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Background and aims: We were interested to know if laboratory screens of root growth could
be used to predict root performance and grain yield of wheat when grown in the field. A
secondary aim of this work was to explore the relationship between root depth and grain

yield.

Methods: We screened 637 wheat lines, composed of elite as well as a limited number of
breeding lines, to identify wheat lines with contrasting young root traits with a high
throughput screen. We selected groups of wheat lines based on the size of the seedling
root, root diameter and growth angle. Seventy-two wheat lines were subjected to further
screening with a wax-layer screen and grown in a field experiment in two successive years.
Root length distributions, from field grown wheat, were determined with the core-break

method.

Results: We were unable to find relationships between data from the laboratory root screens
and root depth in the field. In the field, wheat lines with deep roots always had high grain
yields, but deep roots were not essential to obtain high yields. Wheat lines with the deepest

roots were also amongst those with the greatest number of shallow roots.
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Conclusion: Laboratory root screens did not predict root depth in the field. Root diameter, for

reasons that are not clear, is correlated with high grain yield.

Keywords Wheat, Roots, Laboratory Screens, Root depth, Yield

Introduction

In the field the root growth environment is complex, deep roots are almost exclusively to be
found in pre-existing pores (White and Kirkegaard 2010). Increases in soil strength with
depth may be responsible for confining roots to existing pores, especially when
penetrometer resistances in the bulk soil are much greater than 2.5 MPa (Gao et al., 2016,
Hodgkinson, et al., 2017). The increase in soil strength with depth is a ubiquitous
phenomenon due to the increased weight of soil as depth increases and penetrometer
resistance can exceed 2.5 MPa at depths as shallow as 50 cm (Gao et al. 2016). Although
field studies have shown that root length density decreases exponentially with depth (e.g.
Gerwitz and Page 1974; Fan et al. 2016), this contrasts with many laboratory experiments
(e.g. Manschadi et al 2008; Jin et al. 2015; Gao et al. 2016). Differences in pore distribution
with depth, and how different genotypes can locate pores, may explain the genetic
differences in wheat root distribution with depth. The inability of roots to access water is
commonly attributed to a low root length density at depth (Gregory et al. 1978a, b). For this
reason, the root depth of wheat in the UK, and elsewhere, has been of considerable interest
(e.g. Lupton et al. 1974; Gregory et al. 1978a; Barraclough and Leigh 1984; White et al.
2015; Ober at I. 2014; Wasson et al. 2014; Hodgkinson et al. 2017). However, within wheat
lines that are currently grown commercially in the UK, there is recent evidence that some
lines are more effective at accessing deep water than others (Whalley et al. 2017).

The complex field environment makes the use of laboratory screens to predict deep
or prolific root growth in the field a challenging problem.There has been considerable interest
in developing laboratory-based root screens in for example for wheat (Bai et al. 2013;

Whalley et al. 2013), rice (Clark et al. 2002), maize (Chimungu et al. 2015) and oil seed rape
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(Thomas et al. 2016) which can provide a rapid laboratory assessment of the potential of
deep rooting or indeed any other field performance characteristic. These screens, by
necessity, provide a simplified root growth environment. Nevertheless, even relatively simple
screens, such as the rolled-paper screen (Bai et al. 2013) have had some success in
predicting root depth of wheat in early vegetative growth in the field (Watt et al. 2013). More
complex screens, such as the wax-layer screen (Whalley et al. 2013) are designed to
replicate hard layers in soil, however, in rice the ability of roots to penetrate strong wax
layers does not always identify lines with deep roots in the field (Clark et al. 2002). Thomas
et al. (2016) found that high throughput root screens could be used to predict seed yield in
oil seed rape. High throughput laboratory screens, based on growing wheat seedlings on
sloping filter paper, have found differences in root architecture between wheats with low and
high nitrogen uptake efficiency in the field (Kenobi et al. 2017). High through put root
screens, based on the use of sloping filter paper, avoid the technical and labour challenges
of field-based approaches and advanced mathematical approaches have been developed to
interpret such data (e.g. Kalogiros te al. 2016). However, it is important to be able to relate
data from high through put root screens to root growth in the field. Especially since White et
al. (2015) have shown that in UK conditions higher wheat yields are associated with higher
root densities in the surface layer, although the effect of rooting depth on yield was
considered to be less important, due to low root densities in deeper layers.

Root traits thought to be associated with deep roots include thick roots, steep roots,
roots that resist buckling and root length (Thomas et al, 2016; Steele et al. 2013; Clark et al.
2008; Clark et al. 2002). A motivation to identify roots that can elongate to depth in the field
is that deep roots are associated in yield increases (Lynch, 2007, 2011). In this paper, we
describe the use of the high throughput rolled-paper screen to characterise the root growth
of a large number of wheat lines. These data were used to identify a subset of wheat lines,
with contrasting root phenotypes, which were then screened with the wax layer method and
grown in two successive years in a field experiment. We compare laboratory screen data
with root growth in the field and grain yield. These data provide the opportunity to explore the

3
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relationships between root depth distribution and grain yield in two seasons with very
different rainfall patterns. Furthermore, the field data may also provide an insight into why

some wheat lines have deep roots and others do not.

Materials and methods

Plant material

An initial set of 637 wheat lines were screened with the high throughput ‘cigar roll’ system
(see below). The initial set of 637 wheat lines was selected, by the Syngenta wheat breeding
team, to include representative lines from all the main wheat growing regions of the world as
well as including lines know to be high yielding or drought tolerant. Based on these data, 71
lines were selected and screened with the wax layer system and then grown in field
experiments in two successive seasons. The choice of 72 lines was based on root diameter,
root angle and root length determined in the cigar roll screen, as described in the results
section. We also included Rht-B1c Dwarf Mercia (Dwarf) and Rht- B1a Mercia (Tall) near
isogenic lines, which had been grown previously on the same field site (Hodgkinson et al.

2017).

Cigar-roll screen

A screening system based on the ‘cigar roll’ system was utilised (Zhu et al., 2005; Bai et
al.2013). Seeds were surface-sterilized with 0.5% calcium hypochlorite solution for 30 min
and then rinsed 3 times with sterilised water and left in the cold room (4°C) over night.
Subsequently the seeds were germinated in petri dishes on tissue with sterilised water. Four
uniformly germinating seeds were placed on one germination paper (25 x 38 cm, Anchor
paper company, St. Paul, MN, USA), which was then rolled to final dimensions of 2 cm in
diameter and 38 cm in height, supported vertically by a metal mesh with 2 cm x 2 cm holes.

The experimental design was a randomised block design with three replicate rolls per line (in
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total 12 plants per line). The bases of the rolls were placed in a tray with nutrient solution,
initially containing 0.5 strength medium. After three days, nutrient solution was exchanged to
1 x medium, nutrient solution was changed every day. The nutrient solution comprised: 1.5
mM Ca(NO3z)2, 5 mM KNO3, 2 mM NaNOs, 1 mM MgSOa, 1 mM KH2PO,, 25 uM FeEDTA,
160 nM CuCly, 9.2 uM H3BO3, 3.6 yM MnClz, 16 nM Na:MoOs4, 5 uM KCI, and 770 nM ZnCly,
at pH 5.8. Plants were grown in a controlled-environment growth room with 12/12 h light/dark
cycle, light intensity of 500 umol m? s, 70% relative humidity during the day and 80%
during the night and temperature of 20 °C during the day and 16 °C during the night. After 11
days (at 2-leaf stage, one unfurled), paper rolls were opened and photos were taken by
camera, Image J (Schneider et al., 2012) software was used to measure root angle, then
plants were taken off the germination paper and kept in 30% ethanol prior to imaging. The
intact root systems were scanned as a digital image with a scanner (STD-1600, Regent
Instruments, QC, Canada) and a medium image resolution of 400 dpi was used. The root
length, surface area and volume were determined from the root images using the root image
analysis software WinRHIZO Pro (Regent Instruments, QC, Canada), differentiating the
seminal axes and the seminal laterals with a distinguishing diameter of 0.25 mm (verified in
each experiment). Following scanning, the plants were oven-dried at 80°C to determine root
and shoot dry weights.

Wax layer screen

We screened 72 lines, selected from those screened with the cigar roll screen, in a wax layer
experiment. The experiments were carried out in a controlled environment room with
day/night temperatures of 22 and 18°C, respectively, and a 14 h day length. The design of
experiment is a randomised block design (72 lines x weak/strong wax) with two replications
of the complete experiment (i.e. 72 lines x weak/strong wax x two replicate experiments).
The relative humidity was 70% during the day and 80% at night. Lighting was by fluorescent
tubes, with supplementary tungsten lighting, and the photosynthetic photon flux density was

450 ymol m?2 s at plant height.
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The use of wax to provide strong layers to resist root penetration has been described
previously for rice (Clark et al. 2000, 2002, 2008a, 2008b) and for wheat (Whalley et al.
2013). Wax layers were prepared by melting together mixtures of white soft paraffin (Bell,
Sons & Co. (Druggists) Ltd) and pastillated paraffin wax (57-60°C solidification point, Merck
Ltd, Poole, UK) and pouring the mixture into a circular aluminium foil mould. The thickness of
the wax layers was 3 mm and the diameter 14.4 cm. The wax was mixed to two different
concentrations; 5 % of the stronger pastillated paraffin wax (weak wax layer) and 30%
stronger wax (strong wax layer). The penetrometer resistances of 5 and 30% wax layers at
20°C are 0.024 and 0.315 MPa respectively (Whalley et al. 2004). The cone of the
penetrometer had a diameter of 2mm and the cone angle was 60°. From previous studies
(Whalley et al. 2013), these two strengths allow discrimination between lines which are good
and poor at penetrating hard layers.

Wax layers were installed 5 cm deep in sand (Redhill T grade silica sand, WBB
Minerals, Sandbach, UK) in plastic growth tubes (15 cm internal diameter, 45 cm length),
essentially as described by Whalley et al. (2013). Each tube, containing a single seedling
previously germinated (on filter paper) was set up in a tank of nutrient solution with the
meniscus 30 cm below the sand surface. The 3-4 mm gap between the wall of the tube and
the wax layer allowed the entire core of sand to be watered by capillary action from the tank.
Plants were grown for six weeks. The nutrient solution composition was 1.5 mM Ca(NOs)z,
0.15 mM CaH4(POa4)2, 1.0 mM KCI, 0.3 mM MgSO., with the following micronutrients: 50 uM
B, 50 uM Fe, 10 uM Mn, 1 yM Zn, 1 uM Cu and 0.5 yM Mo. This nutrient solution is different
to the one used in the Cigar-roll screen because we used the nutrient solutions which had
been previously used separately and successfully in each screen.

At harvest (approximately six weeks from germination), the numbers of roots
penetrating each wax layer were counted. The total number of roots was also counted,
including those that grew down between the edge of the wax disc and the wall of the plastic
growth tube. The fresh and dry weight of roots was measured for both shallower (less then

5cm) and deeper roots. Shoot dry weight was also measured and the number of tillers
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counted. We also measured the distance between the point of penetration on the weak wax

layer and the centre of the wax disc; this was used as measure of root spread.

Field experiment

We used two experimental field sites: Warren Field (2016/2017) and the neighbouring
Broadmead (2015/2016), located near Woburn, Bedfordshire, UK. The soils are described
as a ‘typical alluvial gley soil’ with a texture classification of silty clay loam soil (similar to
FAO classification Fluvisol). Both sites are managed by Rothamsted Research and have a
long-history under arable agriculture using the mouldboard plough as the primary tillage. In
this experiment wheats in season 2015/2016 were sown following at least one year of
canola/oil seed rape (Brassica napus). The surface layer (approximately 30cm) has higher
organic matter content and has a lower bulk density than deeper layers. In Warren Field
wheat roots take up water to a depth of approximately 1 m (Shanahan et al. 2015). The soil
profile on these fields is consistent with description of a soil profile by Weir et al. (1984) that

should be expected to produce high yields in winter wheat.

The field sites were sown in the same manner in both years: 216 separate 9 m x 1.8 m plots,
divided into three fully randomised blocks, with each block containing 71 plots of different
wheat lines and one fallow plot (i.e. 72 plots in total). Cultivars and fallow plots were
randomly arranged within each block. The plots were sown on 13/10/2015 in 2015/16 and
28/09/2016 in 2016/17. The field sites were rain-fed with no additional irrigation. In each
year, husbandry of the crops followed standard agronomic protocols for the UK, with inputs

to ensure adequate nutrition, weed, pest and disease control.

Water content profiles were measured in both growth seasons. Neutron probe (CPI
HydroProbe model 503TDR) readings were taken in the field. Aluminium access tubes were
installed approximately 1 m from the end of selected plots and measurements were made at

depths of 0.15, 0.30, 0.50, 0.70, 1.00, 1.25 and 1.45 m. In 2016, two blocks were monitored
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and in 2017 all three blocks were monitored. This was due to a more limited availability of
access tubes in 2016. Soil water content profiles were measured on 16-Mar-16, 21-Apr-16,

12-May-16, 07-Jun-16, 21-Jul-16, 16-Mar-17, 05-Apr-17, 26-Apr-17, 16-May-17.

Once the wheat had come into head, 5 cm diameter cores were taken to a depth of 1
m. One core was taken from each plot. Root length distributions were estimated with the

core break method (White and Kirkegaard 2010; Hodgkinson et al. 2017).

Leaf area index was measured once per month with a sun-scan (Delta-T Devices,
Burwell, Cambridge, UK) during the growing season. Crop height was measured with meter

ruler. At harvest, grain yield was measured with a plot combine harvester.

Statistical analysis

We used using GenStat 18 (www.vsni.co.uk) for all the statistical analysis. Laboratory root

data from the cigar-roll were analysed with regression. In the cigar roll screen we analysed
data on root length seminal and seminal lateral roots, root growth angle and root diameter in
the cigar-roll screen. In the wax-layer screen we analysed root penetration through strong
and weak layers as well as the angular spread of roots was analysed with Analysis of
Variance. We used a block structure of Experiment no./Pot and a treatment structure of
Line*Wax layer strength. We used regression in an attempt to find correlations between data

from the cigar-roll and wax-layer screens and data from the field experiment.

In the field data, the numbers of roots were transformed using square roots to
stabilize the variance and the profiles modelled with linear mixed models with depth being
treated as a continuous variable and line as a factor in the fixed model. The random model
accounted for blocks, plots, depth (as a factor), face (the expose soil face in the core break
i.e. 2) and rotation (roots were counted three times each with a rotation of 120° apart from
the previous count) . A spline term for depth (common to all lines) was included to represent

the non-linear departure from the linear response. An autoregressive term over depth was
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also included in the random model for the 2017 data to account for similarities between root
lengths at adjacent depths. The model therefore included a linear trend to explain the
decrease in root numbers with depth with the spline superimposed on the linear trend to
account for the nonlinear nature of the root count with depth. The interaction between wheat
line and depth was used to compare the slopes of the linear trend to determine if there were

any significant differences between lines. (see Hodgkinson et al. 2017).

We expected that the number of shallow roots observed would limit the associated
number of the deep roots because deep rooting is partly a stochastic process. From visual
inspection of the data it appeared that the data did indeed conform to a boundary-line model
where the boundary line describes this limit. The boundary line model, first proposed by
Webb (1972), describes sets of data in which one variable (the explanatory variable)
appears to limit the response of the other (the response variable). The concept is that there
is some upper (or lower) limit to the value of the response variable at any given value of the
independent variable so that values larger than the boundary (or smaller in the case of a

lower boundary) are not possible excepting that attributed to error.

We also expected the relationship between the number of deep roots and yield to
conform to a boundary-line model. Here we expected the number of deep roots to constrain
the lower limit of yield. We used the method described in Lark and Milne (2016) to fit the
boundary-line models. The underlying assumption to this method is that the data describe
censored bivariate probability distributions. The censor in the distribution is the boundary line,
and a parameter of variation quantifies the error around the boundary line. The censored

bivariate distribution was fitted to the data by maximum likelihood.

Results

Cigar roll data

The distributions of root angle, root diameter, seminal lateral root length and seminal axis

root length from the cigar roll screen are shown in Fig. 1. These demonstrated genotypic
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variation in the root traits (length, diameter and growth angle) of young seedlings. The
relationships between these different measures of root system architecture are shown in Fig.
2. Regression showed that both relationships are significant (P<0.001), but only a small
percentage of the variance is accounted for by regression: 10.5% for the relationship
between root angle and diameter and 6.9% for the relationship between seminal lateral
length and seminal axis length. Nevertheless, these data allowed us to select groups of

wheat with thick steep roots, spread out fine roots, large root systems or small root systems.

Wheat group selection

We chose four groups depending on laboratory phenotype data and seed availability. The
groups were as follows (Tables 1 and S1): Group 1 had thick roots with a narrow angular
spread, Group 2 had thin roots with a wide angular spread, Group 4 had long seminal and
seminal lateral roots, Group 5 had short seminal and seminal lateral roots, Group 3 was
selected by breeders based on a priori shoot phenotypes and time to heading (plants of
medium height and a mixture of early and late heading) and Group 6 was selected to make
the number of lines up to 71, this group included the dwarf and tall NILs. The reason, in
part, for including of groups 3 and 6 is that they provided intermediate phenotypes that
reflected the continuum of phenotypic relations described below in the 637 lines that were

screened in the laboratory.

Wax layer screen

Fewer roots penetrated the strong wax layer. Of the roots that intercepted the wax layer, the
mean number of penetrating roots, taken across all wheat lines, for the strong layer was 2.2
compared with 17.7 for the weak layer (P<0.001). There was no genotypic effect (P= 0.384)
nor was there any significance interaction between wax layer strength and genotype
(P=0.988). Some of the roots grew at a sufficiently shallow angle that they missed the wax
layer and grew in the gap between the wax layer and the tube wall. These roots would not

be expected to penetrate the strong wax layer (Whalley et al. 2013) and these data
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represent the total number of root axis. In these roots, there was a significant genotypic
effect (P=<0.001) and the data are plotted in Fig. 3. We did find that the mean number of
roots penetration the hard-wax layer by group 1 was 5.33 compared to 3.65 for group 2, as
might be expected (Whalley et al. 2013), however, this difference was not statistically
significant. We found no correlations between root length, angle and diameter in the cigar-

roll screen and number of penetrating roots in the wax-layer screen.

Field data

In 2016 the mean yield was 9.2 t/ha compared with 7.8 t/ha in 2017. The yields for the
different wheat lines are strongly correlated between the two seasons (Fig. 4). In both
season, there were significant effects of wheat line on yield (P<0.001). In 2016 the SED of
the mean yield was 0.4962 (140 df) and in 2017 it was 0.84 (140 df). A higher mean yield in

2016 is consistent with a reduced variance and smaller SED.

The mean root depth distributions for 2016 and 2017, taken across all wheat lines,
are compared in Fig. 5a. In both years, the distribution of roots deeper than approximately
35 cm was similar, but the number of shallow roots differed greatly. A comparison of soil
drying, by taking the mean across all lines, at approximately similar soil moisture deficits (44
mm in 2016 and 54 mm in 2017) showed similar soil drying profiles (Fig. 5b). The rainfall,
soil moisture deficit and temperature during both experiments are shown in Fig. 6 and the
periods for the soil drying data are indicated. The greater rainfall and smaller soil moisture

deficit in 2016 was consistent with the higher mean grain yield in that season.

In both seasons root distribution data for the different wheat lines were compared by
fitting a spline function with an additive linear slope as described by Hodgkinson et al.
(2017). The slopes of the linear trend between root count and depth were significantly
affected by wheat line in 2016 (P=0.002) and 2017 (P=0.001). Although in each year there

was a significant line effect, there was no correlation between the slopes of the linear trend

11
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between years, indicating that the wheat lines behaved differently in each year. In Fig. 7 the
number of deep roots is plotted against the number of shallow roots. The fitted boundary
line indicates that when a wheat had many shallow roots, it was more likely to have deep
roots. The scatter around the boundary was relatively sparse and so its exact position is

uncertain as indicated by the error (see Table 2).

We did not find a tight correlation between grain yield and deep root count. The
relationship between the number of deep roots and yield could be described by a boundary
line model (Fig. 8), however, which showed that if a wheat did have deep roots it was
unlikely to have a low grain yield (see Table 2). Regression between yield and the number of
shallow or deep roots are summarised in Table 3. In the drier of the two seasons (2017 see
Fig. 6) the deep roots were more important and accounted for 13% of the variance in yield
compared with 4% in 2016. In both years an increasing number of shallow roots was
associated with a higher yield (Table 3). At some depths it was possible to obtain
correlations between root count and soil drying, but they were too weak to give similar a

ranking of wheat line between soil drying and root count.

The mean leaf area index data are plotted in Fig. S1. These data and soil drying
data, along with root diameter data allowed empirical relationships to be developed which
could explain as much as 57 % of the grain yield. However, this empirical correlation
depended on the season and it is unlikely to be replicated in different years; the effects of

“soil drying” and “year” on yield had a significant interaction at P=0.011.

Relationships between laboratory screens and field experiments

We were unable to find any relationships between the laboratory root screens and
root growth in the field. We did find that, using grouped regression, grain yield was positively
correlated with root diameter and explained 44.6 percent of the variance in grain yield
(P<0.001) (Fig 9). This relationship is also seen in Table 4, where Group 2, which contained

narrow roots, has a lower yield in both seasons. A correlation matrix for both years to
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compare data from the cigar-roll screen, wax-layer screen and field experiment is shown in

Table 5.

Discussion

In each year, there was genotypic variation in root depth in the field, however, we did not find
any consistency between the two seasons. The ranking of yield was very consistent between
the two seasons, indicating plant plasticity in conserving yield. We did find some consistency
in the comparison of two Rht NILs. Here an extreme dwarf had deeper roots in both seasons
in comparison with a tall wheat. Hodgkinson et al. (2017) also found that the same dwarf NIL
had deeper roots than the tall NIL in one out of two years, while in the second-year rooting
depths were similar, which was attributed to higher levels of soil moisture during early
growth. In common with Hodgkinson et al. (2017), we found that wheat had a much greater
number of shallow roots on Warren Field in comparison with Broadmead. Wasson et al.
(2014) also found that different fields gave consistently different root length distributions with
depth across a number of different wheat genotypes. That the field appears to have a
consistent effect on the distribution of roots with depth, highlights the effect of soil on root
length distribution with depth. However, it is not clear which aspects of the soil profile in
Warren Field encourage a greater number of shallow roots compared with Broadmead. In
this work, we found the distributions of deep roots were similar in both season (Fig. 5).
Boundary line analysis showed that deep roots are more likely, if there are a large number of
shallow roots (Fig. 7). However, it should be noted that the large difference in the number of
shallow roots between seasons did not appear to greatly affect the distribution of deep roots

(Fig. 5). Although, the number of deep roots in Broadmead was slightly smaller.

Roots with larger diameters are better at penetrating hard layers in laboratory
studies; this has been found for rice (Clark et al. 2002) and maize (Chimungu et al. 2015). In

rice and maize there is a much greater diversity in diameter compared with wheat where the

13



350

351

352

353

354

355

356

357

358

359

360

361

362

363

364

365

366

367

368

369

370

371

372

373

374

375

376

range of diameters is small (Fig. 1). In maize, there was a twofold difference between the
smallest and greatest diameter maize (Chimungu et al. 2015) whereas in rice there was an
8-fold increase in diameter between rice lines with the smallest root diameters and those
with the greatest (Clark et al. 2008). In wheat, not only are root diameters are much smaller,
with a mean diameter of approximately 0.5mm compared to about 1.5 mm for maize and 1.2
mm for rice, but the range in root diameters is also small. Root angle is a trait that is also
associated with deep roots (Lynch et al. 2014). Steep roots increase the probability that
roots will successfully penetrate a hard layer (Whalley et al. 2013) although root angle may
also have some effect on how root system architecture interacts with soil structure. Plants
with a narrower angular spread of roots are thought to be at an advantage in water-limited
environments (Manschadi et al., 2006, 2008), whereas a wide angular spread of roots is
thought to benefit nutrient uptake, especially P (Ge et al., 2000; Rubio et al., 2001; Lynch,
2007, 2011; Shen et al., 2013). We measured root angle at the seedling stage, as is
commonplace in high-throughput root screens, but found no correlation with root depth in the
field. In this project, we deliberately grew lines in the field with contrasting laboratory root-
phenotypes. None of the data from laboratory root screens (cigar roll or wax layer) were
correlated with any aspect of root growth in the field. Watt et al. (2013) also found no
relationship between data from seedling root screens and the rooting patterns of mature
wheat in the field, although there was evidence that laboratory screens could predict root

depth in the field at the five-leaf stage (P=0.02).

Root diameter from our high throughput laboratory screen was correlated with grain
yield. We have no evidence to support the idea that this was in any way related to improved
root growth. We found no correlation between root diameter and water uptake or root depth.
Gong and Macdonald (2017) found that two QTLs for root diameter were associated with
major QTLs for grain yield in barley. Given that neither improved water uptake nor root depth
appeared to be related to root diameter it is most likely that the effect of root diameter on

yield is related to some unknown pleiotropic effect. Atkinson et al. (2015) found two QTLs for
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seedling root traits that co-localized with QTLs quantified from field trials for grain yield and
N uptake, on chromosomes 2B and 7D, respectively. Although the seedling traits did not
include root diameter. Thomas et al. (2016) found that, in oil seed rape, seed yield was
correlated with the length of primary roots in high throughput screens similar to the one we

used in this work. However, for wheat we found no such relationships.

Boundary line analysis showed that wheat lines with deep roots are not likely to have
low yields, although, deep roots, at least in the UK, are not an essential trait for high yielding
commercial wheat varieties. In the drier of the two years, 2017, the number of deep roots (45
to 95 cm) was positively correlated with higher yields (Table 3). Unfortunately, the simple
laboratory-based root screens do not seem to be able to predict root depth. Furthermore,
root depth does not seem to be a trait that can be observed consistently between seasons in
any given wheat line. An exception to this is the comparison between the dwarf and tall NILs,
where the dwarf NIL gave consistently deeper rooting. This may be due to greater number of

roots in the dwarf NIL compared with the tall NIL.

Conclusion

Wheat lines with deep roots are high yielding, but it is not essential to have deep roots for
high yields in the UK environment. The deepest rooting wheat lines were amongst those with
the greatest number of shallow roots. This implies a stochastic element in determining
rooting depth. We did not find, in our field experiments for wheat, a simple laboratory
screening method that produced a phenotype that was correlated with rooting depth of
mature plants in the field. We did find that root diameter measured in high throughput
screens was correlated with yield, for reasons that remain to be determined. While the yield
of 71 wheat lines was highly correlated over two seasons, we found little consistency in root
growth. In dryer years, we have confirmed that wheat lines with deep rooting are associated

with increased yields.
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Table 2. Estimated parameter values for the fitted boundary-line models (y = ax + b) and
estimated error around the boundary

Parameter a with 95%  Parameter b with 95% Error with 95%

confidence interval confidence interval confidence interval
Deep vs shallow 0.67 (0.42, 0.91) -17.10 (-27.34, -6.87) 2.67 (1.89, 4.15)
root length 2016
Deep vs shallow 0.55 (0.16, 0.94) -23.74 (-46.31, -1.16) 5.90 (0.79, 11.02)
root length 2017
Yield vs deep 0.41 (0.30, 0.52) -0.08 (-1.96, 2.11) 0.53 (0.16, 0.90)
root length 2016
Yield vs deep 0.29 (0.16, 0.42) 1.27 (-1.45, 3.98) 1.09 (0.24, 1.95)

root length 2017

Table 3 Linear correlations between yield and either the count of shallow or deep roots (R).
Yield, Y, is regressed against the total count of roots in the shallow or deep layers

Shallow or deep 2016 2017

rooting

Total root count Y = 0.066R + 5.245 Y = 0.040R + 4.35

5to 35cm Accounts for 18% of the variance  Accounts for 13% of the variance

Total root count
45 to 95 cm

Accumulated
soil moisture
deficit

P<0.001

Y =0.076R + 8.131
Accounts for 4% of the variance
P=0.045

-12829 mm days

P<0.001

Y =0.099R + 6.76
Accounts for 13% of the variance
P<0.001

-22761.8 mm days
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Table 5. A correlation matrix for both years to compare data from the cigar-roll screen, wax-
layer screen and field experiment. Those correlations that correspond to a significant
regression are shown in bold and highlighted in grey.

2016
Grain yield -
% & |Depth of deepest root
iL 8 |in the field 0.1777| -
Root Angle -0.072 -0.1817] -
Seminal Axes Average
5 Diameter 0.58 0.104| -0.2969| -
n:% Seminal Axes Length 0.0516| -0.1505| -0.1779| 0.1722] -
D
O Seminal Lateral length -0.179| -0.0527| -0.0672| -0.1948 0.5632
5 Number of Roots -0.0082| -0.1178| -0.0386| -0.0191| 0.2639| 0.1032| -
®©
Z & |Hard Layer Penetration| -0.0423| 0.0117| -0.2133| -0.051| 0.1468| 0.157( 0.0698|-
- o} %)
[0} - -
1) Q © ]
& 85| 8 o i
3| 3 2 ol I 5 5| 88§
> E < [ % = g SE
c < - =0 £ = £ = 2
sl Byl 8| 52 &g &gl 5| §§
&l ag x| ox| o3 o8 Z| T
Field data Cigar-Roll Wax layer
2017
Grain yield -
% & |Depth of deepest root
iL S |in the field 0.1974| -
Root Angle -0.0616( 0.0706] -
= Seminal Axes Average
x Diameter 0.6239| -0.0045| -0.2901| -
g Seminal Axes Length 0.2343| 0.2282| -0.1647| 0.1487| -
O Seminal Lateral length | -0.0483| 0.1166| -0.057 -0.2159| 0.5516
x5 Number of Roots -0.0203| 0.1824| -0.0316| -0.0311| 0.2507| 0.0919| -
Z & |Hard Layer Penetration| -0.0038| -0.0956| -0.2084| -0.0616| 0.1328| 0.1481| 0.0631| -
e 3 2
Q © Q
s 85 8 | £ g
5| S gl 20| 2 | 3 5| 8§
> 2 g ES| fs| Bs gl 3
§| §s| 3| &8 g8 £8 5| B3
6| oo | ox| o3 038 z| T
Field data Cigar-Roll Wax layer
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Captions

Fig. 1 Distributions of root angle (degrees), root diameter (mm), seminal lateral root length
(mm) and seminal axis root length (mm) in the data from the cigar-roll screen of 637 wheat
lines, shown as histograms.

Fig. 2 The relationship between root growth angel and root diameter and between the
lengths of the seminal axes and the seminal lateral roots for the wheat lines screened with
the Cigar roll method. Linear regression showed that both relationships are significant
(P<0.001), but only a small percentage of the variance is accounted for by regression:
10.5% for the relationship between root angle and diameter and 6.9% for the relationship
between seminal lateral length and seminal axis length.

Fig. 3. The main effect of root number penetrating the wax layer. The interaction between
wheat line and the strength of the wax layer was not significant (P= 0.117); the data plotted
are the means taken across both wax layer treatments. The SED from ANOVA is plotted.

Fig. 4. Grain yield from 71 wheat lines from two successive seasons plotted against each
other. Although, the mean yields were different in each season, these data demonatrte that
the ranking of the wheat lines according to grains yield was similar in both seasons.

Fig. 5 Mean root distributions with depth and the mean change in water content.
Comparisons of soil drying are made at similar soil water deficits (44 mm on 12 May 2016
and 54 mm on 26 April 2017) and the standard error of the means are shown.

Fig. 6 Rainfall (mm) and potential soil moisture deficit data (mm, calculated with the
Penman-Monteith method). The sowing and harvest dates are also indicated.

Fig. 7 The deep root count plotted against the shallow root count. The solid line is the fitted
boundary lines showing that deep rooting is more likely if there are large numbers of shallow
roots. The deep root count is the sum of all root counts between 45 and 95 cm and the
shallow root count is the sum of all root counts between 0 and 35 cm.

Fig. 8. Grain yield plotted against deep root count (sum of all root counts between 45 and 95
cm). The solid lines are the fitted boundary lines showing that wheat with deep roots is likely
to be high yielding, but deep roots, in UK conditions, are not essential for high yields.

Fig. 9 The relationship between grain yield in the field experiment and root diameter in the
cigar-roll screen. A regression line fitted to all data for both seasons accounted for 30.9
percent of the variance in yield (P<0.001). Grouped regression with separate fitted curves
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for each season (shown in the figure) accounted for 43.2 percent of the variance in yield
(P<0.001).
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1. Grouping of wheat lines

2. Leaf area index data



Wheat line groupings

MNarrow root angle and thick roots

Group 1
Group 1
Group 1
Group 1
Group 1
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Group 2
Group 2
Group 2
Group 2
Group 2
Group 2
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Group 2
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Selected for contrasting shoot
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AC Unity
Bologna 902109
Brennan
BW445-101
Elixer (tall)
Jagger

Dakes
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phenology
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