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Abstract

Hybrid vigour may help overcome the negative effects of climate change in rice. A popular rice hybrid (IR75217H),
a heat-tolerant check (N22), and a mega-variety (IR64) were tested for tolerance of seed-set and grain quality to
high-temperature stress at anthesis at ambient and elevated [CO,]. Under an ambient air temperature of 29 °C
(tissue temperature 28.3 °C), elevated [CO,] increased vegetative and reproductive growth, including seed yield in all
three genotypes. Seed-set was reduced by high temperature in all three genotypes, with the hybrid and IR64 equally
affected and twice as sensitive as the tolerant cultivar N22. No interaction occurred between temperature and [CO,]
for seed-set. The hybrid had significantly more anthesed spikelets at all temperatures than IR64 and at 29 °C this
resulted in a large yield advantage. At 35 °C (tissue temperature 32.9 °C) the hybrid had a higher seed yield than IR64
due to the higher spikelet number, but at 38 °C (tissue temperature 34-35 °C) there was no yield advantage. Grain gel
consistency in the hybrid and IR64 was reduced by high temperatures only at elevated [CO,], while the percentage of
broken grains increased from 10% at 29 °C to 35% at 38 °C in the hybrid. It is concluded that seed-set of hybrids is
susceptible to short episodes of high temperature during anthesis, but that at intermediate tissue temperatures of
32.9 °C higher spikelet number (yield potential) of the hybrid can compensate to some extent. If the heat tolerance
from N22 or other tolerant donors could be transferred into hybrids, yield could be maintained under the higher
temperatures predicted with climate change.
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Introduction

Atmospheric CO, concentration [CO,] could increase to 2001, 2003a, b; Sasaki et al, 2005, 2007; Shimono et al.,

almost 700 ppm by the end of the century (IPCC, 2007). At
the plant level, a higher [CO,] increases photosynthesis,
growth, development, and yield of a wide range of
cultivated crops, including rice (Long et al., 2004, 2006;
Ainsworth and Long, 2005; Ainsworth et al, 2008). To
date, the majority of experiments with elevated [CO,] and
rice have tested conventionally bred japonica (Kim et al.,

2007; Yang et al, 2007) and indica cultivars (Weerakoon
et al., 2005; De Costa et al., 2007). However, modern hybrid
rice cultivars exhibit higher seedling vigour, rate of tillering,
relatively higher growth rate, and higher yield potential
than conventional inbred rice cultivars (Ling et al., 1994;
Xie et al., 1996). Yield enhancement under elevated [CO,]
may, therefore, be greater for hybrids than for conventional
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rice cultivars. Recently, the response of two hybrid rice
cultivars to CO, enrichment was tested under in situ Free
Air CO, Enrichment (FACE) systems (Liu et al., 2008;
Yang et al, 2009). A three-line indica hybrid, Shanyou 63,
grown at 570 ppm CO, increased yield by 34% (Liu et al.,
2008). Similarly, an inter-specific rice hybrid, Liangyoupei-
jiu, grown at approximately 580 ppm CO, had 24% and
20% higher grain yield and biomass, respectively, than
plants grown at ambient [CO,] (Yang et al, 2009).
However, the response of hybrids to a combination of
elevated [CO,] and high temperature has not been studied.

Studies on both high day temperatures (Jagadish er al.,
2010a, b) and high night temperatures (Peng et al., 2004;
Nagarajan et al, 2010; Welch et al, 2010) have demon-
strated negative effects on rice spikelet fertility and yields.
High day temperatures beyond the critical threshold during
sensitive developmental stages like gametogenesis and
flowering leads to low seed-set (Prasad et al., 2006; Jagadish
et al., 2007, 2008, 2010a, b, 2011). The impact of high night
temperatures leading to either increased respiration or other
mechanisms which lower rice yields has not been studied in
detail. Moreover, [CO»] is relatively high during the night,
so a further increase could lead to smaller beneficial effects
and a fall in the domain of diminishing returns on plant
processes (Pinter et al., 2000). Recently, it was shown that
the major part of the night had 500-700ppm of CO, even
under ambient level in a soybean FACE system (Bunce,
2011). Further, most FACE sites including the DUKE
forest face (http://face.env.duke.edu/description.cfm), aspen
FACE (http://aspenface.mtu.edu/), soy FACE (http://soyface.
illinois.edu/technology.htm) and others don’t fumigate CO,
at night. Hence the ideal and most practical combination of
high day temperature and elevated CO, conditions at
sensitive flowering stage was tested in this study.

Although elevated [CO,] per se should increase pro-
ductivity and yield in rice, the increasing frequency and
intensity of short-duration high temperature events (>33 °C)
pose a serious threat to agricultural production, especially
in cereals such as wheat (Modarresi et al., 2010) and rice
(Wassmann et al, 2009). The threat is highest when high
temperatures coincide with flowering (Yoshida et al., 1981;
Matsui et al., 1997; Prasad et al., 2006; Jagadish et al., 2007,
2008, 2010a, b; Rang et al, 2011) and grain-filling
(Fitzgerald and Resurreccion, 2009). These effects may be
exacerbated by higher tissue/canopy temperature associated
with stomatal response to elevated [CO,] (Vara Prasad
et al., 2006; Long and Ort, 2010). Although the effects of
[CO,] and high temperature over the entire life-cycle have
been studied in rice (Baker et al., 1992; Ziska et al., 1996;
Matsui et al, 1997, Baker, 2004; De Costa et al., 2006;
Cheng et al., 2009), the effect of more realistic impacts of
short episodes of high temperature at flowering at different
[CO,] has not been studied.

Furthermore, studies related to [CO,] and temperature
(FACE or controlled environments) have been restricted to
phenological and yield parameters; their effects on spikelet
fertility and grain quality are not known. Acceptable grain
quality is essential for any new cultivar to be accepted by

consumers and thereby adopted by farmers. The main traits
that define market price are the proportion of chalk
and broken grains in the sample (Cooper et al, 2008).
Chalkiness causes grains to break, and this increases with
higher temperature during grain-filling (Lisle et al, 2000;
Fitzgerald and Resurreccion, 2009). Amylose concentration
and gelatinization temperature contribute to texture and
cooking time; with high temperature, amylose concentration
declines in many rice varieties (Chen et al, 2008) and
gelatinization temperature increases (Cuevas et al., 2010).

The objective of this paper was to determine the
responses of a rice hybrid, a standard indica and a heat-
tolerant aus cultivar to a short episode of elevated
temperature (5 d) under ambient and elevated [CO,] at
flowering on (i) seed-set and seed number and (ii) rice grain
characteristics and quality. The hypotheses to be tested were
that (i) seed-set is reduced by high tissue temperature with
no interaction between tissue temperature and [CO,]; (ii)
high [CO,] increases spikelet and seed number at all
temperatures; (iii) there is no difference in the response of
seed-set, seed yield or grain characteristics and quality traits
of the hybrid and indica cultivar to high temperature and
[CO,]; and (iv) short episodes of high temperature at
anthesis at ambient and high [CO,] have no effect on grain
characteristics and quality traits.

Materials and methods

The experiment was carried out between April and September 2007
using controlled environment facilities at the Plant Environment
Laboratory, Department of Agriculture, University of Reading,
UK (51°27" N, 00°56" W). Plants were raised inside growth
cabinets under optimum temperature and photoperiod conditions,
and transferred to adjacent growth cabinets to impose high-
temperature treatments at flowering.

Plant growth and maintenance

Plants were grown in a medium without soil exactly as previously
described (Jagadish et al., 2007; 2008). Two rice varieties (Oryza
sativa L.), the aus type N22 and the indica cv. IR64 and one
hybrid, IR75217H (IRRI138-1R68897AxIR60819-34-2 R), were
tested. For each, five seeds were sown in each pot at a depth of
2-2.5 cm and thinned to one plant per pot at the three-leaf stage.
Plants were maintained under fully watered conditions with
a complete nutrient solution containing 100 mg 17! inorganic
nitrogen throughout the crop growth cycle. The nutrient solution
was acidified to pH 5 to avoid Fe deficiency (Yoshida et al., 1976).
Plants were sprayed twice with foliar feed (Miracle-Gro, The
Scotts Company, UK Ltd.) at 3.75 g 17! at 7 d intervals until
panicle emergence. There were no major pest or disease problems.

Growth chambers

The three varieties were grown in controlled environment cham-
bers (internal size 1.4x1.4x1.5 m). Aspirated temperature and
relative humidity (RH) were measured every 10 s using copper—
constantan thermocouples and a data logger (Delta T Devices,
Burwell, Cambridge, UK) and averaged over 10 min for the
entire crop growth period. An optimum day/night temperature
(29+0.57 °C/21£0.34 °C) and RH (60*+1.45%/80*+1.21%) with
a short inductive photoperiod of 11 h (Summerfield et al., 1992)
from 08.00 h to 19.00 h with a thermo period of 13 h (07.00 h to
20.00 h) was imposed. A photosynthetic photon flux density of
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650 pmol m~2 s~! was maintained at the floor of the chamber
using a combination of cool white fluorescent tubes and in-
candescent lamps. Lamps were balanced to ensure uniform flux
densities throughout the cabinet. A centrally placed fan circulated
air uniformly throughout the chamber.

CO, and temperature treatments

The [CO;] in the chambers was controlled by a 12-channel
measurement and control system using ADC WA 526 IRGA
(Infra-Red Gas Analyser) manufactured by ADC, Unit 35,
Hoddesdon Industrial Centre, Pindar Road, Hoddesdon, Herts.,
UK. The system sampled each chamber in turns and delivered
(pure) CO, to each chamber via 12 solenoid valves, according to
a calculation based on the difference between the reading and the
set point. The sampling ‘dwell’ on each chamber was 40 s, so it
sampled each chamber once every 5.3 min (8 chambersx40 s) and
CO, was delivered after recalculating the valve opening based on
the reading and the set point. Two independent sets of plants were
maintained at ambient (380 ppm) or elevated (760 ppm) [CO,] for
the entire growth period except during anthesis, when one of the
two sets was exposed to either 35 °C or 38 °C for 5 d. The
transition time from day-time maximum to night-time minimum
was 5 h. A square wave heat treatment was applied to overcome
the potentially confounding effects of gradually increasing temper-
ature (Jagadish et al., 2007, 2008, 2010a, b). There were therefore
six combinations of temperature and [CO,]: (i) ambient tempera-
ture and CO, (29 °C and 380 ppm CO,), (ii) ambient temperature
and elevated CO, (29 °C and 760 ppm CO,), (iii) 35 °C at anthesis
and 380 ppm CO,, (iv) 35 °C at anthesis and 760 ppm CO,, (v)
38 °C at anthesis and 380 ppm CO», and (vi) 38 °C at anthesis and
760 ppm CO,. Apart from the change in conditions during the
treatment period, all other aspects relating to the environmental
conditions in the growth chamber were identical to those described
earlier. For the high-temperature treatments, at the initiation of
anthesis (identified by the protruding anthers), four replicate plants
from both ambient and elevated [CO,] were transferred into
growth chambers maintained at either 35 °C or 38 °C between
09.00 h and 15.00 h to impose treatments (iii) to (vi), while another
set of four plants was left undisturbed in the chambers to impose
treatments (i) and (ii). The experimental design for the analysis of
temperature and [CO,] treatments was therefore six treatments in
two replicated blocks (growth chambers) each with four replicate
plants (pots) per growth cabinet, i.e. n=8 observations per
treatment.

Main tiller panicles were tagged and seed-set was measured on
these panicles. Any spikelets that underwent anthesis (i.e. with
a visible anther) outside the 5 d temperature treatment period were
marked with acrylic paint and were not included in further
analyses (Jagadish et al, 2008). The majority of the unmarked
spikelets on the main tiller exposed to the stress treatments were
located toward the top of the panicle and had finished flowering
within the experimental treatment period of 5 d (Table 1). In all
three gentoypes, across each treatment more than 100 spikelets
were used for determining the seed-set, except in IR64 under 29 °C
(n=92) and 35 °C (n=89) under ambient [CO,]. Around 100
spikelets are considered as a threshold level for estimating seed-set
under high temperature stress in rice.

Spikelet tissue temperature for IR64 was measured by placing
copper—constantan micro-thermocouples inside the spikelets of
three independent plants in all treatments. The data on spikelet
tissue temperatures were recorded by a data logger (Delta
T Devices, Burwell, Cambridge, UK) every 10 s and averaged over
10 min for the entire period (Table 2).

Analyses

Yield parameters and phenology: Spikelets on the main tiller
panicles were separated into unmarked (anthesed during tempera-
ture treatments) and marked (anthesed under control conditions)
and seed-set was calculated from the number of unmarked filled

Table 1. Average number of spikelets on the main tiller exposed
to stress treatments (unmarked) at flowering and the remaining
number of spikelets flowering under ambient conditions (marked)

CO, Temperature Genotype/ No. of No. of
(ppm) (°C) hybrid unmarked  marked
spikelets spikelets?
380 29 IR64 94.0+£5.28 *
IR75217H 169.3+9.79 *
N22 116.4+4.18 *
35 IR64 78.6+2.65 34.0+£3.0
IR75217H 172.0x5.67 53.2+2.94
N22 93.7+3.25 23.4+2.31
38 IR64 93.7+4.81 25.9+2.47
IR75217H 156.6+4.27 71.1+3.17
N22 98.5+2.89 26.4+1.94
760 29 IR64 129.9+5.71 *
IR75217H 209.6+t12.2 *
N22 118.7+4.53 *
35 IR64 100.3%£5.20 31.3+2.43
IR75217H 168.1+5.50 68.5+2.90
N22 104.9+2.94 28.1+2.00
38 IR64 111.9£2.53 28.1+1.70
IR75217H 170.1+5.66 77.3+2.71
N22 104.4+2.74 30.6+1.77

@ Indicates that spikelets that flowered on the main panicle under
ambient conditions were not marked.

Table 2. Spikelet tissue temperature measured using micro-
thermocouples from replicated growth chambers in IR64 under
three different air temperatures and two CO, concentrations;
numbers are =SD

CO, Spikelet tissue temperature (°C)
(ppm)

29 35 38
380 28.4+£0.42 32.6x+0.45 34.0=0.69
760 28.2+0.44 32.9*+1.11 35.0%0.67
A -0.18 0.28 0.97

spikelets as a proportion of the total number of unmarked
spikelets. Plants from all six treatments were harvested as replicate
samples and separated into root, stems, and leaves. Plant parts
were dried separately at 60 °C until a constant weight was
obtained. The root-shoot ratio and total plant biomass were
calculated from the components. The total number of tillers per
plant was recorded while the tillers with a productive panicle (i.e.
bearing filled grains) were considered for the determination of
panicle number.

Grain quality: Filled grains from the main-tiller spikelets used
to calculate seed-set were dried at 38 °C in a forced-air oven for
8-10 d until they attained a constant dry weight. Individual replicate
samples for each genotype/treatment were bulked to give sufficient
material for the analysis of quality traits. From the bulked sample,
two replicate sub-samples of seeds from each treatment and entry
were separated and analysed for amylose content, gel consistency,
chalkiness (%), and length, width, and percentage of whole grain at
the Grain Quality and Nutrition Center, IRRI, Philippines.
Physical characteristics of the grain were measured using a 1625
Grain Inspector (Foss, Denmark). In order to measure amylose
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Fig. 1. Seed-set and number of spikelets on the main tiller in IR64
(@), N22 (b), and a hybrid, IR75217H (c), exposed to high-
temperature stress for five consecutive flowering days in combina-
tion with either ambient or elevated CO, concentration. Solid
symbols represent seed-set and open symbols the number of
spikelets. Bars indicate =SE.

and gel consistency, polished grains were ground to pass through
a 0.5 mm sieve in a cyclone mill (Udy Cyclone Sample Mill 3010-
030, Fort Collins, CO). Amylose concentration and gel consistency
were measured as previously described (Juliano, 1971; Tran et al.,
2011).

Statistical analysis

All the yield parameters, phenological traits, and grain quality
components were analysed as a completely randomized design with
growth chambers as blocks and four pots as replicates using
Genstat Version 11 (Rothamsted Experimental Station, UK).
Comparison of regressions was also carried out with the same
software.

Results

Spikelet tissue temperature was lower than the air temper-
ature at 29, 35, and 38 °C by 0.67, 2.28, and 3.48 °C, on
average, respectively. These effects were similar to those
observed in the same growth chambers for rice cultivar
Azucena (Jagadish et al, 2007). On average, higher [CO»]
reduced spikelet tissue temperature by 0.18 °C at 29 °C,
but increased spikelet temperature by 0.28 °C and 0.97 °C
at 35 °C and 38 °C, respectively (Table 2).

Growth and development

The overall effects of [CO,] on the growth and development
of the three genotypes were as expected based on other
[CO,] studies and so are only summarized here. The
biomass of IR64 increased from 34.5 g plant™"' at 380 ppm
to 51.4 g plant™! at 760 ppm CO, at 29 °C, an increase of
49%. Comparable figures for the hybrid were 57.9 and 82.2 g
plant ™! (an increase of 42%). The short 5 d episodes of high
temperature did not affect overall growth or development
(see Supplementary Table S1 at JXB online). Elevated [CO,]
influenced the phenology and days to flowering and harvest
were delayed in all three entries at high [CO,]. The biggest
delay in days to flowering was recorded with the hybrid (+7 d)
and the least with N22 (+3 d). However, the influence of
elevated CO, on the grain-filling phase was smaller, with
both IR64 and the hybrid having an increase by a day while
it was 3 d with N22, compared with ambient [CO,].

Anthesis

In all three genotypes, irrespective of the temperature
regimes or CO, levels, the majority of the spikelets on the
main tiller panicle completed flowering in 5 d (Table 1). The
total number of spikelets on the main tiller panicle differed
significantly with variety, temperature, and [CO,] (P <0.001)
with a significant interaction between [CO,] and variety
(P <0.05) and temperature and variety (P <0.001). In both
IR64 and N22 the number of spikelets on the main
tiller panicle were not significantly affected by increasing
temperatures (P >0.05). However, the hybrid recorded
a significant increase in the spikelet numbers with higher
temperatures compared with the control under both ambi-
ent and elevated [CO,] (P <0.001). The hybrid had more
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Table 3. Regression parameters for seed-set and seed-yield using tissue temperatures in two rice genotypes and a hybrid; values are

+SE
CO, N22 IR64 Hybrid

Intercept Slope Intercept Slope Intercept Slope
Seed-set
380 ppm - - - - - -
Single line 209.56+6.80 -4.352+0.211 362.40+10.7 -9.776+0.333 326.64+9.60 -8.798+0.299
780 ppm - - - - - -
Temperature (T) P <0.001 P <0.001 P <0.001
CO, (parallel lines) P >0.244 P >0.450 P >0.270
TxCO, (separate lines)
Seed-yield
380 ppm - - 6.091+0.534 -0.162+0.017 10.782+0.987 -0.290+0.030
Single line 4.618+0.333 -0.105%0.01 - - - -
780 ppm - - 11.196+1.289 -0.311+0.041 15.872+2.387 -0.440%0.073
Temperature (T) P <0.001 P <0.001 P <0.001
COs (parallel lines) P >0.970 P <0.001 P <0.05
TxCO, (separate lines) P <0.001 P <0.01

(P <0.001) spikelets opening on the main tiller than N22 or
IR64 at all temperatures and [CO,]: 176 to 236 compared
with 110 to 142 in IR64 at 380 ppm and 760 ppm,
respectively (Fig. 1). Higher temperature reduced the
number of anthesing spikelets (P <0.05) in all three
genotypes, with the effect being more prominent under
elevated [CO,], especially in IR64 (P <0.001) and the hybrid
(P <0.05). Spikelet numbers were generally greater with
higher [CO,], notably at 29 °C in IR64 and the hybrid. By
contrast, the number of spikelets anthesing in N22 was not
influenced by higher [CO,].

Seed-set

Seed-set in the three genotypes was reduced by temperature
(P <0.001) and [CO,] (P <0.05), with a significant interac-
tion only between the temperature and genotype (P <0.001)
(Fig. 1). There was no effect of [CO,]Xtemperature in-
teraction, nor did the growth cabinets have any significant
effect on percentage seed-set (P >0.55). Temperature had
a large effect on seed-set in all genotypes, with seed-set
declining from between 75% and 80% at 29 °C to <20% in
the hybrid at 38 °C. N22 was the most tolerant genotype,
achieving 57% seed-set at 38 °C. The interaction between
genotype and temperature mainly reflected the response of
IR64 when seed-set was higher at 29 °C and lower at 38 °C.
A comparison of regressions for seed-set against tissue
temperature and [CO,] by genotype showed effects of
temperature (P <0.001) alone and in interaction with
genotype, but no effect of [CO,] (P >0.05). Hence, across
[CO,] treatments, responses to temperature and [CO,] were
best described by three separate lines with different intercepts
and slopes (Table 3). N22 was the most tolerant of
temperature, with a slope of —4.35£0.21 (SE) while IR64
(slope —9.78£0.33) and the hybrid (slope —8.80+0.30), were
approximately twice as sensitive to temperature as N22
(Table 3).

Seed yield and seed number

Seed yield per main tiller was highly correlated with seed
number (r=0.98) and with seed-set (r=0.71) (Fig. 2). Seed
yield and seed number were significantly affected by
temperature (P <0.001), [CO,] and their interaction
(P <0.01) in both IR64 and the hybrid. In N22, both seed
yield and seed number were affected by temperature
(P <0.001) but not [CO,] or their interaction (P >0.40). At
29 °C and 380 ppm CO,, the hybrid gave a yield advantage
of about 1 g per panicle (c. 65%) over N22 and IR64.
However, at the highest temperature (38 °C), this yield
advantage was lost and N22 yielded more than IR64 and
the hybrid. High [CO,] increased seed yield at 29 °C,
especially in IR64 and the hybrid, but this advantage was
also completely lost at 35 °C and 38 °C. Individual kernal
weight increased with increasing temperature (P <0.01) and
with elevated [CO,] (P <0.001) with no significant
interaction (P >0.70). The ANOVA from a comparison of
regressions for seed yield against temperature, [CO,] and
genotype revealed that the seed yield of N22 at different
tissue temperatures and [CO,] could be described by a single
line (slope —0.105). By contrast, in IR64 and the hybrid, the
response to temperature varied with [CO,] and individual
regressions were better (Table 3). Thus, the sensitivity
of seed yield to temperature at ambient [CO,] increased
from —0.105+0.01 g °C~' in N22 to —0.162+0.02 in IR64
and -0.29+0.03 in the hybrid. At higher [CO,], the values
were —0.311+0.04 g °C~! and —0.44+0.07 in IR64 and the
hybrid, respectively (Table 3).

Grain quality parameters

Amylose concentration was affected by temperature and
[CO,] and their interaction (P <0.05), but the differences
were only within 0.5-1%. At 380 ppm [CO,], amylose
concentration decreased very slightly with increasing tem-
perature, particularly in IR64 (Fig. 3). For the other two
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Fig. 2. Seed yield and seed number on the main tiller in IR64 (a),
N22 (b), and a hybrid, IR75217H (c), exposed to high-temperature
stress for five consecutive flowering days in combination with
either ambient or elevated CO, concentration. Solid symbols
represent seed weight and open symbols the seed number.

A single line was the best fit for seed yield response in N22
(y=4.62+(-0.105x; r’=68.5), unlike IR64 [at 380 ppm CO,
(y=6.091+(-0.162x); at 760 ppm (y={6.091+(5.105)}+{(-0.162)+
(<0.149)x}] with 2=90.9 and the hybrid [at 380 ppm CO,
(v=10.78+(-0.290x); at 760 ppm (y={10.78+(5.09)}+{(-0.290)+
(<0.150)x}] with °=86.4, wherein two separate lines having
different slopes explained the variation better. Bars indicate =SE.

genotypes, there was no effect of [CO,] or temperature on
amylose content.

There were also differences between genotypes for gel
consistency (P <0.001) but no effect of temperature or
interactions with temperature at ambient [CO,]. The hybrid
had slightly harder gel consistency values at ambient [CO»]
than the other two genotypes. High [CO,] increased
(P <0.05) gel consistency in IR64 and in the hybrid. High
temperature reduced gel consistency at high [CO,] but not
at ambient [CO»].

The proportion of broken grains (milling quality) was
reduced by [CO,] (P <0.001) in the two long-grain
genotypes, IR64 and the hybrid. At ambient [CO,], higher
temperature increased the proportion of broken grains in
IR64, and especially in the hybrid, in which the proportion
went from 10% at 29 °C to nearly 35% at 38 °C, but the
effect was not statistically significant. The broken grain %
for N22 could not be estimated due to the technical
difficulties with very short grains.

Higher [CO,] increased the grain width of all three
genotypes (P <0.01) while temperature and its interaction
with [CO,] had no effect (Fig. 3). Chalk concentration
differed among the genotypes (P <0.01) but temperature
and [CO,] had no effect. Temperature had no effect on the
grain physical parameters, i.e. length and width (see
Supplementary Table S2 at JXB online).

Discussion

The effects of [CO,] on biomass (increased by 50%) and
seed yield (increased by 24% to 30%) observed in this study
are similar to those of other studies in controlled environ-
ments (Baker, 2004; Ainsworth, 2008). Recent FACE (Free
Air CO, Enrichment) studies under near-field conditions
have, however, demonstrated the yield increase in response
to elevated CO, to be less than that obtained under
enclosure studies (Long et al., 2006; Ainsworth, 2008; Long
and Ort, 2010).

Our first hypothesis was that no interaction would be
found between tissue temperature and [CO,] on seed-set,
and the results support this. There appears to be a very
small effect of [CO,] on seed-set in IR64, but the interaction
between temperature and [CO,] was not significant. Thus,
a small increase in tissue temperature can lead to a large
decline in seed-set and yield. Tissue temperature increases
due to a decrease in transpiration cooling at higher [CO,]
and genetic variation for this trait exists (Weerakoon et al.,
2008) and is influenced by vapour pressure deficit
(Gholipoor et al., 2010). It has also been hypothesized that
[CO,] would increase spikelet numbers at all temperatures,
which would result in greater seced numbers. Although
[CO,] increased yield potential (number of spikelets) at
29 °C, this response was not observed at 35 °C or 38 °C.
Moreover, an increase in the total number of spikelets on
the main tiller panicle of the hybrid was observed which
could indicate a possible developmental mechanism in
response to increasing temperature. In any case, greater
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Fig. 3. Amylose content, gel consistency, and grain width for IR64,
consecutive days starting on the first day of anthesis in combination
* indicate significance at 0.1%, 1%, and 5%, respectively.

growth rates or yield potentials at higher [CO,] and also
high temperatures, particularly in the case of the hybrid,
cannot compensate for the direct effects of high temperature
at anthesis on spikelet fertility and these episodes will
remain a major constraint in the future as well as under
current climates (Wheeler et al., 1996; Wassmann et al., 2009).
The observed increase in individual kernel weight with
increasing temperature is associated with greater spikelet
sterility and hence compensation for a smaller sink size.
Another hypothesis concerned the effect of these treat-
ments on quality traits, including broken grains, amylose,
gel consistency, and chalkiness. Different concentrations of
[CO,] have not been shown previously to have an effect on
quality, but temperature has (Fitzgerald and Resurreccion,
2009; Chen et al., 2008). Grain development undergoes two
main stages: cell enlargement and granule initiation, and
starch and protein accumulation. Two alleles of the gene
responsible for amylose content, are sensitive to high
temperature (Chen ez al., 2008). IR64 carries one of these
sensitive alleles (M Fitzgerald, unpublished data), and the
amylose concentration of the other two indicates that they
probably carry the temperature-tolerant allele. The enzyme
responsible for amylose synthesis, Granule Bound Starch
Synthase (GBSS) I, expresses strongly at 5 d after flowering
(Hirose and Terao, 2004), and the short bursts of high
temperature obviously affected that expression at ambient
and high [CO;]. Such responses to short bursts of heat

|:|32.9°c

|:|35.u°c

N22, and IR75217H after exposure to high temperature for five
with ambient and elevated [CO,]. Bars indicate +=SE. ***, **, and

could explain the degree of season-to-season variability in
amylose concentration within the low and intermediate
classifications of amylose, which are both under the control
of the temperature-sensitive alleles (Larkin and Park, 1999;
Chen et al, 2008). However, the negative effect on
chalkiness at high temperature was not captured in this
experiment since peak starch granule formation generally
occurs >5 d after anthesis and hence after the high
temperature episode (Fitzgerald and Resurreccion, 2009).
The small differences in quality are likely to lead to small
differences in texture of the cooked rice.

The increase in grain width seen in the high [CO;]
treatments suggests that substrate supply to the panicle was
higher at elevated [CO,] or that the spikelets were larger,
allowing wider grains to develop. This increase in width is
likely to explain the decrease in broken grains at high [CO,],
since wider grains are more capable of withstanding the
frictional forces of milling (Jindal and Seibenmorgen, 1994).
High temperature overrode the beneficial [CO,] effect on
broken grains, which suggests that temperature had an
effect on the internal structure of the grain. High tempera-
ture at the early stages of filling can lead to a decrease in the
number of granules initiated (Fitzgerald and Resurreccion,
2009), which could lead to insufficient capacity to synthesize
densely packed grains, leading to a more fragile grain
that breaks more easily. Taken together, these data indicate
that [CO,] has small positive effects on some quality traits,
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but all advantage is lost with high-temperature stress, even
with only short bursts during the early stage of grain
development.

Our final hypothesis tested whether the hybrid responded
quantitatively the same as the conventional genotype IR64.
N22, as expected, was clearly more tolerant of high
temperature and seed-set declined less with high tempera-
ture (-4.4%, °C™') in this genotype compared with the
hybrid (-8.8%, °C™") and IR64 (-9.8%, °C™"). N22 has been
shown to be highly tolerant of high temperatures in many
studies (Yoshida et al., 1981; Prasad et al., 2006; Jagadish
et al., 2008, 2010a). With regard to the hypothesis on the
response of the hybrid compared with IR64, there was no
evidence that the response of seed-set in the hybrid to
temperature at ambient or high [CO,] was any different
from that of the other genotypes. However, it is highly
possible that the same diversity seen with the two inbreds is
also present in hybrids. Higher spikelet numbers at 29 °C
and 35 °C in the hybrid did translate into higher seed
numbers and hence higher main-tiller seed yields. This
might suggest that, at moderately warm temperatures, just
above the typical critical temperature for seed-set of about
33-35 °C (Yoshida et al, 1981; Nakagawa et al., 2002;
Jagadish er al, 2010a), the greater yield potential of the
hybrid (evidenced by greater spikelet number) is still
advantageous. At 38 °C any advantages of hybrid vigour
were lost. Given the much greater spikelet production of the
hybrid at 35 °C and 38 °C (>150 spikelets compared with
<100 spikelets per main tiller), introgressing the heat-
tolerance genes of N22 (Jagadish et al., 2010a) or another
heat-tolerant donor should provide a substantial yield
benefit under warming environments.

In conclusion, the tested hybrid was highly susceptible to
high temperatures coinciding with anthesis and neither
elevated [CO;] nor the generally accepted hybrid vigour
alleviated the sensitivity, resulting in low seed-set and poor
quality grain. N22, the heat-tolerant aus check variety, by
contrast, maintained its tolerance of high temperatures even
under elevated [CO,]. Elevated [CO,] did not compensate
for the negative effects of high temperature on yield. With
poor grain quality already being a major bottleneck for the
wider adoption of hybrids, further deterioration of quality
under predicted future climates could result in slowing the
adoption rate of hybrids, which has serious repercussions
for sustaining rice yields. Hence, steps to address reduced
seed-set and grain quality among inbreds, and more so for
hybrids under high temperature and elevated [CO;] con-
ditions, are needed to sustain rice yields under future
climates.

Supplementary data

Supplementary data can be found at JXB online.

Supplementary Table S1. Effect of [CO2] and temperature
on growth and yield parameters of two rice genotypes and
a hybrid.

Supplementary Table S2. Effect of ambient and elevated
CO2 with high temperatures coinciding with anthesis for
five consecutive days on grain width and length, chalkiness
and broken grain (excluding N22).

Acknowledgements

This work was supported through a Royal Society fellow-
ship to the first author. We thank Mr K Chivers for
excellent engineering support and Ms C Hadley, Mr L
Hansen, and Ms P Ling for technical assistance in Reading,
UK. The CSISA project funded by USAID-BMGF is
thanked for supporting SVK Jagadish’s work on high
temperature at IRRI. Bill Hardy from IRRI is thanked for
editing the manuscript.

References

Ainsworth EA. 2008. Rice production in a changing climate: a meta-
analysis of responses to elevated carbon dioxide and elevated ozone
concentrations. Global Change Biology 14, 1642-1650.

Ainsworth EA, Beier C, Calfapietra C, et al. 2008. Next generation
of elevated [CO,] experiments with crops: a critical investment for
feeding the future world. Plant, Cell and Environment 31, 1317-1324.

Ainsworth EA, Long SP. 2005. What have we learned from 15 years
of free-air CO, enrichment (FACE)? A meta-analytic review of the
responses of photosynthesis, canopy properties and plant production
to rising CO.. New Phytologist 165, 351-372.

Baker JT. 2004. Yield responses of southern US rice cultivars to CO,
and temperature. Agricultural and Forest Meteorology 122, 129-137.

Baker JT, Allen Jr LH, Boote KJ. 1992. Temperature effects on rice
at elevated CO, concentration. Journal of Experimental Botany 43,
959-964.

Bunce JA. 2011. Performance characteristics of na area distributed
free air carbon dioxide enrichment (FACE) system. Agricultural and
Forest Meteorology 161, 1152-1157.

Chen MH, Bergman C, Pinson S, Fjellstrom R. 2008. Waxy gene
haplotypes: associations with apparent amylose content and the effect
by the environment in an international rice germplasm collection.
Journal of Cereal Science 47, 536-545.

Cheng W, Sakai H, Yagi K, Hasegawa T. 2009. Interactions of
elevated (CO,) and night temperature on rice growth and yield.
Agricultural and Forest Meteorology 149, 51-58.

Cooper NTW, Siebenmorgen TJ, Counce PA. 2008. Effects of
nighttime temperature during kernel development on rice
physicochemical properties. Cereal Chemistry 85, 276-282.

Cuevas R, Daygon V, Corpuz H, Waters DLE, Reinke RF,
Fitzgerald MA. 2010. Melting the secrets of gelatinisation
temperature. Functional Plant Biology 37, 439-447.

De Costa WAJM, Weerakoon WMW, Chinthaka KGR,

Herath HMLK, Abeywardena RMI. 2007. Genotypic variation in the
response of rice (Oryza sativa L.) to increased atmospheric carbon
dioxide and its physiological basis. Journal of Agronomy and Crop
Science 193, 117-130.

ZT0Z ‘¥ 900100 U0 so1dod ] pUv-IWSS 8yl 10} 81N1isu| yoseasay sdo.) [euoireuselu| e /Bio'sieulnolpioxo-gxly:dny woly pepeojumoq


http://jxb.oxfordjournals.org/

Elevated temperature and CO, affect rice yield and quality | 3851

De Costa WAJM, Weerakoon WMW, Herath HMLK,
Amaratunga KSP, Abeywardena RMI. 2006. Physiology of yield
determination of rice under elevated carbon dioxide at high
temperatures in a sub-humid tropical climate. Field Crops Research
96, 336-347.

Fitzgerald MA, Resurreccion AP. 2009. Maintaining the yield of
edible rice in a warming world. Functional Plant Biology 36,
1037-1045.

Gholipoor M, Prasad PVV, Mutava RN, Sinclair TR. 2010. Genetic
variability of transpiration response to vapor pressure deficit among
sorghum genotypes. Field Crops Research 119, 85-90.

Hirose T, Terao T. 2004. A comprehensive expression analysis of the
starch synthase gene family in rice (Oryza sativa L.). Planta 220, 9-16.

IPCC. 2007. Summary for policy makers. In: Solomon SD, Qin M,
Manning Z, Chen M, Marquis M, Avery KB, Tignor M, Miller HL, eds.
Climate change 2007: the physical science basis. Contribution of
Working Group | to the Fourth Assessment Report of the
Intergovernmental Panel on Climate Change. UK: Cambridge
University Press.

Jagadish SVK, Cairns J, Lafitte R, Wheeler TR, Price AH,
Craufurd PQ. 2010a. Genetic analysis of heat tolerance at anthesis in
rice (Oryza sativa L.). Crop Science 50, 1-9.

Jagadish SVK, Craufurd PQ, Wheeler TR. 2007. High temperature
stress and spikelet fertility in rice (Oryza sativa L.). Journal of
Experimental Botany 58, 1627-1635.

Jagadish SVK, Craufurd PQ, Wheeler TR. 2008. Phenotyping
parents of mapping populations of rice (Oryza sativa L.) for heat
tolerance during anthesis. Crop Science 48, 1140-1146.

Jagadish SVK, Muthurajan R, Oane R, Wheeler TR, Heuer S,
Bennett J, Craufurd PQ. 2010b. Physiological and proteomic
approaches to dissect reproductive stage heat tolerance in rice (Oryza
sativa L.). Journal of Experimental Botany 61, 143-156.

Jagadish SVK, Muthurajan R, Rang ZW, Malo R, Heuer S,
Bennett J, Craufurd PQ. 2011. Spikelet proteomic response to
combined water deficit and heat stress in rice (Oryza sativa cv. N22).
Rice 4, 1-11.

Jindal VK, Siebenmorgen TJ. 1994. Effects of rice kernel thickness

on head rice yield reduction due to moisture adsorption. Transactions
of the American Society of Agricultural Engineers 37, 487-490.

Juliano BO. 1971. A simplified assay for milled-rice amylose. Cereal
Science Today 16, 334-360.

Kim HY, Lieffering M, Kobayashi K, Okada M, Mitchell MW,
Gumpertz M. 2003a. Effects of free-air CO, enrichment and nitrogen
supply on the yield of temperate paddy rice crops. Field Crops
Research 83, 261-270.

Kim HY, Lieffering M, Kobayashi K, Okada M, Miura S. 2003b.
Seasonal changes in the effects of elevated CO, on rice at three levels
of nitrogen supply: a free-air CO, enrichment (FACE) experiment.
Global Change Biology 9, 826-837.

Kim HY, Lieffering M, Miura S, Kobayashi K, Okada M. 2001.
Growth and nitrogen uptake of CO,-enriched rice under field
conditions. New Phytologist 150, 223-229.

Larkin PD, Park WD. 1999. Transcript accumulation and utilization of
alternate and non-consensus splice sites in rice granule-bound starch

synthase are temperature-sensitive and controlled by a single-
nucleotide polymorphism. Plant Molecular Biology 40, 719-727.

Ling QH, Zhang HC, Ling L, Su ZF. 1994. New theory in rice
production. Beijing: Science Press, 98-120 (in Chinese).

Lisle AJ, Martin M, Fitzgerald MA. 2000. Chalky and translucent
rice grains differ in starch composition and structure and cooking
properties. Cereal Chemistry 77, 627-632.

Liu H, Yang L, Wang Y, Huang J, Zhu J, Yunxia W, Dong G,

Liu G. 2008. Yield formation of CO,-enriched hybrid rice cultivar
Shanyou 63 under fully open-air field conditions. Field Crops Research
108, 93-100.

Long SP, Ainsworth EA, Leakey ADB, Nosberger J, Ort DR.
2006. Food for thought: lower-than-expected crop yield stimulation
with rising CO, concentrations. Science 312, 1918-1921.

Long SP, Ainsworth EA, Rogers A, Ort DR. 2004. Rising
atmospheric carbon dioxide: plants FACE the future. Annual Review of
Plant Biology 55, 591-628.

Long SP, Ort DR. 2010. More than taking the heat: crops and global
change. Current Opinion in Plant Biology 13, 241-248.

Matsui T, Namuco OS, Ziska LH, Horie T. 1997. Effect of high
temperature and CO, concentration on spikelet sterility in indica rice.
Field Crops Research 51, 213-219.

Modarresi M, Mohammadi V, Zali A, Mardi M. 2010. Response of
wheat yield and yield related traits to high temperature. Cereal
Research Communications 38, 23-31.

Nagarajan S, Jagadish SVK, Prasad ASH, Thomar AK, Anand A,
Pal M, Agarwal PK. 2010. Local climate affects growth, yield and
grain quality of aromatic and non-aromatic rice in northwestern India.
Agriculture Ecosystem and Environment 138, 274-281.

Nakagawa H, Horie T, Matsui T. 2002. Effects of climate change
on rice production and adaptive technologies. In: Mew TW, Brar DS,
Peng S, Dawe D, Hardy B, eds. Rice science: innovations and
impact for livelihood. China: International Rice Research Institute,
635-657.

Peng SB, Huang JL, Sheehy JE, Laza RC, Visperas RM,
Zhong XH, Centeno GS, Khush GS, Cassman KG. 2004. Rice
yields decline with higher night temperature from global warming.
Proceedings of the National Academy of Sciences, USA 101,
9971-9975.

Pinter PJ, Kimball BA, Wall GW, et al. 2000. Free-air CO,
enrichment (FACE): blower effects on wheat canopy microclimate and
plant development. Agricultural and Forest Meteorology 103,
319-333.

Prasad PVV, Boote KJ, Allen LH, Sheehy JE, Thomas JMG.
2006. Species, ecotype and cultivar differences in spikelet fertility and
harvest index of rice in response to high temperature stress. Field
Crops Research 95, 398-411.

Rang ZW, Jagadish SVK, Zhou QM, Craufurd PQ, Heuer S. 2011.
Effect of high temperature and water stress on pollen germination and
spikelet fertility in rice. Environmental and Experimental Botany 70,
58-65.

Sasaki H, Hara T, Ito S, Miura S, Md. Hoque M, Lieffering M,
Kim HY, Okada M, Kobayashi K. 2005. Seasonal changes in
canopy photosynthesis and respiration, and partitioning of

ZT0Z ‘¥ 900100 U0 so1dod ] pUv-IWSS 8yl 10} 81N1isu| yoseasay sdo.) [euoireuselu| e /Bio'sieulnolpioxo-gxly:dny woly pepeojumoq


http://jxb.oxfordjournals.org/

3852 | Madan et al.

photosynthate, in rice (Oryza sativa L.) grown under free-air CO»
enrichment. Plant and Cell Physiology 46, 1704-1712.

Sasaki H, Hara T, Ito S, Uehara N, Kim HY, Lieffering M,

Okada M, Kobayashi K. 2007. Effect of free-air CO, enrichment on
the storage of carbohydrate fixed at different stages in rice (Oryza
sativa L.). Field Crops Research 100, 24-31.

Shimono H, Okada M, Yamakawa Y, Nakamura H, Kobayashi K,
Hasegawa T. 2007. Lodging in rice can be alleviated by atmospheric
CO, enrichment. Agriculture, Ecosystems and Environment 118,
223-230.

Summerfield RJ, Collinson ST, Ellis RH, Roberts EH, Penning
De Vries FWT. 1992. Photothermal responses of flowering in rice
(Oryza sativa L.). Annals of Botany 69, 101-112.

Tran N, Daygon AV, Resurreccion DA, Cuevas R, Corpuz PH,
Fitzgerald MA. 2011. A single nucleotide polymorphism on the Waxy
gene explains gel consistency. Theoretical and Applied Genetics 123,
519-525.

Vara Prasad PV, Boote KJ, Hartwell LA. 2006. Adverse high
temperature effects on pollen viability, seed-set, seed yield and harvest
index of grain-sorghum [Sorghum bicolor (L.) Moench] are more
severe at elevated carbon dioxide due to higher tissue temperatures.
Agricultural and Forest Meteorology 139, 237-251.

Wassmann R, Jagadish SVK, Sumfleth K, Pathak H, Howell G,
Ismail A, Serraj R, Redona E, Singh RK, Heuer S. 2009. Regional
vulnerability of climate change impacts on Asian rice production and
scope for adaptation. Advances in Agronomy 102, 99-133.
Weerakoon WMW, Ingram KT, Moss DN. 2005. Atmospheric CO,
concentration effects on N partitioning and fertilizer N recovery in field
grown rice (Oryza sativa L.). Agriculture, Ecosystems and Environment
108, 342-349.

Weerakoon WMW, Maruyama A, Ohba K. 2008. Impact of
humidity on temperature-induced grain sterility in rice (Oryza sativa L.).
Journal of Agronomy and Crop Science 194, 135-140.

Welch JR, Vincent JR, Auffhammer M, Moyae PF,

Dobermann A, Dawe D. 2010. Rice yields in tropical/subtropical Asia
exhibit large but opposing sensitivities to minimum and maximum
temperatures. Proceedings of the National Academy of Sciences, USA
doi/10.1073/pnas. 1001222107 .

Wheeler TR, Batts GR, Ellis RH, Hadley P, Morison JIL. 1996.
Growth and yield of winter wheat (Triticum aestivum) crops in response
to CO, and temperature. Journal of Agricultural Science 127, 37-48.
Xie HA, Zheng JT, Zhang SG, Lin MJ. 1996. Breeding theory and
practice of ‘Shanyou 63’, the variety with the largest cultivated area in
China. Journal of Fujian Academy of Agricultural Sciences 11, 1-6.
Yang L, Huang J, Yang H, Dong G, Liu H, Liu G, Zhu J, Wang Y.
2007. Seasonal changes in the effects of free-air CO2 enrichment
(FACE) on nitrogen (N) uptake and utilization of rice at three levels of N
fertilization. Field Crops Research 100, 189-199.

Yang L, Liu H, Wang Y, Zhu J, Huang J, Liu G, Dong G, Wang Y.
2009. Impact of elevated CO, concentration on inter-specific hybrid
rice cultivar Liangyoupeijiu under fully open-air field conditions. Field
Crops Research 112, 7-15.

Yoshida S, Forno DA, Cock JH, Gomez KA. 1976. Laboratory
manual for physiological studies of rice. Philippines: IRRI.

Yoshida S, Satake T, Mackill DS. 1981. High temperature stress in
rice. IRRI Research Paper Series 67.

Ziska LH, Manalo PA, Ordonez RA. 1996. Intraspecific variation in
the response of rice (Oryza sativa L.) to increased CO, and
temperature: growth and yield response of 17 cultivars. Journal of
Experimental Botany 47, 1353-1359.

ZT0Z ‘¥ 900100 U0 so1dod ] pUv-IWSS 8yl 10} 81N1isu| yoseasay sdo.) [euoireuselu| e /Bio'sieulnolpioxo-gxly:dny woly pepeojumoq


http://jxb.oxfordjournals.org/



