279 044  239°  3.02° 430° 2825° 319.7° 291.1¢
SS 1310 1717 19.9° 02170 024% 0359 261 317°  476°  2504° 279.1° 271.0¢
LSD 058 1.0 093 001 0.05 0.08 0.12 013  0.10 21.87 24.96 14.81
2018  TO 8.2d 1239 143% 033*  044° 073° 236°  253% 3529 2846° 310.7% 430.2°
T2 85 1365 1565 030 040 059 272°  275¢ 365  267.9° 292.3° 397.7°
T4 9.6° 152°  172° 027 038°  054° 293¢ 337 384°  2461° 264.1° 383.1°
T6 11.6°  181*  21.1*  025°  033° 047  3.89° 406" 447°  239.7° 24359 359.7°
SS 143 185°  21.4* 024  026° 035 468"  479° 525°  2124¢ 231.1¢ 327.3¢
LSD 056  1.07  0.18* 0.04 0.05 0.06 0.62 056  0.11 12.75 17.00 16.63
ANOVA
Year (Y) * * * NS NS NS NS * NS * NS NS
Treatments (T) « « . . « . . " «
Interaction (Y x T) NS NS NS NS NS NS NS NS NS * *
Notes:

The TO, T2, T4, and T6 represent the no removal, removal of two, four, or six leaves, respectively, from maize canopy under relay-intercropping system. The SS refer to
sole cropping system of soybean. Means are averaged over three replicates. Means that do not share the same letters in the column differ significantly at P < 0.05.
NS, non-significant; *, significant.
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Figure 4 Changes in the stem breaking strength of soybean plants as affected by leaf excising treatments during 2017 to 2018 growing season.
(A), (B) and (C) refer to second-trifoliate stage (V,), fifth-trifoliate stage (V5), and flowering-stage (R;), respectively. The T0, T2, T4, and T6
represent the no removal, removal of two, four, or six leaves, respectively, from maize canopy under relay-intercropping system. The SS refer to sole
cropping system of soybean. Means are averaged over three replicates. Bars show * standard errors, (1 = 3). Within a bar, different lowercase letters
show a significant difference (P < 0.05) between treatments. Full-size 4] DOT: 10.7717/peerj.7262/fig-4

and T6 increased by 15%, 28%, and 47%, and 4%, 11%, and 22%, respectively as compared
to TO treatment. The changes in plant height, lodging rate, stem diameter, and stem
breaking strength at V, and V5 under all treatments followed a similar pattern with those
at R, stage. Furthermore, at Ry, the interactive effect of leaf excising treatments and year
for plant height (Table 4), lodging rate (Table 4) and stem breaking strength (Table 3)
was found non-significant, while it was found significant for stem diameter (Table 3).
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Figure 5 Changes in the stem diameter of soybean plants as affected by leaf excising treatments during 2017 to 2018 growing season. (A),
(B) and (C) refer to second-trifoliate stage (V,), fifth-trifoliate stage (Vs), and flowering-stage (R;), respectively. The T0, T2, T4, and T6
represent the no removal, removal of two, four, or six leaves, respectively, from maize canopy under relay-intercropping system. The SS refer to
sole cropping system of soybean. Means are averaged over three replicates. Bars show + standard errors, (n = 3). Within a bar, different
lowercase letters show a significant difference (P < 0.05) between treatments. Full-size K&l DOI: 10.7717/peerj.7262/fig-5
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Figure 6 Variations in the leaf area index of the soybean plants as affected by leaf excising treatments during 2017 to 2018 growing season. (A),
(B) and (C) refer to second-trifoliate stage (V,), fifth-trifoliate stage (V's), and flowering-stage (R,), respectively. The T0, T2, T4, and T6 represent the
no removal, removal of two, four, or six leaves, respectively, from maize canopy under relay-intercropping system. The SS refer to sole cropping
system of soybean. Means are averaged over three replicates. Bars show * standard errors, (n = 3). Within a bar, different lowercase letters show a
significant difference (P < 0.05) between treatments. Full-size k&) DOT: 10.7717/peerj.7262/fig-6

Leaf area index and total biomass accumulation
The LAI showed significant (P < 0.05) variations from V, to R; of soybean, under different leaf
removal treatments. In both study years, the LAI was enlarged rapidly from V, to R; of
soybean and reached to highest value at R; of soybean. Across the treatments, at R; stage, the
mean highest soybean LAI under SS was 101%, 79%, 43%, and 21% higher than those of under
TO, T2, T4, and T6, respectively (Fig. 6). Interactive effect of leaf excising treatments and
year for LAI was noted significant at V, and non-significant at V5 and R, (Table 3).
Furthermore, different leaf excising treatments significantly affected the total biomass
(g plant™") production of soybean at different sampling stages in both years (Table 4).
In this experiment, SS always produced higher biomass as compared to different leaf
removal treatments under MSg. However, the treatments T4 and T6 resulted in
average higher biomass of soybean (16.5 and 20.1 g plant ™', respectively) at R, stage, than
other treatments in relay-intercropping. The total biomass accumulation of soybean
plants exhibited the trend SS > T6 > T4 > T2 > TO0 (Table 4). For example, at R; stage,
for treatment T6, it increased the biomass of soybean by 76% during the planting
seasons as compared to TO. Interactive effect of leaf excising treatments and year for
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Table 6 Effects of leaf excising treatments on total biomass accumulation and distribution in root,
stem, and leaves of soybean plants at second-trifoliate stage (V,), fifth-trifoliate stage (Vs), and
flowering-stage (R,) under sole cropping and relay intercropping system from 2017 to 2018.

Years Treatments Biomass Distribution (g plant™)

Vv, Vs Ry
Roots Stem Leaves Roots Stem Leaves Roots Stem Leaves
2017 TO 0104 0529 049  031° 222° 183 070° 3.88% 5709
T2 0.12° 059 056°  034%  239% 205 085 497 6659
T4 012 063° 057° 038 242 264°  1.07° 630" 8.36°
Té6 013 067 058" 043> 257° 306 127° 747° 995°
SS 0.15*  0.69° 0.80° 051 296 379 163 996°  12.42°
LSD 000 004  0.05 003 033 049 013 155 156
2018  TO 0.12° 066 056% 034° 243> 203 085¢ 428¢ 7379
T2 013 074 062 037% 267 217° 093¢ 530¢ 7394
T4 0.15° 076 0.74°  043° 254° 314"  118° 6.63° 945
Té6 0.16° 077° 0.88° 048> 287° 343 144® 868> 1137°
SS 0.18* 0.81* 099° 055 3.17° 415  177° 1040° 13.53"
LSD 000 008 0.6 003 069 035 016 156  1.86
ANOVA
Year (Y) * * * * NS NS NS NS
Treatment (T) * * * * * * * * *
Interaction (Y x T) * NS * NS NS NS NS NS NS
Notes:

The TO, T2, T4, and T6 represent the no removal, removal of two, four, or six leaves, respectively, from maize canopy
under relay-intercropping system. The SS refer to sole cropping system of soybean. Means are averaged over three
replicates. Means that do not share the same letters in the column differ significantly at P < 0.05.

NS, non-significant; ¥, significant.

total biomass was found significant and non-significant at V,, and Vs and Ry,
respectively (Table 3). In this experiment, we also measured the distribution of biomass
among different plant parts of soybean and we observed that the leaf removal
treatments changed the pattern of biomass distribution between root, stem, and leaves
of soybean plants (Table 6). At V, and V5, the highest distribution of biomass was
measured in stem followed by leaves and root under TO and T2 treatment, whereas,
the increasing light intensity treatments T4 and T6 translocated the maximum amount
of biomass to leaves (photosynthetic parts) than stem and root of soybean plants.
Moreover, the biomass distribution in photosynthetic parts was increased substantially
at Ry, and the mean maximum biomass distribution in leaves (13.0 g plant_l) was found
in SS. However, the leaf removal treatments accelerated the biomass allocation to
leaves, and the highest biomass allocation to leaves 7.0, 8.9, and 10.7 g plant™" was
observed in T2, T4, and T6, respectively (Table 6). On average, at R; stage, root, leaves
and stem biomass increased by 45%, 36% and 59% under T4 and 75%, 98% and 63%
under T6 in comparison with T0, respectively. Moreover, the interactive effect of leaf
excising treatments and year for biomass distribution to roots, stem, and leaves was
found non-significant at R; stage (Table 6).
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Figure 7 Variations in the seed yield of maize (A) and soybean (B) as affected by leaf excising
treatments during 2017 to 2018 growing season. The TO0, T2, T4, and T6 represent the no removal,
removal of two, four, or six leaves, respectively, from maize canopy under relay-intercropping system.
The SS refer to sole cropping system of soybean. Means are averaged over three replicates. Bars show +
standard errors, (n = 3). Within a bar, different lowercase letters show a significant difference (P < 0.05)
between treatments. Full-size K] DOT: 10.7717/peerj.7262/fig-7

Seed yield

Different leaf excising treatments led to significant (P < 0.05) differences in seed yields of
maize and soybean under MSg (Fig. 7). By averaging the 2 years data, we observed that the
seed yield of soybean in TO, T2, T4, and T6 under maize soybean relay intercropping
system was 61%, 65%, 70%, and 78% of that in SS, respectively. Among all the leaf excising
treatments in MSg, T6 had the highest mean soybean seed yield (1,961.4 kg ha™") while
TO had the lowest seed yield (1,528.3 kg ha™"). Furthermore, seed yield of maize under
treatment TO, T2, T4, and T6 in MSi was 90%, 107%, 85%, and 81% of that in sole maize
seed yield (Fig. 7). Overall, as compared to TO, seed yields of soybean increased by 15% and
28%, and maize decreased by 6% and 12% under treatment T4 and T6, respectively in
both study years. Furthermore, the interactive effect of leaf excising treatments and year for
seed yield of maize and soybean was found non-significant and significant, respectively
(Table 3).

Correlation analysis

To recognize the indices wherein soybean growth was sensitive to available light
transmittance (PARry), the relationship between the increasing light transmittance and
soybean growth characteristics were investigated (Fig. 8). Among the morphological
parameters of soybean, the stem diameter, lodging resistance and stem breaking strength
of soybean increased with the increased light transmittance, while the plant height of
soybean plants was decreased. We found that root biomass (R* = 0.91; Fig. 8A), leaf
biomass (R* = 0.86; Fig. 8B) and stem biomass (R* = 0.94; Fig. 8C), stem diameter

(R* = 0.82; Fig. 8D) and stem breaking strength (R* = 0.85; Fig. 8E) at R; were strongly
and positively (P < 0.05) related with the increasing light transmittance at the top of
soybean canopy. Whereas, a strong negative relationship was observed between the
increasing light transmittance and decreasing lodging rate (R* = 0.96; Fig. 8F) and plant
height (R* = 0.92; Fig. 8G). In addition, the photosynthetic rate (R* = 0.87; Fig. 8H) at
R, also had a strong and positive relationship with increasing light transmittance at the top
of soybean canopy. The correlation coefficient between all the measured parameters and
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Figure 8 Relationship of the light transmittance with the root biomass (A), leaf biomass (B), stem biomass (C), stem diameter (D), stem
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increasing light transmittance for the mean datasets of 2017 and 2018 were all higher than
0.82 (P < 0.05).

DISCUSSION

Light quality and intensity

Solar radiations are the most important environmental factor for agricultural crops
(Aphalo, Ballare ¢» Scopel, 1999). In fields, crop plants often experience shading conditions
especially under intercropping conditions (Li ef al., 2014). Shading condition decreases the
light intensity and impairs the light quality of solar radiations (Park ¢ Runkle, 2017).
Similarly, in our study, maize shading significantly decreased the red to far-red light (R:FR)
ratio for soybean under MSg; however, leaf excising treatments improved the light quality
by increasing the R:FR ratios (Fig. 3). Specifically, the R:FR ratio in MSg under T6

were from 1.11 to 1.35, which was considerably higher than T0 and nearly equal to that of
SS. This increase in R:FR ratio was might be due to the reduced shade of maize at soybean
canopy because previously scientists have confirmed that the R:FR ratio reduces from
1.2 in natural light to 0.05 under dense canopies, with a considerable decrease occurring
before the canopy closure (Smith, 2000).

Moreover, the light intensity (PARy) at the top of soybean in SS and MSg changed
considerably because the incident solar radiations absorbed and reflected by maize
upper leaves could decrease the amount of available PAR for soybean plants under MSg
(Table 2). While in our study, leaf excising treatments in MSy increased the PARy at
the top soybean from 36% in TO to 64% in T6 because the leaf excising from the top of
maize plants decrease the rate of PAR reflected and absorbed by maize leaves, and increase
the percentage of incident PAR at the top of soybean plants in MSg. The increase in
PARr at the top of soybean canopy in MSg can improve the soybean seedling growth
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during the co-growth period. Similarly, the positive impact of leaf excising treatments was
observed on the PARy at the middle leaves of maize (Liu et al., 2017a; Xue et al., 2017).
Therefore, by altering the maize canopy under maize soybean intercropping conditions
we can increase the light intensity and improve the light quality at soybean canopy.

SPAD values and photosynthetic parameters

Sunlight influences the plant growth processes; by the process of photosynthesis, plants
utilize sun light to change water and CO, into sugar, chlorophyll content play a vital role in
converting the sunlight energy to chemical energy (Liang, 2000; Yuncong, Shaohui &
Yun, 2007). Under shading conditions, the investigation of chlorophyll content helps as
an index for light absorption (Fan et al., 2018). Previously, it has been reported that
chlorophyll content is greatly affected by light environment (Feng et al., 2018; Khalid et al.,
2019; Odeleye, Togun ¢ Tayo, 2001; Sun & Weng, 2010). In our experiment, leaf excising
treatments significantly improved the SPAD values of soybean leaves in MSg. This
increase might be due to the improved light environment (Feng et al., 2018), reduced shade
(Fan et al., 2018) and optimum growing conditions at soybean canopy that probably
increased the SPAD values of soybean leaves in MSg (Table 4).

The soybean leaves are responsive to shading conditions, and reduce light condition
decreases the photosynthetic rate of soybean in MSg (Jiang et al., 2011; Yang et al., 2017).
In the present experiment, increased light intensity at soybean canopy from T2 to T6
led to increasing the photosynthetic and transpiration rate of soybean plants, but the
stomatal conductance and intercellular CO, level decreased at V,, Vs, and R; stages of
soybean plants (Table 5), suggesting that reduce shade and increase PAR transmittance at
soybean canopy can improve the photosynthetic characteristics of soybean plants in
MSg. Our findings are similar with previous reports in which scientists have confirmed
that crops change their photosynthetic characteristics to adapt to changing light conditions
(Dai et al., 2009; Huang et al., 2011) and the optimum excising of leaves from canopy
increased the photosynthetic rate of crop plants by increasing the light transmittance
at middle strata leaves (Liu et al., 2017a). Consequently, this suggested that the reduced
photosynthetic rate of soybean plants under intercropping systems are caused by severe
maize shading (Yang et al., 2017). Therefore, this indicated that treatments T4 and T6
exhibited the improved photosynthetic characteristics than treatment TO in maize soybean
relay-intercropping system.

Morphological characteristics

Leaf excising treatments from the top of maize plant in MSg was set up to improve the light
intensity (PAR) and quality (R:FR ratio) of soybean plants, to benefit the seedling growth
and stem breaking strength and therefore to reduce the lodging rate of soybean plants.
The changes in light quality and intensity can initiate morphological responses in crops
(Kurepin et al., 2007). Soybean plants growing under the intercropping system are
normally receiving altered light quality and quantity (Yang et al., 2014) and lower light
intensity and R:FR ratio usually increased the plant height (Smith, 2000) and reduced the
lodging resistance (Liu et al., 2016). In our experiment, similar results were observed
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that the increased light intensity with improved R:FR ratio at the top of soybean canopy led
to decreased the plant height (Table 4) and lodging rate (Table 4) of soybean plants in
MSg. Therefore, under enhanced light conditions, growth and development of soybean
plants were improved which eventually decreased the soybean lodging in MSg (Liu

et al., 2016). Moreover, a positive correlation was measured between the increasing light
transmittance and morphological characteristics of soybean plants except for lodging
rate (Fig. 8F) and plant height (Fig. 4G). Our findings are similar to the notion that
soybean plant height and lodging rate increased with the increase in shade intensity under
relay-intercropping conditions (Morelli & Ruberti, 2002; Nagasuga ¢ Kubota, 2008).

In addition, the stem breaking strength and stem diameter of soybean plants is of major
concern because these parameters were decreased significantly by maize shade in MSg
(Liu et al., 2016; Wu, Gong & Yang, 2017). These plant characters directly affect soybean
lodging and growth during the co-growth period (Yan et al., 2010). Interestingly, the
results of our experiment revealed that leaf excising treatments considerably decreased the
shade on soybean plants, increased the stem breaking strength (Fig. 4) and stem diameter
(Fig. 5) of soybean plants in MSg. Results of this experiment are similar with previous
findings which concluded that shade decreases the stem breaking strength and stem
diameter of soybean seedlings in the relay-intercropping system of maize and soybean
(Liu et al., 2016). Hence, increased stem breaking strength and stem diameter at
seedling stage of soybean were more conducive to decrease the soybean lodging in MSg.
Overall, these results showed that the soybean response to different leaf excising
treatments under T0, T2, T4, and T6 is the combined effect of light intensity and quality,
and by managing the maize canopy shade to an optimum level we can improve
morphological parameters of soybean plants under MSg.

Leaf area index and biomass accumulation

Soybean is a C; crop that possesses lower photosynthetic rate than C,4 plants (Jiang et al,
2011). Increase in LAI can enhance radiation use efficiency (Raza et al., 2019b) and
growth by enhancing the photosynthetic activity (Liu et al., 2017b). At all growth stages
(V,, Vs, and R;), the LAI of soybean plants obtained maximum value under treatment
T6 followed by T4, T2, and TO (Fig. 6). Higher LAI resulted from increased PAR
transmittance shows the optimum leaf development and expansion, which facilitated the
soybean leaves in better capturing and utilization of solar radiation (Raza et al., 2019Db).
This increment in LAI was may be due to the increased light intensity at soybean canopy
and leaf excising from the top of maize plant significantly increased the PAR transmittance
at soybean canopy.

This study also provides data of biomass accumulation in soybean plants under
increasing light intensity conditions (Table 4). Increased photosynthetic-activity is one of
the main factors for biomass production (Raza et al., 2018b). It had been demonstrated
that reduced light transmittance and impaired light quality for soybean in MSg limited
the growth potential and produced the less biomass (Wu, Gong & Yang, 2017; Yang
et al., 2014). Our findings proposed that leaf excising from the top of maize plants during
the co-growth phase of maize and soybean in MSg, soybean plants sufficiently captured
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and utilized light for their physiological and biochemical processes and maintained the
higher biomass production which in turn improved the morphological characteristics
especially reduced the lodging rate. Our findings are similar to previously published results
(Yang et al., 2018b). We further evaluated the biomass distribution in root, stem, and
leaves of soybean in response to leaf excising treatments (Table 6). The biomass
distribution changed considerably at V,, Vs, and R, in soybean plants. At all growth stages
(V,, Vs, and R)), in treatment TO, highest distribution of biomass was noted in stem
followed by leaves and roots, while under T2, T4, and T6 treatments higher translocation
of biomass was measured in leaves followed by stem and roots (Table 6). The improved
light environment at the top of soybean canopy increased the uniform distribution of
biomass among roots, stem, and leaves in MSg (Ahmed et al., 2018; Feng et al., 2019; Raza
et al., 2019a). Whereas, under shading conditions, the major part of soybean biomass
was used in stem elongation to capture more sun light which ultimately enhanced the rate
of soybean lodging in MSg (Liu et al., 2016; Wu, Gong ¢» Yang, 2017; Yang et al., 2014).
The improve light intensity significantly increased the biomass of roots and under
intercropping conditions root interactions can play an important role when the availability of
water and nutrient are more limited than light (Mushagalusa, Ledent & Draye, 2008). In this
experiment, we also measured the impacts of leaf excising treatments on the seed yields
of maize and soybean in MSg. Results exhibited that the maximum (2,509.9 kg ha™!) seed
yield of soybean was noted in SS, while among leaf excising treatments in MSg, the highest
soybean seed yield was obtained in T6 (1,961.5 kg ha™") followed by T4 (1,750.4 kg ha™),
T2 (1,636.9 kg ha ') and TO (1,528.2 kg ha™") in study both years, with an improvement
of 30% in 2017 and 27% in 2018 under T6 as compared to TO (Fig. 7B). Furthermore, the
seed yield of maize under treatments T0, T2, T4, and T6 in MSg was 90%, 107%, 85%,
and 81% of that in SM seed yield (Fig. 6A), suggesting that excising leaves from the top of
maize plants after silking stage can increase the seed yield of soybean plants under MSg
by maintaining the maize yield. In addition, leaf excising treatments significantly improved
the light environment which in turn considerably increased the photosynthetic rate of
soybean plants during the co growth period (Table 5). Although excising of leaves from the
top maize plants reduced the seed yield of maize plants by 6% in T4 and 12% in T6 than
TO under MSg, but it increased the seed yield of soybean by 15% in T4 and 28% in T6 in
both years. Therefore, it is new sustainable agronomic-approach to reduce the adverse
impacts of maize shading on the growth and development of soybean in MSg. Overall,
the excising of leaves from the top of maize plants under MSg significantly improves the
morphological and photosynthetic characteristics of soybean plants, accelerated the biomass
production during the cogrowth phase in MSg and compensated the yield loss of maize
by considerably increasing the soybean yield (Fig. 7B). Taken together, our results of the
present experiment confirmed that leaf excising from maize top after silking stage
considerably enhanced the available light for soybean plants which increased the
biomass accumulation and lodging resistance of soybean plants under maize soybean
relay-intercropping system. Therefore, PAR transmittance at soybean canopy is an
important factor to obtain healthy soybean plants in MSg.
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CONCLUSION

The study reported in this paper was designed to investigate the effects of leaf excising
treatments on the light environment of soybean because in MSg soybean experience
severe shading conditions especially from the germination stage to flowering stage.
Based on our results, we demonstrated that different leaf excising treatments from the
top of maize plants had positive effects on the light environment of soybean plants
under relay intercropping system. The morphological and photosynthetic characteristics
were improved for all leaf excising treatments. Moreover, we noticed that the central
strategy of soybean plants to cope shading conditions in MSk was the uniform
distribution of biomass among roots, stem, and leaves which can be maintained by
leaf excising treatments under relay intercropping system or this could be achieved by
developing the maize varieties with fever leaves above than ear. In addition, for the
sustainability of maize soybean relay intercropping system, environment-friendly
agronomic approaches are needed to improve the seedling growth of soybean plants
in MSg, and our results of this study provide the new insights into the impacts of leaf
excising treatments in MSg.

ACKNOWLEDGEMENTS

Muhammad Ali Raza is grateful to Professor Yang Wenyu for his encouragement and
guidance, Miss Zhou and Miss Murong Titi for their continuous support and help
throughout the Ph.D. studies and research. Additionally, Muhammad Ali Raza wants to
thank, in particular, the patience, care and support from Dr. Meki Gul over the past years.
We also thank the useful comments of editor and two anonymous reviewers who
greatly helped to improve the final version of the manuscript.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding

The research was supported by the National Key Research and Development Program of
China (2016YFD0300209), the National Nature Science Foundation (31571615), and the
Program on Industrial Technology System of National Soybean (CARS-04-PS19). The
funders had no role in study design, data collection and analysis, decision to publish, or
preparation of the manuscript.

Grant Disclosures

The following grant information was disclosed by the authors:

National Key Research and Development Program of China: 2016YFD0300209.
National Nature Science Foundation: 31571615.

Program on Industrial Technology System of National Soybean: CARS-04-PS19.

Competing Interests
The authors declare that they have no competing interests.

Raza et al. (2019), PeerdJ, DOI 10.7717/peerj.7262 19/24


http://dx.doi.org/10.7717/peerj.7262
https://peerj.com/

Peer/

Author Contributions

e Muhammad Ali Raza conceived and designed the experiments, performed the
experiments, analyzed the data, contributed reagents/materials/analysis tools, prepared
figures and/or tables, authored or reviewed drafts of the paper, approved the final draft.

e Ling Yang Feng conceived and designed the experiments, performed the
experiments, prepared figures and/or tables, approved the final draft.

e Nasir Igbal performed the experiments.

e Mukhtar Ahmed authored or reviewed drafts of the paper.

e Yuan Kai Chen analyzed the data, prepared figures and/or tables.

e Muhammad Hayder Bin Khalid analyzed the data, prepared figures and/or tables.

e Atta Mohi Ud Din performed the experiments.

e Ahsin Khan performed the experiments.

e Wagqas Ijaz analyzed the data, prepared figures and/or tables.

e Anwaar Hussain analyzed the data, prepared figures and/or tables.

e Muhammad Atif Jamil analyzed the data.

e Muhammd Naeem contributed reagents/materials/analysis tools, crop Management.

e Sadam Hussain Bhutto performed the experiments.

e Muhammad Ansar authored or reviewed drafts of the paper.

e Feng Yang conceived and designed the experiments, authored or reviewed drafts of the
paper, approved the final draft.

e Wenyu Yang conceived and designed the experiments, authored or reviewed drafts of
the paper, approved the final draft.

Field Study Permissions
The following information was supplied relating to field study approvals (i.e., approving
body and any reference numbers):

All experiments were performed according to institutional guidelines of Sichuan
Agricultural University, China.

Data Availability
The following information was supplied regarding data availability:
Raw data is available as a Supplemental File.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.7262#supplemental-information.

REFERENCES

Ahmed S, Raza M, Zhou T, Hussain S, Khalid M, Feng L, Wasaya A, Iqbal N, Ahmed A, Liu W,
Yang W. 2018. Responses of soybean dry matter production, phosphorus accumulation, and
seed yield to sowing time under relay intercropping with maize. Agronomy 8(12):282
DOI 10.3390/agronomy8120282.

Aphalo PJ, Ballare CL, Scopel AL. 1999. Plant-plant signalling, the shade-avoidance response and
competition. Journal of Experimental Botany 50(340):1629-1634 DOI 10.1093/jxb/50.340.1629.

Raza et al. (2019), PeerdJ, DOI 10.7717/peerj.7262 20/24


http://dx.doi.org/10.7717/peerj.7262#supplemental-information
http://dx.doi.org/10.7717/peerj.7262#supplemental-information
http://dx.doi.org/10.7717/peerj.7262#supplemental-information
http://dx.doi.org/10.3390/agronomy8120282
http://dx.doi.org/10.1093/jxb/50.340.1629
http://dx.doi.org/10.7717/peerj.7262
https://peerj.com/

Peer/

Coll L, Cerrudo A, Rizzalli R, Monzon J, Andrade FH. 2012. Capture and use of water and
radiation in summer intercrops in the south-east Pampas of Argentina. Field Crops Research
134:105-113 DOI 10.1016/j.fcr.2012.05.005.

Dai Y, Shen Z, Liu Y, Wang L, Hannaway D, Lu H. 2009. Effects of shade treatments on the
photosynthetic capacity, chlorophyll fluorescence, and chlorophyll content of Tetrastigma
hemsleyanum Diels et Gilg. Environmental and Experimental Botany 65(2-3):177-182
DOI 10.1016/j.envexpbot.2008.12.008.

Dhima KV, Lithourgidis AS, Vasilakoglou IB, Dordas CA. 2007. Competition indices of
common vetch and cereal intercrops in two seeding ratio. Field Crops Research
100(2-3):249-256 DOI 10.1016/j.fcr.2006.07.008.

Echarte L, Della Maggiora A, Cerrudo D, Gonzalez V, Abbate P, Cerrudo A, Sadras VO,
Calvino P. 2011. Yield response to plant density of maize and sunflower intercropped with
soybean. Field Crops Research 121(3):423-429 DOI 10.1016/j.fcr.2011.01.011.

Fan Y, Chen J, Cheng Y, Raza MA, Wu X, Wang Z, Liu Q, Wang R, Wang X, Yong T, Liu W,
Liu J, Du J, Shu K, Yang W, Yang F. 2018. Effect of shading and light recovery on the growth,
leaf structure, and photosynthetic performance of soybean in a maize-soybean relay-strip
intercropping system. PLOS ONE 13(5):e0198159 DOI 10.1371/journal.pone.0198159.

FAO. 2013. FAO statistical Yearbook: world food and agriculture. Rome: FAO.

Feng L, Raza MA, Chen Y, Khalid MHB, Meraj TA, Ahsan F, Fan Y, Du J, Wu X, Song C, Liu C,
Bawa G, Zhang Z, Yuan S, Yang F, Yang W. 2019. Narrow-wide row planting pattern
improves the light environment and seed yields of intercrop species in relay intercropping
system. PLOS ONE 14(2):€0212885 DOI 10.1371/journal.pone.0212885.

Feng LY, Raza MA, Li ZC, Chen Y, Khalid MHB, Du J, Liu W, Wu X, Song C, Yu L. 2018.
The influence of light intensity and leaf movement on photosynthesis characteristics and
carbon balance of soybean. Frontiers in Plant Science 9:1952.

Gao Y, Duan A, Qiu X, Sun J, Zhang J, Liu H, Wang H. 2010. Distribution and use efficiency
of photosynthetically active radiation in strip intercropping of maize and soybean.

Agronomy Journal 102(4):1149-1157 DOI 10.2134/agronj2009.0409.

Hertel C, Leuchner M, Rétzer T, Menzel A. 2012. Assessing stand structure of beech and
spruce from measured spectral radiation properties and modeled leaf biomass parameters.
Agricultural and Forest Meteorology 165:82-91 DOI 10.1016/j.agrformet.2012.06.008.

Huang D, Wu L, Chen J, Dong L. 2011. Morphological plasticity, photosynthesis and chlorophyll
fluorescence of Athyrium pachyphlebium at different shade levels. Photosynthetica
49(4):611-618 DOI 10.1007/s11099-011-0076-1.

Inal A, Gunes A, Zhang F, Cakmak I. 2007. Peanut/maize intercropping induced changes in
rhizosphere and nutrient concentrations in shoots. Plant Physiology and Biochemistry
45(5):350-356 DOI 10.1016/j.plaphy.2007.03.016.

Jiang C-D, Wang X, Gao H-Y, Shi L, Chow FW. 2011. Systemic regulation of leaf anatomical
structure, photosynthetic performance and high-light tolerance in sorghum. Plant Physiology
155(3):1416-1424 DOIT 10.1104/pp.111.172213.

Khalid M, Raza M, Yu H, Sun F, Zhang Y, Lu F, Si L, Igbal N, Khan I, Fu F. 2019. Effect of shade
treatments on morphology, photosynthetic and chlorophyll fluorescence characteristics of
soybeans (Glycine max L. Merr.). Applied Ecology and Environmental Research 17(2):2551-2569
DOI 10.15666/aeer/1702_25512569.

Kong D-X, Li Y-Q, Wang M-L, Bai M, Zou R, Tang H, Wu H. 2016. Effects of light intensity
on leaf photosynthetic characteristics, chloroplast structure, and alkaloid content of

Raza et al. (2019), PeerdJ, DOI 10.7717/peerj.7262 21/24


http://dx.doi.org/10.1016/j.fcr.2012.05.005
http://dx.doi.org/10.1016/j.envexpbot.2008.12.008
http://dx.doi.org/10.1016/j.fcr.2006.07.008
http://dx.doi.org/10.1016/j.fcr.2011.01.011
http://dx.doi.org/10.1371/journal.pone.0198159
http://dx.doi.org/10.1371/journal.pone.0212885
http://dx.doi.org/10.2134/agronj2009.0409
http://dx.doi.org/10.1016/j.agrformet.2012.06.008
http://dx.doi.org/10.1007/s11099-011-0076-1
http://dx.doi.org/10.1016/j.plaphy.2007.03.016
http://dx.doi.org/10.1104/pp.111.172213
http://dx.doi.org/10.15666/aeer/1702_25512569
http://dx.doi.org/10.7717/peerj.7262
https://peerj.com/

Peer/

Mahonia bodinieri (Gagnep.) Laferr. Acta Physiologiae Plantarum 38(5):120
DOI 10.1007/s11738-016-2147-1.

Kurepin LV, Emery RJN, Pharis RP, Reid DM. 2007. Uncoupling light quality from light
irradiance effects in Helianthus annuus shoots: putative roles for plant hormones in leaf and
internode growth. Journal of Experimental Botany 58(8):2145-2157 DOI 10.1093/jxb/erm068.

Li T, Liu L-N, Jiang C-D, Liu Y-J, Shi L. 2014. Effects of mutual shading on the regulation of
photosynthesis in field-grown sorghum. Journal of Photochemistry and Photobiology B: Biology
137:31-38 DOI 10.1016/j.jphotobiol.2014.04.022.

Liang Z. 2000. Studies on variation and difference of characters of stem and leaf between
shade-enduring and shade-non-enduring soybeans. Soybean Science 19:35-41.

Lichtenthaler H, Buschmann C, Doll M, Fietz H-J, Bach T, Kozel U, Meier D, Rahmsdorf U.
1981. Photosynthetic activity, chloroplast ultrastructure, and leaf characteristics of high-light
and low-light plants and of sun and shade leaves. Photosynthesis Research 2(2):115-141
DOI 10.1007/BF00028752.

Lithourgidis AS, Vlachostergios DN, Dordas CA, Damalas CA. 2011. Dry matter yield, nitrogen
content, and competition in pea-cereal intercropping systems. European Journal of Agronomy
34(4):287-294 DOI 10.1016/j.eja.2011.02.007.

Liu W, Deng Y, Hussain S, Zou ], Yuan J, Luo L, Yang C, Yuan X, Yang W. 2016. Relationship
between cellulose accumulation and lodging resistance in the stem of relay intercropped soybean
[Glycine max (L.) Merr.]. Field Crops Research 196:261-267 DOI 10.1016/.fcr.2016.07.008.

Liu T, Huang R, Cai T, Han Q, Dong S. 2017a. Optimum leaf removal increases nitrogen
accumulation in kernels of maize grown at high density. Scientific Reports 7(1):39601
DOI 10.1038/srep39601.

Liu X, Rahman T, Yang F, Song C, Yong T, Liu J, Zhang C, Yang W. 2017b. PAR interception
and utilization in different maize and soybean intercropping patterns. PLOS ONE 12(1):
€0169218 DOI 10.1371/journal.pone.0169218.

Liu W, Zou J, Zhang J, Yang F, Wan Y, Yang W. 2015. Evaluation of soybean (Glycine max) stem
vining in maize-soybean relay strip intercropping system. Plant Production Science 18(1):69-75
DOI 10.1626/pps.18.69.

Monzon JP, Mercau JL, Andrade J, Caviglia OP, Cerrudo A, Cirilo AG, Vega CRC,

Andrade FH, Calvifio PA. 2014. Maize-soybean intensification alternatives for the Pampas.
Field Crops Research 162:48-59 DOI 10.1016/j.fcr.2014.03.012.

Morelli G, Ruberti I. 2002. Light and shade in the photocontrol of Arabidopsis growth.

Trends in Plant Science 7(9):399-404 DOI 10.1016/S1360-1385(02)02314-2.

Mushagalusa GN, Ledent J-F, Draye X. 2008. Shoot and root competition in potato/maize
intercropping: effects on growth and yield. Environmental and Experimental Botany
64(2):180-188 DOI 10.1016/j.envexpbot.2008.05.008.

Nagasuga K, Kubota F. 2008. Effects of shading on hydraulic resistance and morphological traits
of internode and node of napiergrass (Pennisetum purpureum Schumach.). Plant Production
Science 11(3):352-354 DOI 10.1626/pps.11.352.

Odeleye F, Togun A, Tayo T. 2001. The effect of light intensity on the growth, development
and yield of soybean in South West Nigeria. African Crop Science Journal 9(3):577-590
DOI 10.4314/acsj.v9i3.27603.

Park Y, Runkle ES. 2017. Far-red radiation promotes growth of seedlings by increasing leaf
expansion and whole-plant net assimilation. Environmental and Experimental Botany
136:41-49 DOI 10.1016/j.envexpbot.2016.12.013.

Raza et al. (2019), PeerdJ, DOI 10.7717/peerj.7262 22/24


http://dx.doi.org/10.1007/s11738-016-2147-1
http://dx.doi.org/10.1093/jxb/erm068
http://dx.doi.org/10.1016/j.jphotobiol.2014.04.022
http://dx.doi.org/10.1007/BF00028752
http://dx.doi.org/10.1016/j.eja.2011.02.007
http://dx.doi.org/10.1016/j.fcr.2016.07.008
http://dx.doi.org/10.1038/srep39601
http://dx.doi.org/10.1371/journal.pone.0169218
http://dx.doi.org/10.1626/pps.18.69
http://dx.doi.org/10.1016/j.fcr.2014.03.012
http://dx.doi.org/10.1016/S1360-1385(02)02314-2
http://dx.doi.org/10.1016/j.envexpbot.2008.05.008
http://dx.doi.org/10.1626/pps.11.352
http://dx.doi.org/10.4314/acsj.v9i3.27603
http://dx.doi.org/10.1016/j.envexpbot.2016.12.013
http://dx.doi.org/10.7717/peerj.7262
https://peerj.com/

Peer/

Payero JO, Melvin SR, Irmak S, Tarkalson D. 2006. Yield response of corn to deficit irrigation
in a semiarid climate. Agricultural Water Management 84(1-2):101-112
DOI 10.1016/j.agwat.2006.01.009.

Phalan B, Onial M, Balmford A, Green RE. 2011. Reconciling food production and biodiversity
conservation: land sharing and land sparing compared. Science 333(6047):1289-1291
DOI 10.1126/science.1208742.

Raza MA, Bin Khalid MH, Zhang X, Feng LY, Khan I, Hassan MJ, Ahmed M, Ansar M,
Chen YK, Fan YF, Yang F, Yang W. 2019a. Effect of planting patterns on yield, nutrient
accumulation and distribution in maize and soybean under relay intercropping systems.
Scientific Reports 9(1):4947 DOI 10.1038/s41598-019-41364-1.

Raza M, Feng L, Igbal N, Manaf A, Khalid M, Wasaya A, Ansar M, Billah M, Yang F, Yang W.
2018a. Effect of sulphur application on photosynthesis and biomass accumulation of sesame
varieties under rainfed conditions. Agronomy 8(8):149 DOI 10.3390/agronomy8080149.

Raza MA, Feng LY, Manaf A, Wasaya A, Ansar M, Hussain A, Khalid MHB, Igbal N, Xi ZJ,
Chen YK, Chen JX, Yang F, Yang W. 2018b. Sulphur application increases seed yield and
oil content in sesame seeds under rainfed conditions. Field Crops Research 218:51-58
DOI 10.1016/j.fcr.2017.12.024.

Raza MA, Feng LY, Werf W, Cai GR, Khalid MHB, Igbal N, Hassan MJ, Meraj TH, Nacem M,
Khan I, Rehman SU, Ansar M, Ahmed M, Yang F, Yang W. 2019b. Narrow-wide-row
planting pattern increases the radiation use efficiency and seed yield of intercrop species in
relay-intercropping system. Epub ahead of print 18 May 2019. Food and Energy Security
DOI 10.1002/fes3.170.

Rijkers T, Pons TL, Bongers F. 2000. The effect of tree height and light availability on
photosynthetic leaf traits of four neotropical species differing in shade tolerance.

Functional Ecology 14(1):77-86 DOI 10.1046/j.1365-2435.2000.00395.x.

Serrano L, Gamon JA, Peiuelas J. 2000. Estimation of canopy photosynthetic and
nonphotosynthetic components from spectral transmittance. Ecology 81(11):3149-3162.

Smith H. 2000. Phytochromes and light signal perception by plants—an emerging synthesis.
Nature 407(6804):585-591 DOI 10.1038/35036500.

Steel RG, Torrie JH. 1960. Principles and procedures of statistics. New York: McGraw-Hill Book
Company.

Stern WR. 1993. Nitrogen fixation and transfer in intercrop systems. Field Crops Research
34(3-4):335-356 DOI 10.1016/0378-4290(93)90121-3.

Su BY, Song YX, Song C, Cui L, Yong TW, Yang WY. 2014. Growth and photosynthetic
responses of soybean seedlings to maize shading in relay intercropping system in Southwest
China. Photosynthetica 52(3):332-340 DOI 10.1007/s11099-014-0036-7.

Sun X, Weng H. 2010. Effects of light intensity on chlorophyll concentration of Prorocentrum
donghaiense. In: 2000 International Conference on E-Product E-Service and E-Entertainment
(ICEEE). Piscataway: IEEE, 1-3.

Verschelde M, D'Haese M, Rayp G, Vandamme E. 2013. Challenging small-scale farming:
a non-parametric analysis of the (inverse) relationship between farm productivity and
farm size in Burundi. Journal of Agricultural Economics 64(2):319-342
DOI 10.1111/j.1477-9552.2012.00373 .x.

Wolff XY, Coltman RR. 1990. Productivity under shade in Hawaii of five crops grown as

vegetables in the tropics. Journal of the American Society for Horticultural Science
115(1):175-181 DOI 10.21273/JASHS.115.1.175.

Raza et al. (2019), PeerdJ, DOI 10.7717/peerj.7262 23/24


http://dx.doi.org/10.1016/j.agwat.2006.01.009
http://dx.doi.org/10.1126/science.1208742
http://dx.doi.org/10.1038/s41598-019-41364-1
http://dx.doi.org/10.3390/agronomy8080149
http://dx.doi.org/10.1016/j.fcr.2017.12.024
http://dx.doi.org/10.1002/fes3.170
http://dx.doi.org/10.1046/j.1365-2435.2000.00395.x
http://dx.doi.org/10.1038/35036500
http://dx.doi.org/10.1016/0378-4290(93)90121-3
http://dx.doi.org/10.1007/s11099-014-0036-7
http://dx.doi.org/10.1111/j.1477-9552.2012.00373.x
http://dx.doi.org/10.21273/JASHS.115.1.175
http://dx.doi.org/10.7717/peerj.7262
https://peerj.com/

Peer/

Wu Y, Gong W, Wang Y, Yong T, Yang F, Liu W, Wu X, Du J, Shu K, Liu J, Liu C, Yang W.
2018. Leaf area and photosynthesis of newly emerged trifoliolate leaves are regulated by mature
leaves in soybean. Journal of Plant Research 131(4):1-10 DOI 10.1007/s10265-018-1027-8.

Wu Y, Gong W, Yang W. 2017. Shade inhibits leaf size by controlling cell proliferation and
enlargement in soybean. Scientific Reports 7(1):9259 DOI 10.1038/s41598-017-10026-5.

Xue J, Gou L, Shi Z-G, Zhao Y-S, Zhang W-F. 2017. Effect of leaf removal on photosynthetically
active radiation distribution in maize canopy and stalk strength. Journal of Integrative
Agriculture 16(1):85-96 DOI 10.1016/52095-3119(16)61394-1.

Yan Y, Gong W, Yang W, Wan Y, Chen X, Chen Z, Wang L. 2010. Seed treatment with
uniconazole powder improves soybean seedling growth under shading by corn in relay strip
intercropping system. Plant Production Science 13(4):367-374 DOI 10.1626/pps.13.367.

Yang F, Fan Y, Wu X, Cheng Y, Liu Q, Feng L, Chen J, Wang Z, Wang X, Yong T. 2018a.
Auxin-to-gibberellin ratio as a signal for light intensity and quality in regulating soybean growth
and matter partitioning. Frontiers in Plant Science 9:56 DOI 10.3389/fpls.2018.00056.

Yang F, Feng L, Liu Q, Wu X, Fan Y, Raza MA, Cheng Y, Chen J, Wang X, Yong T, Liu W, Liu J,
Du J, Shu K, Yang W. 2018b. Effect of interactions between light intensity and red-to-far-red
ratio on the photosynthesis of soybean leaves under shade condition. Environmental and
Experimental Botany 150:79-87 DOI 10.1016/j.envexpbot.2018.03.008.

Yang F, Huang S, Gao R, Liu W, Yong T, Wang X, Wu X, Yang W. 2014. Growth of soybean
seedlings in relay strip intercropping systems in relation to light quantity and red:far-red ratio.
Field Crops Research 155:245-253 DOI 10.1016/j.fcr.2013.08.011.

Yang F, Liao D, Wu X, Gao R, Fan Y, Raza MA, Wang X, Yong T, Liu W, Liu J, Du J, Shu K,
Yang W. 2017. Effect of aboveground and belowground interactions on the intercrop yields
in maize-soybean relay intercropping systems. Field Crops Research 203:16-23
DOI 10.1016/j.cr.2016.12.007.

Yang F, Wang X, Liao D, Lu F, Gao R, Liu W, Yong T, Wu X, Du J, Liu J. 2015. Yield response
to different planting geometries in maize-soybean relay strip intercropping systems.
Agronomy Journal 107(1):296-304 DOI 10.2134/agron;j14.0263.

Yuncong Y, Shaohui W, Yun K. 2007. Characteristics of photosynthesis machinism in
different peach species under low light intensity. Scientia Agricultura Sinica 40:855-863.

Zhang Y, Liu J, Zhang J, Liu H, Liu S, Zhai L, Wang H, Lei Q, Ren T, Yin C. 2015. Row ratios of
intercropping maize and soybean can affect agronomic efficiency of the system and subsequent
wheat. PLOS ONE 10(6):¢0129245 DOI 10.1371/journal.pone.0129245.

Zuber M, Kang M. 1978. Corn lodging slowed by sturdier stalks. Crops and Soils 30:13-15.

Raza et al. (2019), PeerdJ, DOI 10.7717/peerj.7262 24/24


http://dx.doi.org/10.1007/s10265-018-1027-8
http://dx.doi.org/10.1038/s41598-017-10026-5
http://dx.doi.org/10.1016/S2095-3119(16)61394-1
http://dx.doi.org/10.1626/pps.13.367
http://dx.doi.org/10.3389/fpls.2018.00056
http://dx.doi.org/10.1016/j.envexpbot.2018.03.008
http://dx.doi.org/10.1016/j.fcr.2013.08.011
http://dx.doi.org/10.1016/j.fcr.2016.12.007
http://dx.doi.org/10.2134/agronj14.0263
http://dx.doi.org/10.1371/journal.pone.0129245
http://dx.doi.org/10.7717/peerj.7262
https://peerj.com/

	Growth and development of soybean under changing light environments in relay intercropping system
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusion
	flink6
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


