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Abstract: Forage plants underpin the livestock industry. Selective breeding, including polyploidization,
where genome size is increased by whole genome duplication, changes the productivity and stress
tolerance of new varieties. We conducted a growth chamber experiment to investigate the likely
responses of Lolium perenne L. to drought, testing four diploid and four tetraploid varieties. We
simulated projected spring and summer temperatures for the South-West of England in 2080, applying
three projected rainfall scenarios, which varied in drought severity. Drought caused a reduction in
productivity, but there was substantial variation between varieties (up to 82%), with the optimal variety
changing depending on drought severity. Across three harvests, productivity declined by 43% and 27%
(dry biomass) for the severe and likely drought scenarios, respectively. In the final harvest, tetraploids
exhibited a greater biomass under severe drought, whereas diploids had a greater biomass under the
current rainfall and likely drought scenarios. Longer stomata were observed in tetraploids; however,
stomatal conductance was not significantly different between ploidy levels. Trait selection will be
important for future drought adaptation. Local climate projections will need to be consulted when
selecting L. perenne varieties to tolerate the spatially variable reductions in future rainfall.
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1. Introduction

Plant breeding, including polyploidization (whole genome duplication), has sought to increase
forage plant yields, nutritive values, and seed set. In the future, forage plants are very likely to be
growing in different conditions than they are today. New varieties with different traits may become
more valuable because rainfall has been projected to decline across many regions, strongly linked to
anthropogenic greenhouse gas emissions [1]. Droughts may lead to a decline in forage productivity
(defined as the rate of production of new biomass over a defined time period) and different varieties
may be better adapted to future growing conditions [2]. Tetraploid perennial ryegrass varieties have
been marketed as offering superior characteristics, including being more tolerant of drought; however,
experiments comparing diploid and tetraploid varieties have provided mixed results. Total plant
biomass was compared for different ploidy levels of the same variety of L. perenne and no significant
differences in response to reduced soil moisture or severe defoliation were detected [3]. In field trials,
variety tended to have a larger impact on root dry matter than ploidy, and under a more intense
defoliation regime, ploidy resulted in no significant differences in root dry matter [4]. There are several
other traits which may modulate drought resistance, including leaf size, crown diameter, plant height,
leaf:stem ratio, and root architecture [5].
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We sought to test the performance of eight different varieties (four diploid and four tetraploid) of
the common forage grass, L. perenne, to varying drought severity under three rainfall scenarios and
under temperature and humidity values predicted for SW England in 2080. This region contains the
greatest density of livestock in the UK and may also be exposed to the most severe climate change [6].
L. perenne has a near-global distribution and is particularly common across Australasia, Europe, North
and South America, and parts of Africa and Asia [7]. We hypothesized that (1) there would be a
general decline in productivity under drought conditions; (2) there would be considerable variation in
drought tolerance between varieties, but tetraploids would be more resistant to drought than diploids;
and (3) that increased stomatal length and rates of conductance would influence drought tolerance.

2. Materials and Methods

We investigated eight L. perenne varieties, with four being intermediate flowering varieties (two
diploid, two tetraploid) and four being late flowering varieties (two diploid, two tetraploid). The
varieties have been anonymized in this manuscript on the request of the supplier. The intermediate
varieties typically flower in the second half of May in the UK and late varieties typically flower in the
first two weeks of June. The eight varieties were germinated in petri dishes from seed and following
germination (17 days post-sowing), individuals were transferred to John Innes No. 1 compost. We
planted 480 individuals (3 rainfall treatments x 8 varieties x 20 replicates) in multi-cell trays in
groups of 10, which were placed in a HPP750 climate chamber (Memmert GmbH and Co: Germany).
We positioned trays using a stratified random design and re-positioned them every two weeks to
account for variation within the chamber. We simulated projected spring and summer conditions
using two-hourly mean temperature and humidity values for the South-West of England [8], uplifted
by the most likely scenario for 2080 (+3.9 °C) [6].

Seedlings were watered following the current rainfall regime for two months using April 2080
and May 2080 temperature and humidity settings. After two months, three rainfall treatments were
applied: (1) current rainfall, (2) mean (—23%) projected decline for 2080 (hereafter: likely drought),
and (3) maximum (—49%) projected decline for 2080 (hereafter: severe drought), and we switched to
our June, July, and August 2080 temperature and humidity settings. This is in line with our current
understanding of an anticipated summer, but not spring, drought for SW England in 2080 [6]. The
amount of water applied was based on mean regional weather data (April-August), scaled to the
surface area of the soil for each plant and then reduced by the proportions listed above. Watering
volumes were reduced to 20% of the observed rainfall to take into account the reduced soil depth of
the trays (7 mm), which is approximately one fifth of the rooting depth of L. perenne (c. 35 mm) [9,10]
(see Appendix A, Table A1 for calculation).

We carried out three harvests, removing a third of the individuals after three, four, and five
months. This was designed to simulate a three-cut strategy employed by many pastoral farmers.
We measured fresh biomass (the above-ground mass of individual plants), dry biomass (the mass of
the same individuals dried for 72 hours in a drying cabinet), and the proportion of dry matter (DM,
100 minus relative water content) at each time point. We also concurrently grew seedlings in ambient
conditions in a glasshouse (RBG Kew) and measured stomatal length and stomatal conductance for
all varieties. Stomatal conductance was measured at three time points during the study by randomly
selecting fully expanded leaves from three plants from each variety and using a SC-1 Leaf Porometer
(Labcell Ltd, Alton, UK). Stomatal length measurements were determined using a leaf scrape method
to isolate the upper epidermis from each of the leaves. Leaf peels were stained by immersion in an
aqueous solution of toluidine blue (0.1% w/v). De-stained leaf peels were mounted on slides with
glycerol and imaged using a light microscope and digital camera. Stomata length measurements were
made in Image], using a stage micrometer to provide size calibrations [11].

Data were analyzed by analysis of variance (ANOVA) tests and post-hoc comparisons were done
using Tukey’s honest significant difference (HSD) tests. Separate ANOVA tests were carried out for
variety identity and ploidy/timing because ploidy and timing are a subset of the varieties. We also
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tested for treatment effects and interactions between treatments for ploidy, timing, and drought regime
across all biomass harvests using generalized linear models (GLM). All statistical analyses were carried
out using the statistical software, R (v3.4.1) [12].

3. Results

Mean fresh biomass (—39%), dry biomass (—27%), and plant water content (—9%) declined under
the likely drought scenario across all three harvests when compared with the current rainfall control
(Table 1). In addition, mean fresh biomass (—58%), dry biomass (—43%), and plant water content
(—22%) declined to a greater extent under the severe drought scenario, again across all three harvests
compared to the control. Different varieties performed better than others and the optimal variety varied
between the rainfall treatments (F = 2.1, df =7, p < 0.05). Variety8 produced the most dry biomass
under the current rainfall scenario (82% more than the lowest) and Variety6 the most dry biomass
under the severe drought scenario (58% more than the lowest). Variety2 and Variety6 produced the
most dry biomass under the likely drought scenario (Figure 1).

Table 1. ANOVA results for live biomass, dry biomass, and proportion of dry biomass (DM) across each
of the monthly harvests. Ploidy, rainfall treatments, and timing were included as potential explanatory
variables. Degrees of freedom (df) were equal for all three of the biomass metrics.

Live Biomass (g) Dry Biomass (g) DM (%)
df F p F p F p
Harvest 1 Ploidy 1 0.40 0.54 0.01 0.90 0.001 0.97
Rainfall 2 38.80 <0.001 4.40 <0.05 30.20 <0.001
Timing 1 3.20 0.07 6.60 <0.05 0.05 0.82
Harvest 2 Ploidy 1 0.40 0.50 0.30 0.60 240 0.10
Rainfall 2 34.50 <0.001 5.10 <0.01 7.00 <0.01
Timing 1 2.50 0.10 0.60 0.50 0.30 0.60
Harvest 3 Ploidy 1 6.40 <0.05 4.80 <0.05 2.50 0.10
Rainfall 2 62.00 <0.001 63.10 <0.001 7.40 <0.001
Timing 1 0.40 0.50 0.001 0.90 1.90 0.20
250 1 Current rainfall (SW England)
M Likely drought (-23%) in 2080
200 4 ® Severe drought (-49%) in 2080 [

NPT

Mean dry biomass per plant (mg DM)

100 -
50 -
0
Vrl Vr2 Vr3 Vr4 Vr5 Vré6 Vr7 Vr8
Intermediate Late Intermediate Late
Diploid Tetraploid

Figure 1. Mean dry biomass (with standard error bars) produced by each variety (Vr) averaged across
all three harvests. Varieties are partitioned by ploidy (diploid or tetraploid) and by flowering time
(intermediate or late).
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There were no significant differences in productivity between ploidy levels for the first two
harvests (Figure 2, Table 1). However, in harvest 3, diploids produced more fresh and dry biomass
under the current rainfall scenario (+25% and +28%, respectively) and likely drought scenario (+13%
and +9%, respectively), whilst tetraploids produced more dry biomass (+13%) with a lower water
content (—9%) under the severe drought scenario. Tetraploids were generally more resistant to severe
drought in harvest 3; however, under the other scenarios, the diploids generally produced more
biomass, even under the most likely drought scenario. No effect of variety timing on resistance to
drought was observed, although intermediate varieties produced a mean of 25% more dry biomass
than late varieties in harvest 1. The GLM analysis confirmed that the significant ANOVA results for the
rainfall treatments were robust across all harvests; however, no other significant treatment effects were
detected. In the case of ploidy, this may have been because significant effects of ploidy in harvest 3 may
have been obscured by non-significant effects in harvests 1 and 2. No interactions between treatments
were detected (all p > 0.05).

250 7 mDiploid
Tetraploid

200 -
150 [ !
-
100 1 .
T T T
-

50 I

0 A
Current Likely Severe |Current Likely Severe |Current Likely Severe
rainfall drought drought| rainfall drought drought| rainfall drought drought

Mean dry biomass per plant (mg DM)

Harvest 1 Harvest 2 Harvest 3

Figure 2. Mean dry biomass (with standard error bars) produced by diploids and tetraploids for all
three harvests.

Mean stomatal length varied 1.5-fold between varieties (F = 173.7, df =7, p < 0.001) and stomatal
conductance varied 1.4-fold between varieties (Table 2), although the latter was not significant (F = 1.2,
df =7, p = 0.33). On average, tetraploid stomata were 24% longer than diploids (F = 173.6, df = 1,
p < 0.001) and the mean rate of conductance was 10% faster, although the latter was marginally not
significant (F = 3.9, df =1, p = 0.06). No correlation was found between plant productivity under
drought conditions and stomatal length or conductivity (both p > 0.05).
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Table 2. Mean =+ standard error (SE) stomatal size and conductance for each variety (Vr) and

ploidy level.
Stomatal Length (um) Stomatal Conductance (mmol m~2 s~ 1)
Mean SE Mean SE
Vrl 26.52 0.29 46.62 11.61
Vr2 29.59 0.26 41.63 4.85
Vr3 33.29 0.85 36.13 5.04
Vrd 29.86 0.43 36.25 3.02
Vr5 35.67 0.39 48.79 8.81
Vré 40.77 0.54 41.30 7.52
Vr7 34.20 0.43 38.78 4.74
Vr8 37.60 0.26 46.73 9.29
Diploid 30.67 0.40 40.15 3.30
Tetraploid 38.84 0.45 44.03 3.63

4. Discussion

Many regions are likely to experience more frequent droughts in the future, but the effects of
reduced water availability on forage production and on the livestock industry have not yet been fully
quantified. The declines in productivity of 43% and 27% (dry biomass) that were recorded for the
severe and likely drought scenarios, respectively, would represent substantial declines in the amount
of available forage for livestock if replicated on a wide scale in 2080. Declines in plant water content
and a rising proportion of DM are also noteworthy under drought conditions, since additional water
will need to be obtained from other sources by grazers. L. perenne is a very common species with a
near global distribution, so the implications of these finding may be widespread [7].

The variation in drought tolerance between varieties (up to 82%) indicates that variety selection
will be important for drought adaptation in the future. Additional complexity is added because the
optimal variety changes depending on drought severity. The frequency and magnitude of projected
changes to rainfall are likely to be spatially variable [1] and therefore, local projections need to be
consulted when selecting varieties to cultivate to adapt to the changing growing conditions. This is
consistent with previous studies highlighting that variation in traits between varieties of the same
species is an important determinant of drought tolerance [3,13]. Comparisons of varieties are necessary
for drought adaptation if a general reduction in the production of forage for livestock consuming
L. perenne is to be avoided.

Tetraploids accrued a higher biomass under the severe drought scenario and diploid varieties
generally produced the most biomass under the most likely drought scenario, but these differences
were only detected in harvest 3. Tetraploids may offer advantages if severe drought occurs in 2080;
however, variation between varieties and the likelihood of drought severity will need to be considered.
Tetraploids had longer stomata, but the lack of a direct relationship between plant productivity and
either stomatal length or conductivity indicated that any differences due to stomatal length were
obscured by other factors. Traits other than polyploidy also confer drought tolerance; such as a shorter
habit, early maturity, plasticity in leaf chemistry for osmotic control, and the capacity for prolonged
stomatal closure which reduces evapotranspiration and may save water [14], whilst deeper, finer roots,
may promote water acquisition [15]. The full suite of available drought tolerance traits, including
polyploidy, will need to be considered for future forage plant breeding.

Recent work has shown that grasses can vary in terms of protein (2-36%), fiber (27-90%), minerals
(2-19%), and lignin contents (1-21%), and these values are influenced by climate [16]. Future work
should measure the effects of different aspects of rainfall variability (including more frequent drought
and flooding) on the productivity and nutritive values of different forage plant species and varieties
using growth chambers and field trials over longer timeframes. The drought tolerance of individual
varieties, specific traits, or ploidy levels could be more or less resistant to drought over time. In the case
of ploidy, for example, it is unclear whether the performance improves or declines after year one [17].
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Furthermore, climate change is a multi-factor phenomenon and the effects of rising carbon dioxide
concentrations, variable temperatures, and other biogeochemical changes were not included here.
Nevertheless, our study represents an important step forward by providing evidence that future forage
grass productivity and plant water content are likely to decline under summer droughts. Drought
tolerance traits, as well as ploidy level per se, should be considered in the breeding and selection of
future L. perenne varieties and these traits should be tailored for local drought severity.
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Appendix A

Table A1. Calculation for fortnightly watering volume for climate treatments. Volumes were reduced
proportionally to account for plants removed during harvests.

Parameter Value
Cell dimensions (mm) 38 x 38
Cell area (mm?) 1444
Current rainfall ! (mm) 7
Volume of rainfall per cell (mm?) 10,108
Cell number per tray 40
Total rainfall per tray (mmd) 404,320
Total volume per tray (ml)—current rainfall 404
Total volume per tray (ml)—likely drought 303
Total volume per tray (ml)—severe drought 202

! Mean current rainfall for SW England (April-August) is 2.5 mm per day [8], divided by five to account for reduced
rooting depth (see main text).

References

1.  IPCC. IPCC Fifth Assessment Report (AR5)—The Physical Science Basis. IPCC, 2013. Available online:
https:/ /www.ipcc.ch/assessment-report/ar5/ (accessed on 1 November 2017).

2. Lee, M.A,; Davis, A.P.; Chagunda, M.G.G.; Manning, P. Forage quality declines with rising temperatures,
with implications for livestock production and methane emissions. Biogeosciences 2017, 14, 1403-1417.
[CrossRef]

3. Tozer, KN.; Carswell, K,; Griffiths, W.M.; Crush, J.R.; Cameron, C.A.; Chapman, D.E,; Popay, A.; King, W.
Growth responses of diploid and tetraploid perennial ryegrass (Lolium perenne) to soil-moisture deficit,
defoliation and a root-feeding invertebrate. Crop Pasture Sci. 2017, 68, 632-642. [CrossRef]

4. Deru, J.; Schilder, H.; van der Schoot, ].R.; van Eekeren, N. Genetic differences in root mass of Lolium perenne
varieties under field conditions. Euphytica 2014, 199, 223-232. [CrossRef]

5. Ebrahimiyan, M.; Majidi, M.M.; Mirlohi, A. Genotypic variation and selection of traits related to forage yield
in tall fescue under irrigated and drought stress environments. Grass Forage Sci. 2013, 68, 59-71. [CrossRef]

6.  Department for Environment, Food and Rural Affairs (DEFRA). Adapting to Climate Change UK Climate
Projections; 2009. Available online: https://assets.publishing.service.gov.uk/government/uploads/
system/uploads/attachment_data/file/69257 / pb13274-uk-climate-projections-090617.pdf (accessed on
1 November 2017).


https://www.ipcc.ch/assessment-report/ar5/
http://dx.doi.org/10.5194/bg-14-1403-2017
http://dx.doi.org/10.1071/CP17154
http://dx.doi.org/10.1007/s10681-014-1129-x
http://dx.doi.org/10.1111/j.1365-2494.2012.00869.x
https://assets.publishing.service.gov.uk/government/uploads/system/uploads/attachment_data/file/69257/pb13274-uk-climate-projections-090617.pdf
https://assets.publishing.service.gov.uk/government/uploads/system/uploads/attachment_data/file/69257/pb13274-uk-climate-projections-090617.pdf

Agronomy 2019, 9, 159 7of7

10.

11.

12.

13.

14.

15.

16.

17.

Gardiner, L.M.; Bone, R; Kilgallen, N.M. Orchids and emonocot—Assembling research resources and
facilitating collaborative taxonomy online. Lankesteriana 2013, 13, 33-37. [CrossRef]

Met Office Met Office Integrated Data Archive System (MIDAS). Land and Marine Surface Stations Data
(1853—current). NCAS Br. Atmos. Data Cent. 2017. Available online: http://catalogue.ceda.ac.uk/uuid/
1bb479d3b1e38c339adb9c82¢15579d8 (accessed on 1 November 2017).

Brown, R.N; Percivalle, C.; Narkiewicz, S.; DeCuollo, S. Relative rooting depths of native grasses and amenity
grasses with potential for use on roadsides in New England. HortScience 2010, 45, 393-400. [CrossRef]
Wedderburn, M.E.; Crush, J.R.; Pengelly, W.J.; Walcroft, ].L. Root growth patterns of perennial ryegrasses
under well-watered and drought conditions. N. Z. ]. Agric. Res. 2010, 53, 377-388. [CrossRef]

Schneider, C.A.; Rasband, W.S.; Eliceiri, K.W. NIH Image to Image]: 25 years of image analysis HISTORICAL
commentary NIH Image to Image]J: 25 years of image analysis. Nat. Methods 2012, 9, 671-675. [CrossRef]
[PubMed]

The R Core Team. R: A Language and Environment for Statistical Computing; R Foundation for Statistical
Computing: Vienna, Austria, 2018; ISBN 3_900051_00_3.

Sugiyama, S. Differentiation in competitive ability and cold tolerance between diploid and tetraploid
cultivars in Lolium perenne. Euphytica 1998, 103, 55-59. [CrossRef]

Cattivelli, L.; Rizza, F.; Badeck, EW.; Mazzucotelli, E.; Mastrangelo, A.M.; Francia, E.; Mare, C.; Tondelli, A.;
Stanca, A.M. Drought tolerance improvement in crop plants: An integrated view from breeding to genomics.
Field Crops Res. 2008, 105, 1-14. [CrossRef]

Fry, E.L.; Evans, A.L.; Sturrock, C.J.; Bullock, ].M.; Bardgett, R.D. Root architecture governs plasticity in
response to drought. Plant Soil 2018, 433, 189-200. [CrossRef]

Lee, M.A. A global comparison of the nutritive values of forage plants grown in contrasting environments.
J. Plant Res. 2018, 131, 641-654. [CrossRef] [PubMed]

Godfree, R.C.; Marshall, D.J.; Young, A.G.; Miller, C.H.; Mathews, S. Empirical evidence of fixed and
homeostatic patterns of polyploid advantage in a keystone grass exposed to drought and heat stress. R. Soc.
Open Sci. 2017, 4, 170934. [CrossRef] [PubMed]

@ © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.15517/lank.v0i0.11531
http://catalogue.ceda.ac.uk/uuid/1bb479d3b1e38c339adb9c82c15579d8
http://catalogue.ceda.ac.uk/uuid/1bb479d3b1e38c339adb9c82c15579d8
http://dx.doi.org/10.21273/HORTSCI.45.3.393
http://dx.doi.org/10.1080/00288233.2010.514927
http://dx.doi.org/10.1038/nmeth.2089
http://www.ncbi.nlm.nih.gov/pubmed/22930834
http://dx.doi.org/10.1023/A:1018322821118
http://dx.doi.org/10.1016/j.fcr.2007.07.004
http://dx.doi.org/10.1007/s11104-018-3824-1
http://dx.doi.org/10.1007/s10265-018-1024-y
http://www.ncbi.nlm.nih.gov/pubmed/29550895
http://dx.doi.org/10.1098/rsos.170934
http://www.ncbi.nlm.nih.gov/pubmed/29291088
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Results 
	Discussion 
	
	References

