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ABSTRACT
Background: Phosphorus nutrition is important for obtaining high yields of crop
plants. However, wheat plants are known to be almost incapable of taking up
phosphorus from insoluble phosphate sources, and reduced height genes are
supposed to decrease this ability further.
Methods: We performed a pot experiment using Triticum durum Desf. tall spring
variety LD222, its near-isogenic semidwarf line carrying Rht17 (Reduced height 17)
gene, and winter rye (Secale cereale L.) variety Chulpan. The individual plants were
grown in quartz sand. The phosphorus was provided either as phosphate rock
powder mixed with sand, or as monopotassium phosphate solution (normal
nutrition control) or was not supplemented at all (no-phosphorus control). Other
nutrients were provided in soluble form. During experiment the plants were assessed
using the TraitFinder (Phenospex Ltd., Heerlen, Netherlands) digital phenotyping
system for a standard set of parameters. Double scan with 90 degrees turns of pots
around vertical axis vs. single scan were compared for accuracy of phenotyping.
Results: The phenotyping showed that at least 20 days of growth after seedling
emergence were necessary to get stable differences between genotypes. After this
initial period, phenotyping confirmed poor ability of wheat to grow on substrate with
phosphate rock as the only source of phosphorus compared to rye; however, Rht17
did not cause an additional reduction in growth parameters other than plant height
under this variant of substrate. The agreement between digital phenotyping and
conventionally measured traits was at previously reported level for grasses (R2 = 0.85
and 0.88 for digital biomass and 3D leaf area vs. conventionally measured biomass
and leaf area, single scan). Among vegetation indices, only the normalized differential
vegetation index (NDVI) and the green leaf index (GLI) showed significant
correlations with manually measured traits, including the percentage of dead leaves
area. The double scan improved phenotyping accuracy, but not substantially.
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INTRODUCTION
Phosphorus is one of the main macronutrients needed for crop plants for achieving full
yield potential. While concentration of inorganic phosphate (Pi) in plants is 5–20 mM,
even the most fertile soils rarely provide more than 10 µM of free Pi, with typical
concentration of Pi about 2 µM (Bieleski, 1973). For phosphorus supplementation of crops,
soluble and insoluble (poorly soluble) mineral fertilizers are used. Soluble phosphates
applied as fertilizers, being bound by calcium, iron or aluminum, rapidly turn into
insoluble forms with limited availability for plants, while excess of soluble phosphates can
get into ground waters and further cause eutrophication of water bodies (Carpenter, 2008).
Insoluble phosphate fertilizers are a cheaper and more environmentally friendly source of
phosphorus compared to soluble phosphate fertilizers. This is, for example, phosphate
rock (phosphorite) powder obtained by grinding natural phosphorites—sedimentary rocks
containing minerals of the apatite group (Ca10(PO4)6(F, OH)2) together with a wide range
of non-phosphate minerals. Thus, the ability of crops to recover phosphates from insoluble
forms is of great benefit to both agriculture and the environment (Osborne & Rengel, 2002;
Iqbal et al., 2020).

There are several ways for plants to adapt to low availability of soluble phosphates in the
soil through enhancing their phosphorus uptake efficiency. Among them are acidification
of rhizosphere by release of hydrogen ions and organic acids (citrate, malate) to dissolve
phosphates (McGrail, Van Sanford & McNear, 2023), releasing of phosphatases to get
phosphorus from organic compounds in the soil (George et al., 2008), increasing root
surface area by enhanced root growth (Sun et al., 2002) or root hairs growth (Baon, Smith
& Alston, 1994), and increase in expression of phosphate ion transporters (de Souza
Campos et al., 2019). Under field conditions, spatial distribution of roots and colonization
with arbuscular mycorrhiza fungi also play significant role in phosphorus uptake efficiency
(Ramaekers et al., 2010). Also, the reuse of phosphorus by redistributing it from old tissues
and organs to young ones, reduces the overall need for this macronutrient (Huang et al.,
2011).

The genotypic differences for phosphorus acquisition and use efficiency exist both
between and within crop species (Iqbal et al., 2020). Wheat plants are considered to have
poor ability to acquire phosphorus from its insoluble forms (Ubugunov, Enkhtuyaa &
Merkusheva, 2015). At the same time, some studies showed that all genotypes of wheat,
triticale and rye are able to some small extent to utilize phosphorus from iron phosphate
(FePO4), nearly insoluble form, and the ability of different genotypes to utilize it varies
greatly (Valizadeh, Rengel & Rate, 2002; Osborne & Rengel, 2002). Rye in general seems to
be more efficient in uptake of phosphorus from insoluble forms than wheat or triticale
(Osborne & Rengel, 2002).

Utilization of reduced-height (Rht) genes in wheat breeding since 1960s allowed to
increase grain yield almost twice. New short-straw varieties, being more resistant to
lodging, allowed application higher doses of nitrogen fertilizers. Also, at the expense of
stem biomass, semidwarf plants better supply assimilates for the developing spike
(Flintham et al., 1997). Since that time, gibberellin-insensitive reduced-height genes (alleles
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Rht-B1b, Rht-D1b) became widely used in wheat breeding programs worldwide. However,
these genes have some adverse effects on important plant traits, like coleoptile length and
seedling vigor (Khadka et al., 2021), 1,000 grain weight (Hayat et al., 2019), tolerance to
drought (Jatayev et al., 2020), Fusarium head blight resistance (Srinivasachary et al., 2008),
and nitrogen metabolism (Li et al., 2018). Recent studies showed that wheat cultivars
carrying reduced height genes produce smaller amounts of organic acids exuded by roots.
It may reduce the ability of wheat plants to uptake phosphorus from its insoluble mineral
forms (McGrail, Van Sanford & McNear, 2021). In pot experiment using natural
phosphorus deficient soil, semidwarf and wild-type cultivars were found to differ in
phosphorus utilization efficiency—the old tall cultivars produced 1.8 times more of dry
biomass per gram of absorbed phosphorus than modern semidwarf cultivars. The modern
tall cultivars also exceeded the modern semidwarf cultivars by phosphorus utilization
efficiency and phosphorus acquisition efficiency in both, phosphorus deficient and
phosphorus supplemented soils, however the differences were not statistically significant
(McGrail, Van Sanford & McNear, 2023). However, the direct studies on the effect of Rht
gene on the growth of wheat on insoluble phosphate as the only source of phosphorus
using fully controlled artificial substrate have not yet been conducted.

In this study we aimed to test the hypothesis of low ability of semidwarf wheat plants to
grow on artificial substrate containing water-insoluble mineral (phosphate rock powder)
as the only phosphorus source using two near-isogenic wheat lines that are different in
Rht-B1 gene (alleles Rht-B1p also known as Rht17 and Rht-B1a) (Bazhenov et al., 2015).
This study was performed using the destructive conventional methods to obtain end point
data and also using non-destructive digital phenotyping of the aboveground plant
parameters that were collected continuously. High-throughput phenotyping tools and
platforms are considered to be promising for speeding-up the plant breeding process and
able to provide new data for plant physiology. Using non-destructive sensor-based
phenotyping, the daily changes in plant growth and the traits of early developmental stages
could be captured, which may correlate with yield or stress tolerance. The ‘TraitFinder’
system, equipped with two ‘PlantEye’ high-resolution multispectral 3D laser scanners
(Phenospex Ltd., Heerlen, Netherlands), allows obtaining time-series of both geometry
traits, such as leaf area, and spectral vegetation indices of plants under controlled
environment. Previous studies have tested the PlantEye scanners under both greenhouse
and field conditions using different crop species, and produced reliable calculated
parameters of plants, which correlated well with destructive measurements (Vadez et al.,
2015; Maphosa et al., 2017).

In this study, beside the examination the effect of Rht-B1 gene on the phosphorus
acquisition in wheat, we compared the values of digital phenotyping measurements at the
end of the study with the conventional phenotyping end point data to estimate the
coherence between digital and conventional methods. In addition, we tested whether
expanding the view of plants for 3D scanners by performing repeated scan with 90 degrees
turn of plants can improve the accuracy of digital phenotyping.
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MATERIALS AND METHODS
Plants and growth conditions in pot experiment
The study was conducted on the basis of the Kurchatov Genomics Center-ARRIAB,
All-Russia Research Institute of Agricultural Biotechnology.

Three plant genotypes were used in the experiment: the tall spring durum wheat cultivar
LD222 (Triticum durum Desf.), its semidwarf near-isogenic line (NIL) carrying
gibberellin-insensitive Rht17 (Reduced height 17, synonym of Rht-B1p) gene (Bazhenov
et al., 2015), and semidwarf winter rye (Secale cereale L.) cultivar Chulpan, carrying a
dominant height-reducing allele of Ddw1 (Dominant dwarf 1, synonym of Hl, Humilis)
gene (Kobylyanskij, 1988; Goncharenko et al., 2019). Winter rye (Secale cereale L.) was
included in experiment as presumably more phosphorus-efficient control genotype
(Osborne & Rengel, 2002).

The plants were grown in sand in 520 cm3 plastic pots (maximum sizes at the top edge 9
× 9 × 9.5 cm) with closed bottom to prevent drainage, single plant per pot, in growth
chamber at 23 �C day, 18 �C night, 16-h photoperiod, photon flux density 112 µmol/m2s.
The nutrients were provided in soluble form as Hoagland solution without phosphorus
(Hoagland & Arnon, 1950), prepared from individual ingredients (Sigma-Aldrich, St. Louis,
MO, USA; protocol is in Table S1). The phosphorus was provided either as phosphate rock
powder mixed with sand in quantity of 2 g per pot, or in soluble form of monopotassium
phosphate (a mixture of KH2PO4 + K2HPO4, designated as K-PO4) at concentration 1 mM
(normal nutrition control), or was not supplemented at all (no-phosphorus control).
The experiment was performed in six biological replicates (3 genotypes × 3 treatments × 6
replicates = 54 plants) with a completely random design of placement of pots. The pots were
filled with rounded quartz sand (0.5–1.0 mm fraction) or a mixture of sand and phosphate
rock powder (23% P2O5, grade A, Verkhnekamskie Fertilizers LLC, Russia) andmoisturized
with corresponding nutrient-containing solution up to 75% of full water-holding capacity
(652 g of dry sand + 120 ml of solution). The seeds were placed in wet sand at 2 cm depth, 2
grains per pot. The average grain weight was 0.040 g for rye Chulpan, 0.049 g for LD222 and
0.043 g for LD222 NIL with Rht17 determined by weighing 36 seeds before sowing. After
full emergence the excessive seedlings were removed, leaving a single normal seedling per
pot. The pots were watered with equal volumes of distilled water each other day at the
beginning, and each day at the end of the experiment, when the evaporation by the plants
became greater. To compensate for the difference in water evaporation between pots, once a
week, instead of a regular watering procedure, the pots were equilibrized by mass with
distilled water on scales maintaining 75% of full water-holding capacity, which provided
good conditions for growth. Although there were no water leaks from the pots, additional
equal volumes of nutrient solutions were added every 2 weeks to compensate for nutrient
losses due to assimilation.

Digital phenotyping
During growth the plants were assessed using the TraitFinder (Phenospex, Heerlen,
Netherlands) digital phenotyping system. TraitFinder represents a system of two
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multispectral 3D laser scanners PlantEye F500 installed at an angle one to another on a
moving platform above the table, on which the experiment plants are placed within
definite area units. The scanners generate the 3D cloud of points and measure reflectance
of the plant surfaces in red (624–634 nm), green (530–550 nm), blue (465–485 nm), and
near-infrared (720–750 nm) light. Being used with manufacturers software (Phena 1.0,
HortControl 3.5) it outputs a series of plant measurements including both morphological
(geometry) parameters, as 3D leaf area (mm2), digital biomass (mm3), leaf inclination
angle, and spectral indices, including normalized differential vegetation index (NDVI),
green leaf index (GLI), normalized pigment chlorophyll ratio index (NPCI) and plant
senescence reflectance index (PRSI). The detailed description of these parameters is
provided at https://phenospex.helpdocs.com/plant-parameters and summarized in Table 1
(Rouse, 1973; Peñuelas et al., 1994; Filella et al., 1995; Merzlyak et al., 1999; Louhaichi,
Borman & Johnson, 2001).

The digital phenotyping measurements began on the 2nd day after full emergence and
repeated two or three times a week (scans every other day or two) approximately the same
time of day until the end of the experiment (34 day after emergence). Each time two scans
were made; the second scan was made immediately after the pots with plants were turned
90 degrees around vertical axis remaining on their places. To prevent lodging of plants
during 3D scanning, which could cause them to fall out of scan area, a supporting wire of
red color was installed in each pot. During data processing, the points of supporting wire
were excluded from the 3D cloud of points using filtering by hue and NDVI parameters.
The weight of the wire was accounted during watering the pots by mass.

Conventional phenotyping
At the end of the experiment three of six plant replicates were randomly picked and
phenotyped using more traditional methods. After the last measurement on TraitFinder,
on the 34 days after seedling emergence, the above-ground portion of the plants was cut,
the number of tillers was counted, the leaf area was measured using an office scanner
(Canon MF734Cdw) and ImageJ 1.53k software. A ruler and pieces of color paper of
known area were used for calibration. Both total leaf area, including dry brown and yellow
leaves present on plants, and green leaf area were measured. The border between green leaf
and senescent (yellow or brown) leaf areas was made subjectively. After scanning, the
above-ground plant mass was put into open paper boxes, fixed at 105 �C for 10 min to
prevent mass losses due to respiration and then dried at 60 �C until constant weight in
drying cabinet. The dry above-ground mass was weighted on laboratory scales with
milligram accuracy. To determine the below-ground biomass, the sand with roots was
gently removed from the pots into a basin, the roots were washed from the sand in water,
blotted with paper towel, dried in paper boxes to constant weight as described above and
weighted.

Measurement of pH of the solution in growth substrate
After roots removal, the pH of water extract of the remaining bulk soil in each pot was
measured. The substrate was mixed with distilled water at 1:5 ratio, shaken for 30 min, left
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to set for 10 min and measured using pH meter (Starter 3100 Bench pH-Meter; OHAUS,
Parsippany, NJ, USA) at 0.01 pH accuracy.

Statistical analysis
The data of conventionally (destructively) measured traits were subjected to factorial
analysis (ANOVA) with genotype, nutrition variant and their interaction taken as factors
using Statistica 6.0 software. For leaves/roots dry matter ratio and leaf senescence fraction
the ln(x) transformation of data was applied for normalization of distribution before
analysis. After analysis, the plots of marginal (least square) means with 95% confidence
intervals were built. For transformed traits, the reverse transformation was done for each

Table 1 Digital phenotyping (D. Ph.) parameters (‘traits’).

Phenotyping
parameter

Description Calculation and comments

3D leaf area The D. Ph. analogue of leaf area. A sum area of elementary triangles modeling the plant surfaces
and derived from a cloud of points generated by 3D scanners

Plant height The D. Ph. analogue of plant height that is unaffected or
only slightly affected by wind and other factors during
measurements.

The average height of the top 10% of the elementary triangles in a
unit (single plant in a pot in our experiment).

Digital biomass The D. Ph. analogue of biomass that correlate with plant
biomass.

Calculated as a product of plant height and 3D leaf area. It is
measured in mm3, and assuming approximately the same tissue
density throughout the plant, volume is a substitute for mass.

Normalized
differential
vegetation index
(NDVI)

The spectral index correlates with amount of green
vegetation, plant health and ability to intercept
photosynthetically active radiation (Rouse, 1973).

NDVI is calculated using reflectance in near-infrared light (RNIR)
and red light (RRed) by Formula (1) per each 3D point and then
averaged over the whole unit.

NDVI ¼ RNIR � RRedð Þ= RNIR þ RRedð Þ (1)

Greenness, or Green
Leaf Index (GLI)

The higher the green reflection component to other
channels, the higher the index (Louhaichi, Borman &
Johnson, 2001).

Represents the reflectance in green (RGreen) channel, compared to
other two visible channels—red (RRed) and blue (RBlue).

GLI ¼ 2 � RGreen � RRed � RBlueð Þ= 2 � RRed þ RGreen þ RBlueð Þ(2)

Normalized pigment
chlorophyll ratio
index (NPCI)

Varies between −1 and +1 and correlates with carotenoid/
chlorophyll ratio.

NPCI determined by TraitFinder is calculated by Formula (3)
(Peñuelas et al., 1994), which may be negative to NPCI used in
some other studies (Filella et al., 1995).

NPCI ¼ RRed � RBlueð Þ= RRed þ RBlueð Þ (3)

Plant senescence
reflectance index
(PSRI)

Is used to evaluate leaf senescence and fruit ripening, and is
sensitive to carotenoid/chlorophyll ratio (Merzlyak et al.,
1999).

PSRI is calculated using reflectance in red (RRed), green (RGreen)
and near-infrared light (RNIR) by Formula (4).

PSRI ¼ RRed � RGreenð Þ= RNIRð Þ (4)

Hue Characterizes the color of the plant. A component of the hue—saturation—value (HSV) color space
calculated for each point of the cloud of points (3D model of
plant obtained by 3D scanner) and averaged over the plant.
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point on the graph. The Tukey’s honest significant difference (HSD) test with a = 0.05 was
used to group the means into homogenous groups.

The digital phenotyping traits were analyzed by plotting time series of average values
along with standard errors using Python 3 libraries ‘pandas’ and ‘plotnine’. A useful rule of
thumb for normally distributed variables is that the observed sample mean will be within
one standard error of the true mean 66% of the time, two standard errors 95% of the time
and three standard errors 99% of the time (Hall, 1997). Thus, non-overlapping one
standard error intervals may be interpreted as significant difference of means at a = 0.05.

For making graphics, the averaged data of two scans with 90 degrees turn (double scan)
were used. Before calculating means and standard errors, outlying data were removed
using three median absolute deviation boundary following the algorithm: (1) for each
sample of six plants for each trait, nutrition variant, genotype and time point, the median
absolute deviation from sample median was calculated; (2) for each plant, the ratio of
deviation of individual value from sample median to the median deviation was calculated,
and if this ratio greater than 3, the individual value (plant) was discarded from sample.
Calculations of means and standard errors were carried out taking the new sample sizes.
The number of removed outlying values varied between 0 and 2 for any six-plant sample
with averages between 0.5 and 0.7 for different traits and between 0 and 1.1 for different
time points (Data S1).

Pearson’s correlation coefficients of digital phenotyping traits vs. conventional traits
were calculated in Statistica 6.0. For comparison of single vs. double scan with 90� turn, the
last scan values (single scan) or an average of the two scans before and after the turn
(double scan) values were used. Coefficients of variation for digital phenotyping traits were
calculated for each genotype�treatment�day point and averaged around all experiment.
Regression analysis was done in Microsoft Excel 2016.

The data obtained in the experiment are available as Supplemental File (Data S1).

RESULTS
Conventional phenotyping: root dry matter (endpoint data)
Influence of Phosphorus Nutrition: The dry root mass of plants grown without phosphorus
supply (w/o P) was very small (0.1–0.3 g) and increased statistically significantly on soluble
phosphate (K-PO4) for all genotypes (to 1.7 g for rye and 1.2–1.3 g for wheat lines).
The dry root mass under phosphate rock conditions was intermediate between the w/o P
and K-PO4 for the rye (1.1 g, statistically significant difference with two other conditions,
here and further a = 0.05 is applied) and closer to the w/o P conditions for both wheat
genotypes (0.3–0.4 g, the difference is only significant compared to K-PO4).

Influence of Genotype: There was no statistically significant differences between wheat
lines under all three growth conditions. The dry mass of root of rye was significantly
greater than of both wheat lines under phosphate rock growth conditions, and significantly
greater than tall wheat line LD222-rht under K-PO4 conditions (Fig. 1A).
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Conventional phenotyping: leaves dry matter (endpoint data)
Influence of Phosphorus Nutrition: Similarly to dry matter of roots, the dry mass of leaves
consistently increased in the series w/o P, phosphate rock and K-PO4. The increase in
leaves mass under phosphate rock was observed for all genotypes (from 0.08–0.18 g to
0.3–0.4 g, statistically significant for all genotypes). The leaves mass under K-PO4

conditions was in the range 0.6–0.9 g and was statistically significantly greater than in
other conditions for all genotypes.
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Figure 1 The diagram of means and 95% confidence intervals of the traits measured at the end of the
experiment using traditional methods. (A) Dry matter of roots. (B) Dry matter of leaves. (C) Leaves to
roots dry matter ratio. (D) Tiller number. (E) Total leaf area. (F) Fraction of senescent leaf area.
The letters above the bars designate the homogenous groups of means according to Tukey HSD (honestly
significant difference) test at a = 0.05. Full-size DOI: 10.7717/peerj.15972/fig-1
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Influence of Genotype: In contrast to the root mass, where the distinctive genotype was
the rye, in case of leaves mass the distinctive genotype turned out to be the tall wheat line
LD222-rht, which had statistically significantly different leaves mass only under K-PO4

conditions (0.90 g vs. 0.60 and 0.65 g for rye and semidwarf wheat LD222-Rht17
correspondingly). Under w/o P and phosphate rock growth conditions, there were no
significant differences between genotypes (Fig. 1B).

Conventional phenotyping: endpoint data on the ratio of dry matter of
leaves to dry matter of roots (L/R)
The data reported above on the dry matter of leaves and the dry matter of roots on the last
day of the experiment were used to calculate the ratio between them (Fig. 1C).

Influence of Phosphorus Nutrition: The only statistically significant effect was observed
for rye that had the greater L/R ratio under w/o P conditions compared to both phosphate
rock and K-PO4 conditions (1.0, 0.3 and 0.4 correspondingly). There was no significant
difference for any wheat line between any growth conditions.

Influence of Genotype: Under all growth conditions the L/R ratio was greatest for tall
wheat line LD222-rht and the least for rye, with the only exception that under w/o P
conditions the ratio for the rye was just slightly less than the ratio for LD222-rht. However,
the variations in L/R ratio were relatively big, so the statistically significant differences
between genotypes under the same growth conditions were observed only between LD222-
rht and LD222-Rht17 under w/o P conditions (1.1 and 0.5 correspondingly), between rye
and tall wheat LD222-rht under K-PO4 (0.4 and 0.8 correspondingly), and between rye and
both wheat genotypes under phosphate rock growth conditions (0.3 and 0.9–1.2
correspondingly) (Fig. 1C).

Conventional phenotyping: the number of tillers (endpoint data)
Influence of Phosphorus Nutrition: Among all genotypes, the number of tillers was always
greatest for rye and the least for tall wheat LD222-rht except phosphate rock conditions
when the number of tillers was the same for both wheat lines. The numbers of tillers per
plant were statistically significantly different for rye under different nutrition conditions,
and were 2.0, 4.3 and 6.3 for w/o P, phosphate rock and K-PO4 correspondingly. Among
wheat lines the only significant difference was in LD222-Rht17 between phosphate rock
and K-PO4 (2.0 and 4.3 correspondingly).

Influence of Genotype: The number of tillers increased in the series w/o P, phosphate
rock and K-PO4 for all genotypes. The rye was the only genotype that had statistically
significant differences compared to other genotypes. Under all growth conditions it had
significantly greater number of tillers, both under phosphate rock conditions (4.3 vs. 2.0 in
wheat lines) and under soluble phosphate conditions (6.3 vs. 3.3–4.3 in wheat lines)
(Fig. 1D).

Conventional phenotyping: total leaf area (endpoint data)
Influence of Phosphorus Nutrition: All genotypes increase leaf area in the series w/o P,
phosphate rock and K-PO4. For rye the difference between all growth conditions is
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statistically significant (30, 115 and 165 cm2 for w/o P, phosphate rock and K-PO4

correspondingly). For both wheat lines the difference is significant only between K-PO4

group and others (35–40, 65–70 and 165–175 cm2 for w/o P, phosphate rock and K-PO4

correspondingly).
Influence of Genotype: All genotypes show similar leaf area with a greater value for rye

under phosphate rock conditions (115 cm2 vs. 65–70 cm2 for wheat lines; statistically
significant) and, to some extent in soluble phosphate (185 cm2 vs. 165–175 cm2 for wheat
lines; not significant) (Fig. 1E).

Conventional phenotyping: leaf senescence fraction (LSF) (endpoint
data)
On the last day of the experiment (34 days after seedling emergence), the area of
senescence leaf was measured (Fig. S1), and the LSF was calculated (Fig. 1F) using total leaf
area data presented above (Fig. 1E).

Influence of Phosphorus Nutrition: The greatest proportion of the senescent leaf area
(yellow or necrotic leaves or their parts) was observed under w/o P conditions (LSF
20–30%). The least LSF was in K-PO4 conditions (1–5%) for all genotypes with the only
exception of rye on phosphate rock (1% vs. 5% and 21% on K-PO4 and w/o P
correspondingly). Statistically significant difference for LSF was observed between
phosphate rock and K-PO4 for all genotypes, and additionally for rye between phosphate
rock and w/o P conditions.

Influence of Genotype: All genotypes were not significantly different by LSF under w/o P
conditions. Under phosphate rock conditions the rye had significantly lesser LSF (1% vs.
15% and 26% for semidwarf wheat LD222-Rht17 and tall wheat LD222-rht
correspondingly). Under K-PO4 growth conditions semidwarf wheat line LD222-Rht17
was significantly healthier compared to rye and tall wheat line (LSF 1% vs. 4% and 5%
correspondingly) (Fig. 1E).

Dynamics of digital phenotyping parameters (‘traits’)
Digital phenotyping was carried out periodically from the second to the 34th day after
seedling emergence. The dynamics of 3D leaf area is presented in Fig. 2 and of other digital
phenotyping traits are presented in Figs. S1–S6.

Influence of Phosphorus Nutrition: 3D leaf area (Fig. 2) and Digital biomass (Fig. S2)
changed in a similar way as the plants grew. Assessed by standard deviations, the statistical
significance of differences in these parameters depending on the growth conditions
appeared for rye after 7–10 days after germination, and for wheat lines after 10 days for K-
PO4 compared with other conditions (after 17 days for Digital biomass for LD222-rht) and
17–20 days for the differences between phosphate rock and w/o P.

Under w/o P conditions the increase in Leaf area (Fig. 2) and Digital biomass (Fig. S2)
occurred slowly and stopped in rye on days 17–20, and in both lines of wheat on day 27.
Under K-PO4 conditions, growth was most active and, unlike other conditions, was
observed throughout the entire observation period, with the exception of the Leaf area
parameter for LD222-rht that was stabilized at day 27. Phosphate rock provided a good
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increase in Leaf area and Digital biomass for rye (more than 50% of the values compared to
K-PO4), to a lesser extent for LD222-Rht17 (more than 50% of Digital biomass and less
than 50% of Leaf area compared to K-PO4) and even to a lesser extent for LD222-rht (less
than 50% of Digital biomass and 50% of Leaf area compared to K-PO4). The growth on
Phosphate rock was observed until 27th day, then almost stopped for tall wheat line LD222-
rht, stopped for the rye (Digital biomass stopped several days later—on the 30th day) and
was reversed for semidwarf wheat line LD222-Rht17.

The Height (Fig. S3) was increasing the greatest in K-PO4, in lesser extent in phosphate
rock and the least for w/o P for rye. The difference became statistically significant from 20th

day (by the estimation by standard deviations) when plants at w/o P conditions virtually
stopped to grow. The phosphate rock rye stopped to grow on day 27. For tall wheat line
LD222-rht the height became greater for K-PO4 compared to other conditions from day 20

A B

C D

Figure 2 The dynamics of leaf area (cm2), double scan with a 90� turn. The means are represented by solid color lines. The standard errors are
shown as faint-color ribbons above and below the lines. Non-overlapping one standard error intervals may be interpreted as significant difference of
means at a = 0.05. The x axis indicates the day after emergence. Nutrition variants: (A) soluble phosphates, (B) phosphate rock powder, (C) without
phosphates, (D) all variants together. Full-size DOI: 10.7717/peerj.15972/fig-2
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(estimated as statistically significant) while no consisted differences were observed between
w/o P and phosphate rock plants. For semidwarf wheat line LD222-Rht17 all three growth
conditions resulted in approximately the same Height increase without consistent
difference. For this line, the increase of the Height was gradually slowed and by the end of
the observation period virtually stopped under all growth conditions.

All spectral parameters changed strongly during the first 10 days when the leaves were
formed, so the data are considered after this period. The value of NDVI for healthy leaves
with normal chlorophyll content is usually above 0.5, and the higher the better. The NDVI
for rye was the greatest for K-PO4 and the least for w/o P (all three conditions are accessed
as statistically significantly different after 10–17 days) (Fig. S4). However, by the end of the
experiment NDVI comes to 0.45 under all three growth conditions (no significant
differences from the days 30–33). NDVI for both wheat lines behaves similarly but stays
above 0.5 under K-PO4 conditions until the end of the study (significantly different
compared to w/o P and phosphate rock from days 13–15). NDVI of phosphate rock plants
are slightly greater than w/o P plants in case of LD222-Rht17 and in lesser extent for
LD222-rht plants, however there is no significant difference on the last day of the study.
The Greenness was always the greatest for K-PO4 compared to other conditions (estimated
as statistically significant), and there were no consistent differences between w/o P and
phosphate rock conditions (Fig. S5). The normal range of NPCI and PSRI is −0.1 to 0.2 and
−0.1 to 0 correspondingly. Under K-PO4 conditions NPCI and PSRI values generally lies
withing these ranges (Figs. S6 and S7). Under phosphate rock and w/o P the values are
slightly lower with no clear difference between them.

Influence of Genotype: 3D leaf area under K-PO4 growth conditions increased with small
differences between genotypes (Fig. 2). Until the day 13 after emergence the greatest leaf
area was in the tall wheat line followed by rye followed by the LD222-Rht17 wheat line with
the statistical significance of the differences within days 3–10 (as estimated by standard
deviations). From about 13 days after emergence, the ranks of variants were rearranging.
The greatest leaf area was observed in rye followed by semidwarf wheat line followed by
LD222-rht line. The statistically significant differences were observed between rye and
both wheat lines around day 24 and between LD222-rht and two other genotypes after day
30. Under w/o P growth conditions the rye grew the slowest (statistically significantly from
the day 20). Tall wheat LD222-rht line grew the fastest until day 20 (statistically
significantly different compared to LD222-Rht17 line and rye within 7–15 days), then both
wheat lines grew with similar dynamics, however on the last day leaf area of LD222-Rht17
plants became statistically significantly greater than other genotypes. Under the phosphate
rock growth conditions, the rye had the greatest leaf area (statistically significantly
different from wheat lines from day 22). Among the wheat lines, the tall wheat line
appeared to have slightly greater leaf area most of the time (statistically significantly greater
than LD222-Rht17 line on days 7, 18, 21), however by the end of the study, the semidwarf
LD222-Rht17 line showed statistically significant greater leaf area compared to the tall
LD222-rht line (Fig. 2). Digital biomass dynamics under K-PO4 conditions showed
generally the greatest values for tall LD222-rht line followed by rye and semidwarf LD222-
Rht17 line (Fig. S2). After day 21 the difference between LD222-rht line and other
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genotypes can be estimated as significant, except the day 32. Under conditions of w/o P
variant, the digital biomass of rye was the lowest among all genotypes (statistically
significantly from day 10). Digital biomass was generally the greatest for the tall wheat line,
however in about half of all the time points the difference with semidwarf wheat line was
not significant. Under phosphate rock growth conditions, tall wheat LD222-rht line had
the greatest digital biomass until day 27 (statistically significantly different from other
genotypes in most time points), then its biomass started to slowly decrease and the rye
surpassed in digital biomass other genotypes. The semidwarf LD222-Rht17 line had
generally the least digital biomass, however unlike LD222-rht line, it continued to increase
its biomass steadily and surpassed the tall wheat line on the last day of the study (Fig. S2).
The height of the plants was the greatest for the tall wheat line LD222-rht and the least for
the rye under all growth conditions (Fig. S3). The differences were assessed as statistically
significant between all genotypes for the last 10 days of the study except the difference
between rye and semidwarf wheat line LD222-Rht17 under K-PO4 conditions.

NDVI was the lowest for rye under all growth conditions (Fig. S4), although the
difference between rye and wheat lines was statistically significant just for the second half
of the observation period for K-PO4 conditions, and around 15–20 days after the
germination for other conditions. The differences between wheat genotypes were not
consistent within the observation period. However, considering the last days of the study,
the semidwarf line LD222-Rht17 had statistically significantly greater NDVI than the tall
wheat line in w/o P and K-PO4 growth conditions, while no significant difference under
phosphate rock conditions. The greenness was lower for rye for the most time points for all
conditions compared to wheat lines (Fig. S5). Among wheat lines, tall LD222-rht generally
had greater greenness values under all growth conditions, although there were some time
points, when the opposite was observed. NPCI and PSRI indices were the greatest for tall
wheat line and the least for semidwarf wheat line LD222-Rht17 for all conditions (Figs. S6
and S7) with the greatest difference under w/o P conditions followed by phosphate rock
(the differences are statistically significant from the days 10–12) and the least difference
under K-PO4 conditions (the differences are statistically significant from the day 22).

The effect of plant rotation on the accuracy of digital phenotyping
Two variants of digital phenotyping of plants have been tested. The plants were scanned
with TraitFinder phenotyping system and then scanned again after 90 degrees rotation.
In the first variant of phenotyping (“single scan” without turns), digital phenotyping ‘traits’
from six replicates of plants with the same genotype and growth conditions were averaged
(after removing outliers if they were determined) without taking in consideration the data
obtained after 90� turn. In another variant of phenotyping (“double scan with 90� turn”),
digital phenotyping ‘traits’ from each plant were average from two scans (before and after
90� turn) and these averages were used to average digital phenotyping ‘traits’ from six plant
replicates. The coefficients of variations of the repeats turned out to be the same or only
with slight improvement for double scan with 90� turn (Table 2).
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Correlation of data obtained by conventional and digital phenotyping
methods
To evaluate the agreement of digital phenotyping data and conventionally measured traits
we performed correlation and regression analyses of the last time point in digital
phenotyping time series and the data presented above (Fig. 3, Table 3). The most
significant correlations of the digital phenotyping parameters (‘traits’) with the
conventional traits were found between the 3D leaf area measured using TraitFinder and
two traits measured using a conventional 2D scanner: (1) the green leaf area (total leaf area
minus the area of senescence leaf), and (2) total leaf area, which includes yellowed and
dead leaves. Pearson’s correlation coefficients for these correlations were 0.94 and 0.93
correspondingly and the correlations were statistically significant. Dry aboveground mass

Table 2 Mean coefficients of variation (%) of digital phenotyping traits measured using single scan
or averaging two scans with 90 degrees turn of pots around vertical axis.

Digital biomass Plant height 3D leaf area

Single scan 29 10 27

Double scan with 90� turn 28 10 26
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Figure 3 Linear regression of conventional and digital phenotyping traits. 3D leaf area measured by
TraitFinder (A, single scan; B, double scan) vs. green leaf area measured by flatbed scanner; digital
biomass measured by TraitFinder (C, single scan; D, double scan) vs. leaves dry matter measured on
scales. Full-size DOI: 10.7717/peerj.15972/fig-3
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of plants correlated strongly with digital biomass measured using ‘TraitFinder’. Pearson’s
correlation coefficient was 0.92 and it was statistically significant. Double scanning of
plants with 90� turn compared to single scanning without the turn did little to change the
coefficients of correlation of manually measured traits with geometric digital phenotyping
parameters (Digital biomass and 3D leaf area)—Pearson’s correlation coefficients
decreased or increased by no more than 0.01 (Table 3).

The coefficients of determination (R2) of regression models of digital phenotyping vs.
conventional traits for leaf area and biomass were 0.88 and 0.85 in single scan respectively,
and 0.90 and 0.91 (with two outlier points removed) in double scan with a turn respectively
(Fig. 3).

Among the spectral indices, only the NDVI showed statistically significant correlation
with all the traits measured by traditional methods. Most significantly and negatively this
index was associated with the percentage of yellowed or dead leaf area (senescent leaf area
%). Vice versa, the senescent leaf area percentage was the most significantly associated with
NDVI among other spectral indices. The green leaf index (GLI) showed the highest
correlation with dry aboveground biomass, as well as with leaf area. The hue index was
negatively associated with dry aboveground biomass (Table 3). Both PSRI and NPCI
indices did not show a significant relationship with any of the traits determined by
traditional methods, especially when double scan with a turn was applied. In general, the
spectral parameters in our experiment were less related to the conventionally measured
traits, including the proportion of the senescent leaf area.

Table 3 Pearson’s correlation coefficients between traits measured destructively and digital phenotyping traits measured by means of
‘TraitFinder’ on the last day of the experiment.

Digital phenotyping traits

Digital
biomass

3D leaf
area

Hue
average

GLI
average

NDVI
average

NPCI
average

PSRI
average

Single scan

Conventional
traits

Above-ground dry
mass

0.92* 0.87* −0.52* 0.72* 0.59* 0.20 0.39*

Tiller number 0.63* 0.81* −0.09 0.32 0.43* −0.06 0.08

Total leaf area 0.88* 0.93* −0.45* 0.65* 0.59* 0.14 0.36

Green leaf area 0.88* 0.94* −0.41* 0.64* 0.62* 0.08 0.32

Senescent leaf area % −0.69* −0.78* 0.17 −0.51* −0.70* 0.29 −0.05

Double scan with 90� turn

Conventional
traits

Above-ground dry
mass

0.91* 0.87* −0.45* 0.73* 0.64* 0.15 0.33

Tiller number 0.63* 0.82* −0.09 0.32 0.47* −0.01 0.11

Total leaf area 0.87* 0.94* −0.37 0.65* 0.64* 0.10 0.29

Green leaf area 0.87* 0.95* −0.33 0.63* 0.66* 0.06 0.25

Senescent leaf area % −0.68* −0.77* 0.05 −0.44* −0.67* 0.27 0.05

Note:
* Coefficients are significantly different from zero at p < 0.05.
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pH of the aqueous extracts of plant substrate
The diluted media washed out from the sand or sand with phosphate rock powder was
slightly basic with pH in the range 7.0–7.8 (Fig. S1D).

DISCUSSION
Releasing organic acids that could dissolve water-insoluble phosphates is one of the
supposed mechanisms of enhancement of phosphorus acquisition by roots of agricultural
plants. Previous study suggested, that wheat lines carrying reduced-height genes produce
less acids in roots exudates (McGrail, Van Sanford & McNear, 2021). Thus, it can be
assumed that semidwarf cultivars should be less able to acquire phosphorus from insoluble
forms including phosphate rock powder.

In this study we performed a pot experiment to measure continuous and end point
growth parameters of wheat near isogenic lines that differed by the gibberellin-insensitive
reduced height gene alleles in the growth conditions of insoluble and soluble phosphorus
supplementation. A rye cultivar Chulpan was used as a contrast genotype capable of
utilizing insoluble phosphates. Beside morphological traits and parameters of physical
growth of plants we also measured the spectral parameters as indicator of plant health.
NDVI (Rouse, 1973) and GLI (Louhaichi, Borman & Johnson, 2001), both intended for
differentiation of photosynthetically-active plant parts from non-living material, showed
the most significant correlation with traditionally measured traits. Normalized pigment
chlorophyll ratio index (NPCI) was proposed as highly correlated with the ratio between
total carotenoids and chlorophyll (Peñuelas et al., 1994; Penuelas, Baret & Filella, 1995),
reflects leaves yellowing as a result of nitrogen deficiency in wheat plants (Filella et al.,
1995; Ranjan et al., 2012). The Plant Senescence Reflectance Index (PSRI) was found to be
sensitive to the carotenoid/chlorophyll ratio and was intended to quantify leaf senescence
and fruit ripening (Merzlyak et al., 1999; Anderegg et al., 2020). A feature of the spectral
indices obtained using TraitFinder is that it takes into account only points belonging to
plants, not soil. Thus, the index values reflect the condition of the green leaves and the
proportion of dead or yellow leaves or similar areas in the green leaves.

For the plants grown on phosphate rock powder, the presence of Rht17, as expected,
decreased the plant height with statistical significance in the last 10 days (Fig. S3),
decreased digital biomass from day 10 to day 30 after emergence, and statistically
significantly decreased spectral parameters: NPCI and PSRI since days 10–12 (Figs. S6 and
S7), and greenness on most time points since day 18 (Fig. S5) determined by digital
phenotyping. Also, under phosphate rock conditions there was a decrease in the leaf
senescence fraction in semidwarf LD222-Rht17 wheat line compared to tall LD222-rht,
although the difference was not statistically significant (Fig. 1F). At the same time, the
presence of Rht17 did not change significantly any manually measured plant parameter at
the end of experiment when plants were grown on phosphate rock (Figs. 1 and S1).
On soluble phosphate, Rht17 decreased dry matter of leaves, leaf senescence fraction, plant
height, digital biomass, greenness, NPCI and PSRI, and increased NDVI at the end point of
measurements. The presence of this allele almost did not change the dry matter of roots,
leaf area, and only slightly, statistically insignificantly, decreased leaves/roots dry matter
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ratio. That is generally in agreement with previously studied effects of
gibberellin-insensitive reduced-height genes (McCaig & Morgan, 1993).

The lower values of NPCI and PSRI spectral indices show either lower content of the
pigments that absorb light in the blue (for NPCI) and green (for PSRI) range of spectra,
such as carotenoids, or greater content of chlorophyll, or both, so the low NPCI and PSRI
values are indicators, of healthier plants. NDVI is a proxy index for chlorophyll content,
and it does not show any differences between wheat genotypes under phosphate rock
conditions. Thus, under phosphate rock conditions semidwarf plants may produce less
carotenoids than tall ones. For both wheat genotypes NPCI and PSRI values were not
consistently significantly affected by the availability of phosphorus (Figs. S6 and S7). Also,
lower values of these indices were observed for semidwarf wheat line under all three
phosphorus supply variants, including growth on soluble phosphates. Thus, the differences
in NPCI and PSRI between tall and Rht17 wheat genotypes do not appear to be related to
phosphorus availability. According to our results, retarded growth rather than changes in
chlorophyll-carotenoids ratio or leaves yellowing, seems to be the main symptom of
phosphorus deficiency.

Under soluble phosphate conditions, during the last week of the study semidwarf line
LD222-Rht17 had greater NDVI than tall line (Fig. S4). Since both wheat lines had lesser
and equal NDVI values under phosphate rock conditions compared to soluble phosphate
(Fig. S4), the decrease of NDVI can be considered as an indicator of phosphorus deficiency
stress. Then the results of the growth under insoluble phosphate as compared to soluble
phosphate is more negative for semidwarf wheat line than for tall line according to NDVI
dynamics in the last week of the pot experiment. Also, the NDVI dynamics under insoluble
phosphate was closer to the no phosphate conditions in case of semidwarf wheat, and
closer to soluble phosphate in case of tall wheat during the last week of the experiment
(Fig. S4).

For any genotypes, limited phosphorus supply retarded the plant growth (Figs. 1, 2 and
S2) thus reducing consumption of other elements, that were supplemented equally in all
variants. The decrease of NDVI during the last week of the study in case of rye and tall
wheat under soluble phosphate conditions (Fig. S4) could indicate a limitation by other
nutrients, such as nitrogen. Then the highest NDVI of semidwarf wheat line at the end of
experiment in soluble phosphate conditions may indicate that it spends nutrients more
modestly, keeping its tissues in good physiological state, while rye and tall wheat maintain
vigorous growth and reutilizes lacking elements from old tissues. However, in the case of
insoluble phosphate, the dry mass produced by plants is at least 50% less than in the case of
soluble phosphate (Fig. 1), so there should be no nutrient limitation factor. The increase in
biomass under phosphate rock powder conditions compared to the control without
phosphorus was much greater in rye than in wheat. An especially significant increase was
observed for root biomass. Thus, rye effectively acquires phosphorus from phosphate rock
powder. This ability of rye plants to absorb phosphorus from insoluble forms could be due
to presumably greater amount of acids in root exudates, other composition of acids (Li, Ma
& Matsumoto, 2000), as well as higher root mass and visually observed higher root hair
density (not measured in this study). Root-to-leaf dry mass ratio shows that rye allocates
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more assimilates for the growth of roots, which makes it more adapted to acquire scarce
nutrients from the soil. Better growth of rye compared to wheat on phosphate rock powder
also may be explained by lower demand of rye tissues in phosphorus. Indeed, some studies
show better phosphorus use efficiency of rye compared to wheat (Pandey, Singh & Nair,
2005).

Under no-phosphorus supply conditions the rye showed the least growth among all
genotypes according to the plant height, 3D leaf area and the final biomass of leaves, while
tall wheat line—the greatest growth and final biomass. In our experiment the grains of rye
used for sowing were the lowest in 1,000 kernel weight, followed by semidwarf wheat line
and tall wheat line in ascending order, thus positively correlating with final plant biomass.
Previous experiment however, did not find significant correlation of seed phosphorus
resources and growth of plants on limited P supply (Osborne & Rengel, 2002). The reserve
of nutrients stored in the seeds should be kept in mind for element uptake experiments.
In our case, the final differences between genotypes stabilized only after 20–25 days after
seedling emergence.

So, by morphological traits, while the rye differed from wheat lines, we did not observe
any negative effect of the Rht17 gene on the growth of wheat plants on phosphate rock, the
insoluble source of phosphorus. Rht17 gene had the expected negative effect on the height
of the durum wheat plants (Fig. S3) but did not significantly affect the root weight on any
variant of phosphorus nutrition (Fig. 1A). This result is consistent with a recent study
showing that the architecture of root system is not different between tall and semidwarf
cultivars (McGrail & McNear, 2021). Also, phosphorus acquisition efficiency, that is, the
amount of phosphorus absorbed per gram of root mass, was found to be equal for tall and
semidwarf cultivars (McGrail, Van Sanford & McNear, 2023).

Earlier it was suggested that increased root surface area plays a more significant role
than other traits in adaptation of plants to low phosphorus availability in the soil (Bieleski,
1973). Thus, it can be assumed that semidwarf wheat plants, despite less acid production
by roots, can still be effective in phosphorus acquisition.

In our study, in addition to plant phenotyping, on the last day of the growing plants, the
pH values of water extracts from the growth substrate (sand or sand with the addition of
phosphate rock powder) were measured. The pH of medium in semidwarf and tall wheat
lines shifted to higher values from 7.0 (neutral) for the control (no phosphorus) plants to
7.8 (slightly alkaline) for plants growing under insoluble or soluble phosphates
supplementation (Fig. S1D). Under phosphate supplementation conditions the plant
growth was promoted compared to the controls without phosphorus (Figs. 1B and 2).
The greater rate of the growth requires greater rate of nitrogen assimilation, and the
alkalization of the growth medium can probably occur due to the consumption of nitrate
as the main source of nitrogen. It is known that nitrate assimilation cause alkalization of
the soil (Pierre, 1928;Weligama et al., 2008, 2010). Slightly alkaline pH is not favorable for
dissolving of the phosphate rock powder (Ellis, Quader & Truog, 1955). Thus, although the
difference in the pH was not statistically significant, we can assume that the absence of pH
buffering or acidic components of natural soil in our growth substrate could obscure the
effect of differences in the production of organic acids by wheat lines on their ability to
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assimilate phosphorus from the insoluble source, the phosphate rock. Rye, however,
maintained near-to-neutral pH of the substrate under all growth conditions (Fig. S1D).
This may indicate that rye produces more acids in its root exudates.

Besides evaluation of the effect of semidwarf and tall alleles of the rht gene on wheat
growth under conditions of insoluble phosphorus, two methodological questions of digital
phenotyping were explored. The first question we explored was the consistency of digital
and manually determined phenotyping data. The values of traits obtained by digital
phenotyping, including leaf area, do not directly show the actual parameters of plants, but
can be used to predict them through regression equations. However, the prediction of
plant biomass and leaf area based on digital phenotyping data in our experiment with
cereals has a rather large random error. The coefficient of determination (R2) of linear
regression models obtained using the data of single scan for digital biomass and 3D leaf
area vs. observed traits are similar to ones obtained for grasses in earlier studies (about
0.86) (Vadez et al., 2015; Maphosa et al., 2017). Higher R2 (about 0.95) were obtained in
other studies for dicotyledonous plants having wider and more horizontally oriented leaf
plates (Kjaer & Ottosen, 2015; Vadez et al., 2015). This large error of the geometric
parameters of cereal plants could be due to predominantly vertical arrangement of the leaf
blades in cereals, in the same plane with the scanning beam. This, together with leaf
overlapping, can make the plants partially invisible to the 3D scanner, and the fluctuation
of leaf position from one scan to another can produce this error.

The second question was whether the precision of digital phenotyping could be
improved by repeated measurements of plants after rotation. Occlusion of some plant
parts by others reduces the accuracy and precision of data in digital phenotyping. Second
scan after 90 degrees turn theoretically may improve accuracy of phenotyping, making
visible some parts of the plant, that were hidden for the scanners at the first scan. At the
same time after the turn other plant areas become obstructed, and overall effect of the plant
rotation was difficult to predict. Comparison of the coefficients of variation for six plants
scanned at one position (no turn) and two positions (average of scans before and after 90
degree turn) showed that there was no reasonable improvement of precision on repeated
scans (Table 2). To access the effect of the rotation on the accuracy of digital phenotyping,
we assumed the manual data highly accurate and compared the correlation between digital
and manually obtained data for single and double scan. With double scan the coefficient of
determination R2 increased from 0.88 to 0.90 for correlation of green leaf area and 3D leaf
area, but decreased from 0.85 to 0.83 for correlation of leaves dry mass and digital biomass
(Fig. 3). Thus, double scan did not provide consistent improvement in accuracy of digital
phenotyping. This result is valid for plants whose appearance is similar to the plants we
tested (1-month-old wheat and rye plants) and for a TraitFinder digital phenotyping
system equipped with two PlantEye 3D scanners, such as the one we used in this study.
The scanners are spaced about 50 cm apart and generate individual 3D point clouds, which
are than merged into a single 3D plant model with lesser occluded areas than in the
original scans. In case of systems equipped with a single 3D scanner, 90 degree turn can
perhaps provide better effect on the precision of data.
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CONCLUSIONS
Gibberellin-insensitive dwarfing genes are widely used in wheat breeding. Previous studies
concluded that these genes may compromise the ability of wheat plants to acquire and
effectively use phosphorus from the soil. In our experiment using near-isogenic lines, we
observed that gibberellin-insensitive reduced-height gene Rht17 does not significantly
reduce the growth of durum wheat plants on substrate containing phosphate rock
(phosphorite) powder as the only source of phosphorus. Both tall and semidwarf durum
wheat have shown a poor ability to acquire and use phosphorus from its insoluble forms.
Drastically different from wheat, winter rye showed noticeable adaptation to the insoluble
phosphorus source. Grown on sand supplemented with phosphate rock powder, it
developed significantly greater root biomass and larger leaf area compared to the
phosphorus-free substrate variant.

Introduction of digital phenotyping technologies is a modern trend in plant biology and
agricultural research. The data obtained using the digital phenotyping systems are valuable
for tracking plant parameters during their early growth without destruction of the
experiment plants. Digital phenotyping may be relevant for experiments with a small
amount of available material, for example, at early stages of the breeding process, in genetic
engineering or plant physiology experiments. In our experiment, an application of
repeated scan with a turn of plants for 90 degrees on TraitFinder (Phenospex) phenotyping
system slightly improved accuracy of measurements. Therefore, in further experiments
with cereal plants, it is sufficient to use the standard single-scan procedure without
rotation.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding
This research was funded by the Russian Science Foundation, grant number 21-16-00121.
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:
Russian Science Foundation: 21-16-00121.

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

Author Contributions
� Mikhail Bazhenov conceived and designed the experiments, performed the experiments,
analyzed the data, prepared figures and/or tables, authored or reviewed drafts of the
article, and approved the final draft.

Bazhenov et al. (2023), PeerJ, DOI 10.7717/peerj.15972 20/24

http://dx.doi.org/10.7717/peerj.15972
https://peerj.com/


� Dmitry Litvinov performed the experiments, authored or reviewed drafts of the article,
and approved the final draft.

� Gennady Karlov conceived and designed the experiments, authored or reviewed drafts of
the article, and approved the final draft.

� Mikhail Divashuk conceived and designed the experiments, authored or reviewed drafts
of the article, and approved the final draft.

Data Availability
The following information was supplied regarding data availability:

The raw data are available in the Supplemental Files.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.15972#supplemental-information.

REFERENCES
Anderegg J, Yu K, Aasen H, Walter A, Liebisch F, Hund A. 2020. Spectral vegetation indices to

track senescence dynamics in diverse wheat germplasm. Frontiers in Plant Science 10:1749
DOI 10.3389/fpls.2019.01749.

Baon JB, Smith SE, Alston AM. 1994. Growth response and phosphorus uptake of rye with long
and short root hairs: interactions with mycorrhizal infection. Plant and Soil 167:247–254
DOI 10.1007/BF00007951.

Bazhenov MS, Divashuk MG, Amagai Y, Watanabe N, Karlov GI. 2015. Isolation of the dwarfing
Rht-B1p (Rht17) gene from wheat and the development of an allele-specific PCR marker.
Molecular Breeding 35:213 DOI 10.1007/s11032-015-0407-1.

Bieleski RL. 1973. Phosphate pools, phosphate transport, and phosphate availability. Annual
Review of Plant Physiology 24:225–252 DOI 10.1146/annurev.pp.24.060173.001301.

Carpenter SR. 2008. Phosphorus control is critical to mitigating eutrophication. Proceedings of the
National Academy of Sciences of the United States of America 105:11039–11040
DOI 10.1073/pnas.0806112105.

de Souza Campos PM, Cornejo P, Rial C, Borie F, Varela RM, Seguel A, López-Ráez JA. 2019.
Phosphate acquisition efficiency in wheat is related to root: shoot ratio, strigolactone levels, and
PHO2 regulation. Journal of Experimental Botany 70(20):5631–5642 DOI 10.1093/jxb/erz349.

Ellis R Jr, Quader MA, Truog E. 1955. Rock phosphate availability as influenced by soil pH. Soil
Science Society of America Journal 19:484–487 DOI 10.2136/sssaj1955.03615995001900040025x.

Filella I, Serrano L, Serra J, Peñuelas J. 1995. Evaluating wheat nitrogen status with
canopy reflectance indices and discriminant analysis. Crop Science 35:cropsci1995.
0011183X003500050023x DOI 10.2135/cropsci1995.0011183X003500050023x.

Flintham JE, Börner A, Worland AJ, Gale MD. 1997. Optimizing wheat grain yield: effects of Rht
(gibberellin-insensitive) dwarfing genes. The Journal of Agricultural Science 128:11–25
DOI 10.1017/S0021859696003942.

George TS, Gregory PJ, Hocking P, Richardson AE. 2008. Variation in root-associated
phosphatase activities in wheat contributes to the utilization of organic P substrates in vitro, but

Bazhenov et al. (2023), PeerJ, DOI 10.7717/peerj.15972 21/24

http://dx.doi.org/10.7717/peerj.15972#supplemental-information
http://dx.doi.org/10.7717/peerj.15972#supplemental-information
http://dx.doi.org/10.7717/peerj.15972#supplemental-information
http://dx.doi.org/10.3389/fpls.2019.01749
http://dx.doi.org/10.1007/BF00007951
http://dx.doi.org/10.1007/s11032-015-0407-1
http://dx.doi.org/10.1146/annurev.pp.24.060173.001301
http://dx.doi.org/10.1073/pnas.0806112105
http://dx.doi.org/10.1093/jxb/erz349
http://dx.doi.org/10.2136/sssaj1955.03615995001900040025x
http://dx.doi.org/10.2135/cropsci1995.0011183X003500050023x
http://dx.doi.org/10.1017/S0021859696003942
http://dx.doi.org/10.7717/peerj.15972
https://peerj.com/


does not explain differences in the P-nutrition of plants when grown in soils. Environmental and
Experimental Botany 64:239–249 DOI 10.1016/j.envexpbot.2008.05.002.

Goncharenko AA, Makarov AV, Ermakov SA, Semenova TV, Tochilin VN, Tsygankova NV,
Skatova SE, Krakhmaleva OA. 2019. Ecological stability of short stemmed winter rye varieties.
Russian Agricultural Sciences 45:315–322 DOI 10.3103/S1068367419040049.

Hall JW. 1997. The presentation of statistical results in journal articles. Canadian Journal of Plant
Science 77(1):11–14 DOI 10.4141/P96-141.

Hayat H, Mason RE, Lozada DN, Acuna A, Holder A, Larkin D, Winn Z, Murray J, Murphy JP,
Moon DE, Miller RG. 2019. Effects of allelic variation at Rht-B1 and Rht-D1 on grain yield and
agronomic traits of southern US soft red winter wheat. Euphytica 215(10):172
DOI 10.1007/s10681-019-2478-2.

Hoagland DR, Arnon DI. 1950. The water-culture method for growing plants without soil.
Berkeley: College of Agriculture, University of California.

Huang CY, Shirley N, Genc Y, Shi B, Langridge P. 2011. Phosphate utilization efficiency
correlates with expression of low-affinity phosphate transporters and noncoding RNA, IPS1, in
barley. Plant Physiology 156(3):1217–1229 DOI 10.1104/pp.111.178459.

Iqbal S, Akhtar J, Saqib Z, Ahmad R. 2020. Genotypic and species variability in carboxylate
exudation of wheat (Triticum aestivum L.) and maize (Zea mays L.) in phosphorus deficiency.
Pakistan Journal of Agricultural Sciences 57:665–674 DOI 10.21162/pakjas/20.9794.

Jatayev S, Sukhikh I, Vavilova V, Smolenskaya SE, Goncharov NP, Kurishbayev A, Zotova L,
Absattarova A, Serikbay D, Hu Y-G, Borisjuk N, Gupta NK, Jacobs B, de Groot S,
Koekemoer F, Alharthi B, Lethola K, Cu DT, Schramm C, Anderson P, Jenkins CLD,
Soole KL, Shavrukov Y, Langridge P. 2020. Green revolution ‘stumbles’ in a dry environment:
dwarf wheat with Rht genes fails to produce higher grain yield than taller plants under drought.
Plant, Cell & Environment 43(10):2355–2364 DOI 10.1111/pce.13819.

Khadka K, Kaviani M, Raizada MN, Navabi A. 2021. Phenotyping and identification of reduced
height (Rht) alleles (Rht-B1b and Rht-D1b) in a nepali spring wheat (Triticum aestivum L.)
diversity panel to enable seedling vigor selection. Agronomy 11(12):2412
DOI 10.3390/agronomy11122412.

Kjaer KH, Ottosen C-O. 2015. 3D laser triangulation for plant phenotyping in challenging
environments. Sensors 15(6):13533–13547 DOI 10.3390/s150613533.

Kobylyanskij VD. 1988. Initial material for solving the main problems encountered in breeding
winter rye in the northwestern zone of the USSR. Agricultural and Food Science 60(4):215–221
DOI 10.23986/afsci.72294.

Li XF, Ma JF, Matsumoto H. 2000. Pattern of aluminum-induced secretion of organic acids differs
between rye and wheat. Plant Physiology 123(4):1537–1543 DOI 10.1104/pp.123.4.1537.

Li S, Tian Y, Wu K, Ye Y, Yu J, Zhang J, Liu Q, Hu M, Li H, Tong Y, Harberd NP, Fu X. 2018.
Modulating plant growth–metabolism coordination for sustainable agriculture. Nature
560(7720):595–600 DOI 10.1038/s41586-018-0415-5.

Louhaichi M, Borman MM, Johnson DE. 2001. Spatially located platform and aerial photography
for documentation of grazing impacts on wheat. Geocarto International 16:65–70
DOI 10.1080/10106040108542184.

Maphosa L, Thoday-Kennedy E, Vakani J, Phelan A, Badenhorst P, Slater A, Spangenberg G,
Kant S. 2017. Phenotyping wheat under salt stress conditions using a 3D laser scanner. Israel
Journal of Plant Sciences 64:55–62 DOI 10.1080/07929978.2016.1243405.

McCaig TN, Morgan JA. 1993. Root and shoot dry matter partitioning in near-isogenic wheat lines
differing in height. Canadian Journal of Plant Science 73:679–689 DOI 10.4141/cjps93-089.

Bazhenov et al. (2023), PeerJ, DOI 10.7717/peerj.15972 22/24

http://dx.doi.org/10.1016/j.envexpbot.2008.05.002
http://dx.doi.org/10.3103/S1068367419040049
http://dx.doi.org/10.4141/P96-141
http://dx.doi.org/10.1007/s10681-019-2478-2
http://dx.doi.org/10.1104/pp.111.178459
http://dx.doi.org/10.21162/pakjas/20.9794
http://dx.doi.org/10.1111/pce.13819
http://dx.doi.org/10.3390/agronomy11122412
http://dx.doi.org/10.3390/s150613533
http://dx.doi.org/10.23986/afsci.72294
http://dx.doi.org/10.1104/pp.123.4.1537
http://dx.doi.org/10.1038/s41586-018-0415-5
http://dx.doi.org/10.1080/10106040108542184
http://dx.doi.org/10.1080/07929978.2016.1243405
http://dx.doi.org/10.4141/cjps93-089
http://dx.doi.org/10.7717/peerj.15972
https://peerj.com/


McGrail RK, McNear DH. 2021. Two centuries of breeding has altered root system architecture of
winter wheat. Rhizosphere 19:100411 DOI 10.1016/j.rhisph.2021.100411.

McGrail RK, Van Sanford DA, McNear DH. 2021. Semidwarf winter wheat roots contain fewer
organic acids than wild-type varieties under phosphorus stress. Crop Science 61:3586–3597
DOI 10.1002/csc2.20470.

McGrail RK, Van Sanford DA, McNear DH. 2023. Breeding milestones correspond with changes
to wheat rhizosphere biogeochemistry that affect P acquisition. Agronomy 13(3):813
DOI 10.3390/agronomy13030813.

Merzlyak MN, Gitelson AA, Chivkunova OB, Rakitin VYU. 1999. Non-destructive optical
detection of pigment changes during leaf senescence and fruit ripening. Physiologia Plantarum
106(1):135–141 DOI 10.1034/j.1399-3054.1999.106119.x.

Osborne L, Rengel Z. 2002. Genotypic differences in wheat for uptake and utilisation of P from
iron phosphate. Crop and Pasture Science 53(7):837–844 DOI 10.1071/AR01101.

Pandey R, Singh B, Nair T. 2005. Phosphorus use efficiency of wheat, rye and triticale under
deficient and sufficient levels of phosphorus. Indian Journal of Plant Physiology 10(3):292–296.

Penuelas J, Baret F, Filella I. 1995. Semi-empirical indices to assess carotenoids/chlorophyll a ratio
from leaf spectral reflectance. Photosynthetica 31:221–230.

Peñuelas J, Gamon JA, Fredeen AL, Merino J, Field CB. 1994. Reflectance indices associated with
physiological changes in nitrogen- and water-limited sunflower leaves. Remote Sensing of
Environment 48(2):135–146 DOI 10.1016/0034-4257(94)90136-8.

Pierre WH. 1928. Nitrogenous fertilizers and soil acidity: I. Effect of various nitrogenous fertilizers
on soil reaction1. Agronomy Journal 20(3):254–269
DOI 10.2134/agronj1928.00021962002000030006x.

Ramaekers L, Remans R, Rao IM, Blair MW, Vanderleyden J. 2010. Strategies for improving
phosphorus acquisition efficiency of crop plants. Field Crops Research 117(2–3):169–176
DOI 10.1016/j.fcr.2010.03.001.

Ranjan R, Chopra UK, Sahoo RN, Singh AK, Pradhan S. 2012. Assessment of plant nitrogen
stress in wheat (Triticum aestivum L.) through hyperspectral indices. International Journal of
Remote Sensing 33(20):6342–6360 DOI 10.1080/01431161.2012.687473.

Rouse JW. 1973. Monitoring the vernal advancement and retrogradation of natural vegetation.
NASA/GSFCT Type II Report.

Srinivasachary, Gosman N, Steed A, Hollins TW, Bayles R, Jennings P, Nicholson P. 2008.
Semi-dwarfing Rht-B1 and Rht-D1 loci of wheat differ significantly in their influence on
resistance to Fusarium head blight. Theoretical and Applied Genetics 118(4):695–702
DOI 10.1007/s00122-008-0930-0.

Sun H, Zhang F, Li L, Tang C. 2002. The morphological changes of wheat genotypes as affected by
the levels of localized phosphate supply. Plant and Soil 245(2):233–238
DOI 10.1023/A:1020472608609.

Ubugunov LL, Enkhtuyaa B, Merkusheva MG. 2015. The content of available mineral
phosphorus compounds in chestnut soils of Northern Mongolia upon application of different
forms of phosphorite. Eurasian Soil Science 48(6):634–642 DOI 10.1134/S1064229315060113.

Vadez V, Kholová J, Hummel G, Zhokhavets U, Gupta SK, Hash CT. 2015. LeasyScan: a novel
concept combining 3D imaging and lysimetry for high-throughput phenotyping of traits
controlling plant water budget. Journal of Experimental Botany 66(18):5581–5593
DOI 10.1093/jxb/erv251.

Bazhenov et al. (2023), PeerJ, DOI 10.7717/peerj.15972 23/24

http://dx.doi.org/10.1016/j.rhisph.2021.100411
http://dx.doi.org/10.1002/csc2.20470
http://dx.doi.org/10.3390/agronomy13030813
http://dx.doi.org/10.1034/j.1399-3054.1999.106119.x
http://dx.doi.org/10.1071/AR01101
http://dx.doi.org/10.1016/0034-4257(94)90136-8
http://dx.doi.org/10.2134/agronj1928.00021962002000030006x
http://dx.doi.org/10.1016/j.fcr.2010.03.001
http://dx.doi.org/10.1080/01431161.2012.687473
http://dx.doi.org/10.1007/s00122-008-0930-0
http://dx.doi.org/10.1023/A:1020472608609
http://dx.doi.org/10.1134/S1064229315060113
http://dx.doi.org/10.1093/jxb/erv251
http://dx.doi.org/10.7717/peerj.15972
https://peerj.com/


Valizadeh GR, Rengel Z, Rate AW. 2002. Wheat genotypes differ in growth and phosphorus
uptake when supplied with different sources and rates of phosphorus banded or mixed in soil in
pots. Australian Journal of Experimental Agriculture 42(8):1103 DOI 10.1071/EA01087.

Weligama C, Tang C, Sale PWG, Conyers MK, Liu DL. 2008. Localised nitrate and phosphate
application enhances root proliferation by wheat and maximises rhizosphere alkalisation in acid
subsoil. Plant and Soil 312(1–2):101–115 DOI 10.1007/s11104-008-9581-9.

Weligama C, Tang C, Sale PWG, Conyers MK, Liu DL. 2010. Application of nitrogen in
NO 3—form increases rhizosphere alkalisation in the subsurface soil layers in an acid soil. Plant
and Soil 333(1–2):403–416 DOI 10.1007/s11104-010-0356-8.

Bazhenov et al. (2023), PeerJ, DOI 10.7717/peerj.15972 24/24

http://dx.doi.org/10.1071/EA01087
http://dx.doi.org/10.1007/s11104-008-9581-9
http://dx.doi.org/10.1007/s11104-010-0356-8
http://dx.doi.org/10.7717/peerj.15972
https://peerj.com/

	Evaluation of phosphate rock as the only source of phosphorus for the growth of tall and semi-dwarf durum wheat and rye plants using digital phenotyping ...
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusions
	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


