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Abstract.

Understanding the impacts of combined resource supplies on seedlings is critical to enable prediction of

establishment growth, and forest dynamics. We investigated the effects of irradiance and water treatments on absolute
growth, and relative growth rate (RGR) and its components, for seedlings of four Quercus species differing in leaf habit and
with a wide variation in seed mass. Plants were grown for 6.5 months at three levels of irradiance (100, 27, and 3% daylight),
and treated during the last 2.5 months with two watering treatments (frequent watering v. suspended watering). Both shade
and drought reduced seedling growth rates, with a significant interaction: under full irradiance the drought treatment had a
stronger impact on RGR and final biomass than under deep shade. For three species, seed mass was positively related to
absolute growth, with stronger correlations at lower irradiance. The evergreen species grew faster than the deciduous species,
though leaf habit accounted for a minor part of the interspecific variation in absolute growth. Seedling biomass was
determined positively either by RGR or seed mass; RGR was positively linked with net assimilation rate (NAR) and leaf mass
fraction (LMF), and seed mass was negatively linked with RGR and LMF, but positively linked with NAR. Seedling RGR
was not correlated with light-saturated net photosynthetic rate, but was strongly correlated with the net carbon balance
estimated, from photosynthetic light-response curves, considering daily variation in irradiance. These findings suggest an
approach to applying short-term physiological measurements to predict the RGR and absolute growth rate of seedlings in a
wide range of combinations of irradiance and water supplies.

Additional keywords: biomass allocation, carbon balance, growth analysis, leaf habit, Mediterranean oak, relative growth

rate, seed mass, specific leaf area.

Introduction

Seedlings’ rates of growth and survival are strongly determined
by irradiance (e.g. Poorter 2001; Montgomery 2004; Sanchez-
Goémez et al. 2006), and water availability (Grant et al. 2005;
Matthes and Larson 2006; Engelbrecht e al. 2007). Recently,
there has been strong interest in the combined effects of irradiance
and water on plant performance across scales, from leaves
(Aranda et al. 2005; Quero et al. 2006), to plants (Sack and
Grubb 2002; Sack 2004; Sanchez-Gomez et al. 2006), to
communities (Zavala and de la Parra 2005). This
understanding is critical as droughts are occurring with
increasing severity (Pifiol er al. 1998; De Luis et al. 2001;
Pefiuelas et al. 2002); climate change scenarios predict a 20%
decrease in rainfall in Mediterranean areas in the next century
(IPCC 2007). Irradiance and water supplies may vary strongly
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even at the meter or centimetre scale (Maestre et al. 2003; Quero
2006), driving coexistence of different species (Montgomery and
Chazdon 2002; Valladares 2003; Sack 2004). Indeed, in different
natural systems, irradiance and water supplies may vary
independently, or they may be correlated positively or
negatively (e.g. Abrams and Mostoller 1995; Valladares and
Pearcy 2002; Niinemets and Valladares 2006). Given this
complexity, we need to understand how plant responses to
drought can vary across irradiances. Some authors have
hypothesised that the impact of drought should be stronger in
deeper shade (Smith and Huston 1989; Aranda et al. 2005).
However, studies have shown that for leaf-level physiology
and for absolute plant growth and survival, the impact of
drought is typically reduced in shade (e.g. Canham et al. 1996;
Holmgren 2000; Sack and Grubb 2002; Sack 2004). In a previous
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paper, we analysed the responses in seedlings’ leaf structure and
physiology for four Mediterranean Quercus — species
under controlled conditions (Quero et al. 2006) and found
that the impact of drought on photosynthetic rate was
strongest in high irradiance. In this contribution, our main
objective is to examine the responses at whole-plant level,
after 6.5 months of seedling growth in a combination of
irradiance and water supplies.

First, we aimed to ascertain the variation in absolute growth
and in relative growth rate (RGR) across species, irradiances and
water supplies. We also analysed the effects of irradiance and
water on growth components, distinguishing morphological
traits: i.e. specific leaf area (SLA, leaf area/mass) and leaf
mass fraction (LMF, leaf/plant mass), which together drive
leaf area  ratio (LAR, leaf area/plant  mass;
LAR=SLA x LMF), and physiological traits, i.e. the net
assimilation rate (NAR), which reflects the balance of
photosynthetic rate against respiration and tissue loss rates. It
has been generally found that under low irradiance NAR
decreases (Poorter 1999, 2001), and increases in SLA and
LAR may play a compensatory role, partly associated with
reduction of the root mass fraction (RMF, root/plant mass;
Walters and Reich 1999). We tested the degree of such
compensation across irradiance X water supplies.

Second, we determined the degree to which the influence of
seed mass on seedling growth and morphology persisted across
irradiance and water supplies. Large-seeded species such as
Quercus strongly depend on seed reserves for their initial
development, especially in deeper shade [as shown previously
by analysis of short-term (50 days) seedling growth (Quero et al.
2007)]. Here, we tested for a middle-term influence (6.5 months)
on seedling growth, and its variation across irradiance and water
supplies.

Third, we determined whether leaf habit had any effect on
absolute growth rates or RGR and its components. As a general
trend, deciduous species tend to grow faster than evergreen
species because on average they have higher stomatal
conductance, photosynthetic and respiration rates, leaf nitrogen
concentration, and SLA (Reich et al. 1992; Villar et al. 1995;
Cornelissen et al. 1996; Takashima et al. 2004). Here, we
compared two evergreens and two deciduous Quercus species.

Fourth, we investigated the causes of differences in RGR
and absolute growth rate using correlations and causal models.
We analysed whether the differences in RGR arose from variation
in morphological traits, such as SLA, LMF or LAR or from
changes in physiological traits as NAR. Across species SLA can
strongly drive interspecific variation in RGR (Poorter and
Remkes 1990; Maranén and Grubb 1993; Antunez et al. 2001;
Villar et al. 2004; Ruiz-Robleto and Villar 2005). However,
several studies have shown that variation in NAR may
increase in importance during ontogeny and at higher
irradiance (Sack and Grubb 2001; Shipley 2002; Montgomery
and Chazdon 2002; Villar ef al. 2005; Shipley 2006); thus, we
tested the importance of NAR on RGR variation across irradiance
and water supplies.

Finally, we aimed to determine the ability to predict from
photosynthetic leaf responses the whole-seedling RGR. This is
critical for a predictive ecophysiology, and has been previously
demonstrated for predicting RGR across species (e.g. Kruger and
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Volin 2006). Our study provides a model relating leaf gas-
exchange rates to whole-plant growth for woody seedlings in a
range of irradiance and water supplies.

Materials and methods
Experimental design

Four oak species, two evergreens [Quercus ilex subsp. ballota
(Desf.) Samp.and Quercus suber L.] and two deciduous (Quercus
canariensis  Willd. and  Quercus pyrenaica  Willd.),
(nomenclature follows Amaral 1990) were used in this study.
Acorns of each oak species were collected in forests of southern
Spain (as described in Quero et al. 2006). Single acorns were
weighed individually and sown on December 2002 in 3.9-L pots
(one acorn per pot). We subsampled acorns of each species,
separated these into seed and shell, and weighed seeds fresh and
after drying at 70°C for at least 48 h. We estimated initial seed dry
mass for each individual from the seed fresh mass, using species-
specific regression equations (R between 0.93 and 0.99; Quero
et al. 2007).

The experiment was performed in a greenhouse at the
University of Cordoba (Spain, 37°51'N, 4°48'W) with an
automatic irrigation system and regulated air temperature.
Seedlings were subjected to six combinations of irradiance
and water treatments (three levels of irradiance x two levels of
water). We used a split-plot design with three irradiance
treatments: high-irradiance (HI) receiving full irradiance (no
shade frame; 100% irradiance), medium-irradiance (MI; 27%
irradiance) and low-irradiance (LI; 3% irradiance) imposed by
using shade frames (1.5 x 1.2 x2m); the treatments were
replicated four times, resulting in 12 shade-frame blocks in
total. Plants of each of the four oak species to be subjected to
each of the two levels of watering were randomly arranged
within each shade-frame block. Water treatments were
imposed in late April 2003: half the pots were not watered
further (LW, low-water treatment) while the other half were
kept continuously moist (HW, high-water treatment; Quero
et al. 2006). The low-water treatment simulated a typical
Mediterranean-climate seasonal drought, in which after rains
stop the soil dries out to the levels achieved at the end of the
experiment (Gomez-Aparicio et al. 2005). Irradiance levels
simulated the range of typical values experienced in the forest
understorey where oak seedlings grow (Marandn et al. 2004).
Because the watering supplies were not applied differently
across irradiances, we cannot exclude an interaction between
water supply and irradiance (see Abrams et al. 1992; Sack 2004),
especially at the beginning of the experiment, such that the
soil dried faster in the high irradiance treatments, as found in
some natural systems, e.g. early in the drought in gaps v.
understorey in some forests (Ellsworth and Reich 1992). By
the end of the experiment, the soil water content was
similar across irradiances (Quero ef al. 2006). This interaction
does not affect the testing of hypotheses according to the
objectives of our experiment (see Introduction).

We conducted an initial and final harvest of seedlings.
The initial harvest was conducted in late April 2003 before the
beginning of the drought treatment, by which time the
seedlings had grown 4 months in the different irradiances;
15—17 seedlings per species and irradiance treatment were
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harvested. The second harvest was conducted in late July 2003, by
which time the seedlings had grown ~6.5 months; 12—16
seedlings per species per irradiance and water treatment
combination were harvested, evenly among the 12 shade-
frame blocks. During each harvest, individual seedlings were
carefully extracted from each pot, the soil was completely
washed away from the roots, and leaves, stems and roots were
separated. Leaves were scanned, and leaf area was measured
using image analysis software (Image Pro-Plus v 4.5 Media
Cybernetic Inc., Bethesda, MD, USA). Dry mass of the plant
parts was determined after oven-drying at 70°C for at least 48 h.
Specific leaf area (SLA) was calculated as leaf blade area/dry
blade mass (Garnier et al. 2001), and root mass fraction (RMF),
stem mass fraction (SMF), and leaf mass fraction (LMF) were
calculated as the dry mass of root, stem and leaves, respectively,
divided by seedling dry mass. Acorn remains were excluded
from calculations.

Analysis of shade and drought effects
at the end of the experiment

For each species, we tested the effects of shade and drought on
absolute growth (final biomass) and biomass allocation at the end
of experiment. We analysed the data with general linear models
(GLM), considering the initial seed dry mass as a covariate, and
considering irradiance and water treatments, and shade-frame
block as categorical factors. As shade-frame block had no effect
on any variable measured (P> 0.05 in all cases), we removed this
factor and its interactions from the analyses (Zar 1984). We also
analysed the data for the four species together testing for an effect
of leaf habit (evergreen and deciduous), using GLM with species
nested within leaf habit. Before the analysis, data were square-
root-, arcsine-, or log-transformed to achieve normality and
homoscedasticity (Zar 1984). Statistical analyses were
performed with Statistica v 7.1 (Statsoft Inc., Tulsa, OK,
USA). To control the inflation of type I error with repeated
testing, the false discovery rate (FDR, the expected proportion
of tests erroneously declared as significant) criterion was
controlled at 5% using a standard step-up procedure (Garcia
2004).

Calculations of growth components

Relative growth rate (RGR) during the growth period
between harvests (~3 months), and its components (NAR,
LAR, SLA, LMF, SMF and RMF) were calculated following
the classical approach (Hunt et al. 2002; http://aob.
oxfordjournals.org/cgi/content/full/90/4/485/DCl1, accessed
31 March 2005).

Determinants of RGR and final biomass

To determine the causes of variation in RGR and final biomass
across the four species grown in a wide variation of irradiance and
water supplies we used two approaches. First, we applied Pearson
correlation analyses to each pair of variables. However, these
bivariate relationships cannot differentiate direct or indirect
covariation between variables. Thus, we conducted a
multivariate analysis, using Shipley’s ‘d-sep’ method (Shipley
2000), to test different models to explain how differences in RGR
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and absolute growth may be caused by seed mass, biomass
allocation and net assimilation rate.

Calculations of net carbon gain

Whole-plant level growth responses were calculated from
leaf-level carbon gain following a similar approach to that
by Holmgren (2000). Leaf-level net photosynthetic
carbon assimilation was estimated using the model by
Thornley (1976):

DL Ay — \/ (@I + Amax)” — 4014 ma X
- 20 — 4,

where A is the photosynthetic assimilation rate; I, the
photosynthetic active radiation (PAR); &, the apparent
quantum yield; An.., the light-saturated photosynthetic
assimilation rate; Ry, the leaf dark respiration rate; and 6, the
‘bending degree’ or curvature. We used the light curve parameters
(D, Amax> Ry, and 0) calculated for 3—6 leaves of seedlings of each
species in each irradiance and water treatment, as reported by
Quero et al. (2006). During the growth experiment, the
photosynthetic photon-flux density (I) outside the greenhouse
was measured each hour with a light sensor (Net Radiometer,
Lambrecht, Germany). The shading obstruction (SO) of the
greenhouse superstructure was calculated using hemispherical
photography. Photographs were taken above seedlings using a
horizontally-leveled digital camera (CoolPix 995 digital camera,
Nikon, Tokyo, Japan) aimed at the zenith, using a fish-eye lens
with 180° field of view (FCES, Nikon). Hemispherical
photographs were analysed with Hemiview canopy-analysis
software v 2.1 (1999, Delta-T Devices, Cambridge, UK). Two
of the irradiance treatments were applied using a green screen
with different levels of light transmittance (LT) (27% of available
radiation for MI and 3% for LI, quantified by a light PAR sensor
EMS?7, PP-systems, Hitchin, UK). The photosynthetic active
radiation (PAR) received by each individual was calculated as
I x SO x LT each hour from 22 April to 16 July. Leaf net carbon
gain was modelled using the photosynthetic light curve (Eqn 1)
and the PAR received each hour for each plant where
photosynthesis rate was measured. Leaf Ry values were
considered as constant and were applied to the carbon gain
during the night; we did not consider root and stem respiration
rates. Values of leaf net carbon gain for the whole growth period
were calculated for given leaves and averaged for each species
and treatment. These values were correlated with RGR for each
species and treatment. Another approach was to estimate the leaf
carbon gain per unit of plant mass. Therefore, the resulting leaf
net carbon gain values of each leaf were multiplied by LAR values
(of the final harvest) per individual seedling to scale from a leaf
area basis to a whole-plant mass basis. This estimate involves
some level of uncertainty, as it neglects differences among leaves
on given plants in irradiance availability, in dark respiration, or in
photosynthetic rate, and does not consider differences across
treatments in root or stem respiration rates. This estimate of net
carbon gain was averaged for each irradiance and water treatment
and was tested for correlation with RGR in each treatment.
Additionally, RGR values for each irradiance and water
treatment were tested for correlation with 4,,,, on an area and
mass basis (taken from Quero et al. 2006).

A1) (1)
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Results

Effects of irradiance and water supplies on absolute
growth, and on RGR and its components

Species differed in biomass at the end of the experiment, ranging
from Q. suber (mean of 7.0 g) to Q. canariensis (mean of 2.0 g)
(Fig. 14 and Table S1 in the|accessory publication|available from
the online version of Functional Plant Biology). All species
increased strongly in biomass with higher irradiance
(explaining 64—86% of variance; Table 1; Fig. 14). In
contrast, the watering treatments had a relatively small effect
on seedling biomass (explaining 3.4% of variance for
Q. pyrenaica down to 0% for Q. canariensis).

Seedlings of Q. suber alone, and of all species together
showed a significant irradiance x water interaction because the
drought treatment had a stronger impact on both absolute growth
and RGR under full irradiance (Fig. 14), but a negligible
impact under low irradiance (Fig. 14; Table 1). However, the
irradiance-water interaction explained only 0.6% of the
variance in final biomass.

Just as for absolute growth, the low irradiance and water
supply depressed seedling RGR (Fig. 1B8). The RGR reduction
was very strong from medium to low irradiance (RGR declined by
61% in Q. canariensis and up to 99% in Q. pyrenaica), and
weaker from high to low water supply, averaged across
irradiances (no decline for Q. canariensis and up to a decrease
of 38% in the case of Q. pyrenaica). The impact of the drought
treatment on RGR was strong under full irradiance conditions, but
negligible under deep shade (Fig. 1B).

For all species the response of net assimilation rate (NAR) to
irradiance paralleled that of RGR (Fig. 1C), declining strongly
under low irradiance (by 92% on average). Averaged across
irradiances, drought-treated plants showed an 18% lower NAR
than well watered plants. As for RGR, the impact of the drought
treatment on NAR was negligible under deep shade. By contrast,
the leaf area ratio (LAR) increased at lower irradiance (Fig. 1D),
and was in general unaffected by drought (Fig. 1D; Table 1). LAR
is the product of the specific leaf area (SLA) and the leaf mass
fraction (LMF). Oak seedlings responded to shade by increasing
SLA (Fig. 1E; Table 1), while LMF remained relatively stable
across treatments (Fig. 24; Table 1). However, under deep shade,
oak seedlings showed an increased SMF (Fig. 2B; Table 1), and a
reduced RMF (Fig. 2C) relative to seedlings under full irradiance.
The two evergreen species (Q. suber and Q. ilex) increased their
RMF in the drought treatment (Fig. 2C; Table 1).

Effect of seed mass on seedling growth

Species varied in the importance of seed mass determining
absolute growth after 6.5 months of growth (Table 1), ranging
from a very strong dependence for Q. canariensis, the species
with smallest seedlings, to almost complete independence for
Q. pyrenaica, the species with largest seedlings. On average, seed
mass contributed significantly to the differences among seedlings
in absolute growth (Table 1; Fig. 3). There was a strong effect of
irradiance on the importance of seed mass as a driver of absolute
growth. The correlation coefficient of seed mass and final seedling
biomass was higher atlow irradiance (LI) than athigher irradiance
(MI and HI) for all species but Q. pyrenaica (Fig. 3D). The
proportion of variance of final seedling biomass explained by seed
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mass was as high as 80% under low irradiance but near zero under
high irradiance. The relationship of seedling biomass and seed
mass was consistent between the two watering treatments (Fig. 3).

Association of leaf habit with absolute growth and RGR

A significant association of leaf habitat with absolute growth
across species and treatments was found, explaining 7% of
variance. Leaf habit also had a significant effect on final
biomass; evergreen species had a higher final biomass than
deciduous species, but leaf habit explained only 1% of
variance in final biomass (Table 1; Fig. 14). Deciduous
species had higher SLA but lower LMF than evergreens
(Table 1; Figs 1E, 24); as LAR is equal to SLA x LMF, no
differences in LAR were found between both functional groups
(Table 1; Fig. 1D).

Determinants of RGR and final biomass

Strong correlations were found across all species and treatments
among final seedling biomass, RGR, growth components and
seed mass (Table 2). Final biomass was positively correlated with
seed mass, RGR and NAR, but negatively with SLA and
LAR. Variation in RGR was explained mainly by changes in
NAR, and notby modifications of LAR (Fig. 44, B). The variation
in LAR was explained both by SLA (r=0.64, P<0.001) and by
LMF (r=0.48, P<0.05). Across all species and treatments, SLA
was negatively correlated with NAR (»r=—0.68, P<0.001) and
with RGR (r=-0.64, P<0.001, Fig. 4C), mainly due to SLA
increasing, and NAR and RGR both decreasing in the shade
relative to the high light treatments. Seedling RGR was
negatively correlated with SMF, but did not show any relation
with LMF or RMF. The SMF and LMF were positively
inter-correlated and both were negatively correlated with RMF
(Fig. 4D). Seed mass was negatively correlated with LMF
(r=-0.77, P<0.001).

When the two water treatments were analysed separately, the
results proved to be very similar (data not shown), with the
exception that under the drought treatment, the negative
relationships between RGR with SLA and SMF were
non-significant.

We tested different causal models linking final seedling
biomass, RGR, growth components and seed mass
following the d-sep method of Shipley (Shipley 2000; see
Fig. S1; Table S2). For brevity, here we show the only model
that cannot be rejected at the 5% level of significance among all of
those tested (x2= 15.62, 2 d.f., P=0.209, Fig. 5; see Fig. S1;
Table S2 for a complete list of alternative models). According to
this model, the final seedling biomass is directly, positively
determined by RGR and seed mass. In turn, a higher RGR
is directly determined by high NAR and higher LMF. There
was a direct negative influence of SLA on NAR, and a direct
negative influence of SLA on final biomass, not mediated by
NAR and RGR. In contrast, seed mass directly, negatively
affected RGR and LMF, but had a positive effect on NAR.

Leaf carbon balance and seedling growth

We did not find any correlation between seedling RGR and
maximum photosynthetic rate on an area basis or on a mass
basis (Fig. 64). However, RGR was positively related to average
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Fig.1. Mean values and s.e. of (4) final seedling biomass, (B) RGR (relative growth rate), (C) NAR (net assimilation rate), (D) LAR
(leafarearatio) and (E) SLA (specific leafarea) at final harvest of after 6.5 months of growth under three irradiance levels: low (LI, 3%),
moderate (MI, 27%) and full irradiance (HI, 100%), and two water treatments: continuously moist (closed symbol and solid line)
or low water (open symbols and dashed line), for seedlings of four oak species.

net carbon assimilation on a leafarea basis (R> = 0.60; P =0.0003) Discussion

and even more strongly related to average net carbon assimilation We found that multiple factors drive differences in absolute
on a plant mass basis (R*=0.66; P=0.00003; Fig. 6B). seedling growth and RGR in contrasting irradiance and water
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Table 1. Factors explaining plant biomass and biomass allocation in four Quercus species
Results of 2-way (individual species) and 3-way (all species’ data) ANCOVAs for final biomass, specific leaf area (SLA), leaf area ratio (LAR), leaf
mass fraction (LMF), stem mass fraction (SMF) and root mass fraction (RMF), for 6.5 month-old oak seedlings (n = 12—16), with factors species (S), irradiance (I)
and water (W) treatments. Initial seed mass was used as covariate. For the analysis with all species, we considered species nested within leafhabit. The proportion of
the explained variance (SS,/SSo1) and the level of significance (*, P < 0.05; **, P<0.01; *** , P<0.001) for each factor and the interactions are indicated; those
values not significant after controlling the false discovery rate are underlined. R* (x 100) is the proportion of total variance accounted by the model

Species Factor Final Biomass SLA LAR LMF SMF RMF
Quercus ilex subsp. ballota Seed mass 8. 1¥** 1.1 0.4 0.3 1.0 0.0
Irradiance (I) 84, 1%** 77.2%%* 62.5%** 7.2% 23.6%** 4.9
Water (W) 0.5% 0.1 3.0%* 15.6%** 2.3 12.3%**
IxW 0.4 0.1 1.6 8.0% 7.2% 18.0%**
R? 93.1 78.5 67.5 31.0 34.1 352
Quercus suber Seed mass 3.8%H* 0.6 1.8%%* 2.4 1.0 0.0
Trradiance (I) 86.0%** 87.0%** 77.3%** 15.2%** 27.1%%* 18.8%**
Water (W) ].2%%* 0.1 2.5%* 14.9%** 14.7%%* 21.1%**
IxW 1.3%* 0.1 0.9 43 2.5 0.6
R? 92.3 87.7 82.5 36.9 453 40.5
Quercus canariensis Seed mass 10.8%** 1.8* 1.8% 0.7 0.2 0.1
Trradiance (I) 63.7%%* 70.1%** 59.8%** 13.3%* 21.5%%* 32.3%*x
Water (W) 0.0 0.4 0.8 6.0* 0.0 2.9
IxW 0.7 3.6%* 3.9% 1.6 7.2*% 3.0
R? 75.2 75.9 66.4 21.5 28.9 38.3
Quercus pyrenaica Seed mass 0.6 0.4 1.8 1.5 0.0 0.1
Irradiance (I) 77.9%** 52.3%** 47.0%** 0.4 59.4%** 43.0%**
Water (W) 3. 4%k 1.2 1.1 0.0 0.1 0.0
IxW 0.4 0.3 1.3 33 0.1 1.4
R 82.3 54.1 511 53 59.5 44.4
All species Seed mass 3.6%%* 0.6* 1. HH* 0.3 0.0 0.0
Species (leaf habit) (S) 6.7%%* 10.9%%* 14.4%%% 25, 7%4% 2.0%* 15.2%%%
Leaf habit (H) 1.0%** 18.2%** 0.3 21.1%%* 6.9%%* 15.1%%*
Irradiance (I) T1.5%%* 48.7%%* 50.8%** 1.9%* 28.7*** 13.4%**
Water (W) 0.5%%* 0.3* 0.5* 2.7 1.2%* 4 9k
IxW 0.6%* 0.1 0.6* 0.8 1.9%* 1.9%**
HxI 0.3* 0.4* 0.9%* 0.8 1.9%%* L.1*
HxW 0.0 0.1 0.7%* 0.8% 1.5%* 1.9%**
HxIxW 0.0 0.1 0.1 0.6 0.1 _0.8*
SxI 0.3 0.3 0.8 1.2 3.2%%* 1.0
Sx W 0.3* 0.0 0.4 0.4 0.7 0.4
SxIxW 0.0 0.4 1.0* 0.9 1.0 2.1%*
R 85.1 80.0 715 572 49.1 57.9

supplies, with a special importance of seed mass and leaf habit.
Additionally, we found that leaf-level carbon gain can predict
RGR, across species and across contrasting light and water
availabilities.

Effects of irradiance and water on absolute
and relative growth

Growth and biomass allocation were affected by limiting
irradiance and water, with irradiance having the greatest effect.
Increasing irradiance had a non-linear effect on growth and
biomass allocation. For example, we found a strong increase
of RGR from 3% to 27% irradiance, but no further increase from
27% to 100% irradiance; this finding is similar to that shown by
previous work in arange of systems (e.g. Poorter 1999; Holmgren
2000; Sanchez-Gomez et al. 2006). Although we found greater
NAR at high irradiance, this increase was counteracted by the

lower LAR and SLA. Similarly, under field conditions, seedling
growth under moderate shade of pioneer shrubs is not reduced
relative to open sites (Gomez-Aparicio et al. 2004, 2005).
Previous studies have reported a significant impact of drought
on seedling growth across irradiance gradients, even in deep
shade (Sack and Grubb 2002; Sack 2004; Valladares and Pearcy
2002). However, we found an impact of the drought treatment
only in high irradiance and not in deep shade. This pattern may
have arisen due to the drought being applied by suspending
watering and thus the soil dried more rapidly under high
irradiance, where the evaporative demand was higher, and the
seedlings were larger (Abrams et al. 1992; Coomes and Grubb
2000; Sack and Grubb 2002). By the end of the drought period, the
soil was similarly dry across irradiances, but the growth
differences quantified over the whole experiment integrated
the period in which the soil was moister in the shade
treatments. This pattern of interaction of irradiance and water
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Mean values and s.e. for biomass allocation to leaves (4, leaf mass fraction, LMF), stems (B, stem mass fraction, SMF), and roots (C, root

mass fraction, RMF), under three irradiance levels: low (LI), moderate (MI) and full irradiance (HI), and two water treatments: high water (closed
symbol) and low water (open symbols), for seedlings of four oak species.

treatments is similar to real-life scenarios in the field, in which soil
dries between rainfall events and soil desiccates faster in clearings
(e.g. Ashton 1992; Ellsworth and Reich 1992). We note that in
several other field studies, the soil dries more rapidly in the
understorey, due principally to greater root competition
(Veenendaal et al. 1996; Valladares and Pearcy 2002).
However, when the soil is moister in the shade, this represents
a type of facilitation not typically described in the literature (cf.
Holmgren 2000), and which would act simultaneously with other
benefits of shade, including lower evaporative demand, and
protection from the oxidative stresses associated with high
irradiance (Demmig-Adams and Adams 1996; Tattini et al.
2005).

Integrating irradiance and water responses

The results allow us to propose a framework for understanding the
impacts of natural combinations of irradiance and water on
seedling RGR and absolute growth. First, when soil dries more
slowly in shade, as in our study, and, potentially, facilitation or
primary limitation effects also protect plants in shade, there would

be a lower reduction of RGR and absolute growth due to dry soil
relative to under high irradiance. This situation is most likely to
occur if the drought is short, if the shade is very deep, or if the
plants have inherent low growth rates (because small plants would
deplete water less quickly, and would also be slower to manifest
growth differences across irradiances). Alternatively, when soil
dries equally across irradiances, the findings of previous studies
suggestthat RGR typically declines by the same proportion across
irradiances, and notably, absolute growth declines much more
strongly under high irradiance than in deep shade, because
absolute growth is an exponential function of RGR (reviewed
by Sack and Grubb 2002; Sack 2004). Finally, when soil dries
more strongly in deep shade, due especially to stronger root
competition (Veenendaal ef al. 1996; Coomes and Grubb 2000;
Valladares and Pearcy 2002), RGR and absolute growth would
decline equally, or more strongly during the drought in deep
shade, so depending on the degree to which the facilitation
benefits provided by the shade can compensate for the stronger
soil drought in the shade. This framework covers a wide range of
shade and drought combinations, and predicts that plants are on
the whole benefited during short-term drought by deep shade.
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Fig. 3. Final seedling biomass after 6.5 months of growth in relation to initial seed mass for four Quercus species in irradiance x water treatments. Squares,
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Table 2.

Correlations coefficients between plant variables in four Quercus species

Pearson correlation coefficients between seed mass, final seedling biomass, RGR and growth components for all species and irradiance and water treatments. The

level of significance is indicated (*, P<0.05; **, P<0.01; ***, P<0.001); n.s., not significant (P > 0.05); underlining signifies a value not remaining significant

after controlling the false discovery rate (FDR). RGR, relative growth rate; NAR, netassimilation rate; LAR, leafarearatio; SLA, specific leafarea; LMF, leaf mass
fraction; SMF, stem mass fraction; RMF, root mass fraction

NAR LAR SLA LMF SMF RMF RGR Seedling biomass

Seed mass —0.07n.s. —0.36n.s. 0.32n.s. —0.81%%%* —0.38n.s. 0.74%** —0.36n.s. 0.49%*
NAR — —0.64%%* —0.68%%* —0.11n.s. —0.65%%* 0.32n.s. 0.85%** 0.67%**
LAR - - 0.64%** 0.48* 0.71%** —0.62%%* —0.35n.s. —0.69%**
SLA — - — —0.31n.s. 0.42* 0.07n.s. —0.64%%* —0.50*

LMF — — — — 0.56%* —(.95%%* 0.21n.s. —0.43*

SMF — - - - - —0.79%%* —0.48* —0.72%%*
RMF — - — - - - 0.02 0.59%*
RGR — — — - — - - 0.46*

However, we note that even when the impact of drought is weaker
in shade, the shade entails, in real terms, a reduction in carbon
assimilation. During longer-term drought, the combined
suppression of growth by drought and shade may filter out
some species (Niinemets and Valladares 2004), though in
many systems species can survive repeated occasional or
seasonal strong drought in deep shade (Sack er al. 2003;
Engelbrecht et al. 2007).

Seed mass and leaf habit as determinants of final
seedling biomass

Seed mass is a crucial factor influencing seedling growth (Ke and
Werger 1999; Poorter and Rose 2005). In general, for given

species greater seed mass drives greater seedling size, and
absolute growth, for months or several years (Poorter and
Rose 2005). However, the initial strength of the effect may
depend itself on the species’ typical seed size; for example
Pinus sylvestris (which has an average seed mass of 9mg)
showed no correlation of seed mass with seedling biomass
after one growing season (Castro 1999). Our study shows that
for Quercus species, seed size can impact on seedling biomass
accumulation for 7 months or more.

We found that seedling biomass depended on seed mass more
strongly under shaded conditions, for three of four species
(Fig. 3). A similar effect was found in our previous study on
50 days growth (Quero et al. 2007), and for tropical woody plants
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LA ——» NAR —» RGR \

Seed mass
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Fig.5. Causal model linking different variables studied. For brevity, it only
shows the model providing the best statistical fit to the dataset of Quercus
seedling responses to water and irradiance treatments (see Fig. S1 and
Table S2 for an extended list of models). Dashed and solid lines indicate
negative and positive relations, respectively. SLA (specific leaf area), LMF
(leaf mass fraction), NAR (net assimilation rate), RGR (relative growth rate).

(Paz and Martinez-Ramos 2003). Two factors may explain this
effect. First, under deep shade where seedling growth is slower,
initial effects of seed mass may persist longer. Second, under deep
shade seedling growth becomes more dependent on cotyledon
reserves. The persistence of an advantage for larger seeds would
provide an ecological advantage in the understorey of
Mediterranean forests and shrublands.

Leafhabit was also a significant driver of seedling growth, but
explained only 1% of variation in growth. Evergreens had higher
final biomass than deciduous species (Fig. 24). As a general trend,
deciduous species have higher SLA and RGR than evergreen
species (Reich et al. 1992; Cornelissen et al. 1996). However,
evergreen species can range widely in SLA and growth, and
overlap with the range of deciduous species (Niinemets 2001;

Wright et al. 2004). Our findings for four congeneric species is,
thus, consistent with recent phylogenetically-controlled
comparisons that showed no consistent, predictable differences
in RGR between deciduous and evergreen species (Antiunez et al.
2001; Ruiz-Robleto and Villar 2005; Espelta et al. 2005).

Determinants of RGR and final biomass

We found complementary results for the determinants of RGR
using the more intensive analysis of causal models with the d-sep
method (Shipley 2000). Model G (Fig. 5) was the only
non-rejected model. According to this model, seedling
biomass across species and treatments was determined
directly, positively by both RGR and seed mass. These results
are consistent with previous studies showing the importance of
seed mass (Ke and Werger 1999; Poorter and Rose 2005; Quero
et al. 2007) and of RGR on final biomass (Van Andel and Biere
1989). Differences in RGR were caused by NAR and not by
LAR. In previous studies, LAR has often been shown to be a
strong determinant of interspecific differences in RGR (Poorter
and Remkes 1990; Cornelissen et al. 1996), though the relative
importance of LAR or NAR in determining RGR varies,
depending on the irradiance (Shipley 2002; Kruger and Volin
2006), temperature (Loveys et al. 2002), nitrogen concentration
(de Groot et al. 2002), and time scale (Sack and Grubb 2001;
Villar ez al. 2005). Shipley (2006) in a meta-analysis of growth
including of 614 species found that in general, NAR was the best
predictor of RGR, as found in this study (see also Antunez et al.
2001; Ruiz-Robleto and Villar 2005). Notably, for the four
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Quercus species, RGR was also driven positively by LMF; a
similar pattern was found for large species sets tested (Cornelissen
et al. 1996; Kruger and Volin 2006), but not all (Shipley 2006).

A direct negative influence of SLA on NAR was also found,;
most likely, this linkage arose because the shaded seedlings, with
higher SLA, have the lowest photosynthetic rates (Niinemets
et al. 2004; Quero et al. 2006). Shipley (2002) found also a
trade-off between SLA and NAR as function of daily irradiance.
In addition, the model showed a directly negative impact of SLA
on final biomass; we cannot find a biological explanation for this

relationship but it should be caused by indirect effect of light on
both variables.

In contrast, seed mass was directly, negatively related to RGR
and LMF, but was a positive driver of NAR. Seed mass was
previously found to be a negative determinant of RGR across
species (Marafion and Grubb 1993; Cornelissen ef al. 1996) and
on LMF, as seedlings from bigger seeds allocate more biomass to
roots and less to leaves. The greater root allocation likely allows
higher rates of water and nutrients assimilation, and higher NAR
(Reich et al. 1998).
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Leaf carbon balance predicting seedling growth

Our findings demonstrate that seedling RGR can be
predicted from short-term measurements of leaf physiology,
for closely related species across water and irradiance
supplies. We found that RGR was strongly related to
estimated leaf carbon assimilation even without accounting for
differences across treatments in LAR. These findings
were consistent with the finding that RGR across
treatments was related to NAR but not to LAR, and signal an
especially strong role for leaf-level physiology in defining
performance across resource supply combinations (see also
Quero et al. 2000).

Typically, the instantaneous maximum photosynthetic rate
considered per leaf mass (4m.x) is assumed to be a strong
determinant of species-differences in RGR (Givnish 1988;
Poorter et al. 1990; Poorter 1999; Shipley 2002). However, we
found no correlation between A4,,,, and RGR across treatments
(see also Montgomery 2004). Moreover, we found no correlation
between RGR and other photosynthetic light parameters studied
(®, Ry, and 6; P>0.2; data not shown). We propose that a
correlation between A;,, and RGR would be strongest for
plants of a range of species grown under high irradiance and
water supply. However, across a gradient of resource supplies, the
correlation would be weakened, due to interspecific variation in
the plasticity of LAR and especially of physiology across resource
supplies. Because resource supplies vary strongly in the field, a
more broadly integrative estimate of leaf carbon gain, using
photosynthetic light response curves as presented here, is
needed to predict RGRs. Our model of leaf carbon balance
assumed many simplifications since other components of plant
respiration have not been considered. A more comprehensive
model would include dynamics in stem and root respiration
(Givnish 1988; Poorter et al. 1990; Kruger and Volin 2006).
In addition, although this is not an analytical model but a
correlative one based on relationships between variables, we
note that the correlation of our carbon balance estimate with
RGR was very high (even with NAR, »=0.66, P<0.05, data not
shown), potentially suggesting either that the differences in
carbon gain were more important than carbon loss in defining
RGR, orthat the rates of carbon loss across species and treatments
were correlated with those of carbon gain (Walters and Reich
1999). Kruger and Volin (2006) found a strong interspecific
correlation between estimated carbon gain with RGR and
NAR; our results indicate that this approach can be extended
for plants of different species across contrasting resource
supply combinations. The ability to predict seedling growth
responses from leaf-level gas-exchange measurements will
have important application for predicting seedling
performance across heterogeneous microsites. Our findings
also indicate that extrapolations of plant performance from
light-saturated net photosynthetic rates must be done with
caution, as the whole range of environmental conditions need
to be accounted for to accurately link leaf traits to whole-plant
performance.

Acknowledgements

We thank to SCAI of University of Cordoba for greenhouse facilities, and
F. Conde, M. A. Calero, C. Sanchez-Casimiro, L. Bejarano, A. Murillo,

Functional Plant Biology 735

J. Rubio, F. J. Morilla and M. A. Nuiez for their help during the experiment.
G. Quero gave logistic support. This study was supported by the grant
FPI-MEC to JLQ (BES-2003—1716), and by the coordinated Spanish
MEC projects HETEROMED (REN2002—04041) and DINAMED
(CGL2005—05830). This research is part of the REDBOME and
GLOBIMED networks on forest ecology (http://www.ugr.es/~redbome/;
http://www.globimed.net/).

References

Abrams MD, Mostoller SA (1995) Gas exchange, leaf structure and
nitrogen in contrasting successional tree species growing in open and
understory sites during a drought. Tree Physiology 15, 361—-370.

Abrams MD, Kloeppel BD, Kubiske MD (1992) Ecophysiological and
morphological responses to shade and drought in two contrasting
ecotypes of Prunus serotina. Tree Physiology 10, 343—355.

Amaral J (1990) Quercus. In ‘Flora Ibérica’. (Eds S Castroviejo, M Lainz,
G Lopez Gonzalez, P Montserrat, F Mufioz Garmendia, J Paiva, L Villar)
pp. 15—36. (Real Jardin Botanico CSIC: Madrid)

Antinez I, Retamosa EC, Villar R (2001) Relative growth rate in
phylogenetically related deciduous and evergreen woody species.
Oecologia 128, 172—180. doi: 10.1007/s004420100645

Aranda I, Castro L, Pardos M, Gil L, Pardos JA (2005) Effects of the
interaction between drought and shade on water relations, gas exchange
and morphological traits in cork oak Quercus suber L. seedlings. Forest
Ecology and Management 210, 117—129. doi: 10.1016/j.foreco.
2005.02.012

Ashton PMS (1992) Some measurements of the microclimate within a
Sri Lankan tropical rainforest. Agricultural and Forest Meteorology
59, 217-235. doi: 10.1016/0168-1923(92)90094-K

Canham CD, Berkowitz AR, Kelly VR, Lovett GM, Ollinger SV, Schnurr J
(1996) Biomass allocation and multiple resource limitation in tree
seedlings. Canadian Journal of Forest Research 26, 1521—1530.
doi: 10.1139/x26-171

Castro J (1999) Seed mass versus seedling performance in Scots pine:
a maternally dependent trait. New Phytologist 144, 153—161.
doi: 10.1046/j.1469-8137.1999.00495 .x

Coomes DA, Grubb PJ (2000) Impacts of root competition in forests and
woodlands: a theoretical framework and review of experiments.
Ecological Monographs 70, 171-207.

Cornelissen JHC, Castro-Diez P, Hunt R (1996) Seedling growth, allocation
and leaf attributes in a wide range of woody plant species and types.
Journal of Ecology 84, 755—765. doi: 10.2307/2261337

De Luis M, Garcia-Cano MF, Cortina J, Raventds J, Gonzalez-Hidalgo JC,
Sanchez JR (2001) Climatic trends, disturbances and short-
term vegetation dynamics in a Mediterranean shrubland. Forest
Ecology and Management 147, 25—37. doi: 10.1016/S0378-1127(00)
00438-2

Demmig-Adams B, Adams WW III (1996) The role of xanthophyll cycle
carotenoids in the protection of photosynthesis. Trends in Plant Science 1,
21-26. doi: 10.1016/S1360-1385(96)80019-7

Ellsworth DS, Reich PB (1992) Water relations and gas exchange of
Acer saccharum seedlings in contrasting natural light and water
regimes. Tree Physiology 10, 1—-20.

Engelbrecht BMJ, Comita LS, Condit R, Kursar TA, Tyree MT, Turner
BL, Hubbell SP (2007) Drought sensitivity shapes species
distribution patterns in tropical forests. Nature 447, 80—82.
doi: 10.1038/nature05747

Espelta JM, Cortés P, Mangiron M, Retana J (2005) Differences in
biomass partitioning, leaf nitrogen content and water use efficiency
(8"3C) result in similar performance of seedlings of two Mediterranean
oak species. Ecoscience 12, 447—454. doi: 10.2980/i1195-6860-
12-4-447.1

Garcia LV (2004) Escaping the Bonferroni iron claw in ecological studies.
Oikos 105, 657—663. doi: 10.1111/.0030-1299.2004.13046.x



736 Functional Plant Biology

Garnier E, Shipley B, Roumet C, Laurent G (2001) A standardized
protocol for the determination of specific leaf area and leaf dry
matter content. Functional Ecology 15, 688—695. doi: 10.1046/j.0269-
8463.2001.00563.x

Givnish TJ (1988) Adaptation to sun and shade: a whole-plant perspective.
Australian Journal of Plant Physiology 15, 63—92.

Goémez-Aparicio L, Zamora R, Gomez JM, Hodar JA, Castro J, Baraza E
(2004) Applying plant facilitation to forest restoration: a meta-analysis
of the use of shrubs as nurse plants. Ecological Applications 14,
1128—1138. doi: 10.1890/03-5084

Gomez-Aparicio L, Valladares F, Zamora R, Quero JL (2005) Response
of tree seedlings to the abiotic heterogeneity generated by nurse shrubs:
an experimental approach at different scales. Ecography 28, 757—768.
doi: 10.1111/1.2005.0906-7590.04337.x

Grant OM, Incoll LD, McNeilly T (2005) Variation in growth response
to availability of water in Cistus albidus populations from different
habitats. Functional Plant Biology 32, 817—829. doi: 10.1071/
FP05020

de Groot CC, Marcelis LFM, van de Boogaard R, Lambers H (2002)
Interactive effects of nitrogen and irradiance on growth and
partitioning of dry mass and nitrogen in young tomato plants.
Functional Plant Biology 29, 1319—1328. doi: 10.1071/FP02087

Holmgren M (2000) Combined effects of shade and drought on tulip poplar
seedlings: trade-off in tolerance or facilitation? Oikos 90, 67—78.
doi: 10.1034/3.1600-0706.2000.900107.x

Hunt R, Causton DR, Shipley B, Askew AP (2002) A modern tool for
classical plant growth analysis. Annals of Botany 90, 485—488.
doi: 10.1093/a0b/mcf214

IPCC (2007) ‘Climate change 2007. The physical science basis: working
group I contribution to the fourth assessment report of the IPCC.
(Cambridge University Press: Cambridge)

Ke G, Werger MJA (1999) Different responses to shade of evergreen and
deciduous oak seedlings and the effect of acorn size. Acta Oecologica 20,
579—586. doi: 10.1016/S1146-609X(99)00103-4

Kruger EL, Volin JC (2006) Re-examining the empirical relation between
plant growth and leaf photosynthesis. Functional Plant Biology 33,
421-429. doi: 10.1071/FP05310

Loveys BR, Scheurwater I, Pons TL, Fitter AH, Atkin OK (2002)
Growth temperature influences the underlying components of relative
growth rate: an investigation using inherently fast- and slow-growing
plant species. Plant, Cell & Environment 25, 975—987. doi: 10.1046/
j-1365-3040.2002.00879.x

Maestre FT, Cortina J, Bautista S, Bellot J, Vallejo R (2003) Small-scale
environmental heterogeneity and spatio-temporal dynamics of seedling
survival in a degraded semiarid ecosystem. Ecosystems 6, 630—643.
doi: 10.1007/s10021-002-0222-5

Maraiion T, Grubb PG (1993) Physiological basis and ecological
significance of the seed size and relative growth rate relationship in
Mediterranean annuals. Functional Ecology 7, 591—599. doi: 10.2307/
2390136

Marafion T, Zamora R, Villar R, Zavala MA, Quero JL, Pérez-Ramos 1,
Mendoza I, Castro J (2004) Regeneration of tree species and restoration
under contrasted Mediterranean habitats: field and glasshouse
experiments. International Journal of Ecology and Environmental
Sciences 30, 187—196.

Matthes U, Larson DW (2006) Microsite and climatic controls of tree
population dynamics: an 18-year study on cliffs. Journal of Ecology
94, 402—414. doi: 10.1111/j.1365-2745.2005.01083.x

Montgomery R (2004) Relative importance of photosynthetic physiology
and biomass allocation for tree seedling growth across a broad light
gradient. Tree Physiology 24, 155—167.

Montgomery RA, Chazdon RL (2002) Light gradient partitioning by
tropical tree seedlings in the absence of canopy gaps. Oecologia 131,
165—174. doi: 10.1007/500442-002-0872-1

J. L. Quero et al.

Niinemets U (2001) Climatic controls of leaf dry mass per area, density and
thickness in trees and shrubs at the global scale. Ecology 82, 453—469.

Niinemets U, Valladares F (2004) Photosynthetic acclimation to
simultaneous and interacting environmental stresses along natural light
gradients: optimality and constraints. Plant Biology 6, 254—268.
doi: 10.1055/s-2004-817881

Niinemets U, Valladares F (2006) Tolerance to shade, drought, and
waterlogging of temperate Northern hemisphere trees and shrubs.
Ecological Monographs 76, 521—547. doi: 10.1890/0012-9615(2006)
076[0521: TTSDAW]2.0.CO;2

Niinemets U, Tenhunen JD, Beyschlag W (2004) Spatial and age-
dependent modifications of photosynthetic capacity in four
Mediterranean oak species. Functional Plant Biology 31, 1179—1193.
doi: 10.1071/FP04128

Paz H, Martinez-Ramos M (2003) Seed mass and seedling
performance within eight species of Psychotria (Rubiaceae). Ecology
84, 439—450. doi: 10.1890/0012-9658(2003)084[0439:SMASPW]2.0.
CO;2

Pefuelas J, Filella I, Comas P (2002) Changed plant and animal life
cycles from 1952—2000 in the Mediterranean region. Global Change
Biology 8, 531—544. doi: 10.1046/j.1365-2486.2002.00489.x

Pifiol J, Terradas J, Lloret F (1998) Climate warming, wildfire, hazard and
wildfire occurrence in coastal eastern Spain. Climatic Change 38,
345-357. doi: 10.1023/A:1005316632105

Poorter H, Remkes C (1990) Leaf area ratio and net assimilation rate of
24 wild species differing in relative growth rate. Oecologia 83, 553—559.
doi: 10.1007/BF00317209

Poorter H, Remkes C, Lambers H (1990) Carbon and nitrogen economy of
24 wild-species differing in relative growth-rate. Plant Physiology 94,
621—-627.

Poorter L (1999) Growth responses of 15 rain-forest tree species to a light
gradient: the relative importance of morphological and physiological
traits. Functional Ecology 13, 396—410. doi: 10.1046/j.1365-
2435.1999.00332.x

Poorter L (2001) Light-dependent changes in biomass allocation and
their importance for growth of rain forest tree species. Functional
Ecology 15, 113—123. doi: 10.1046/j.1365-2435.2001.00503.x

Poorter L, Rose SA (2005) Light-dependent changes in the
relationship between seed mass and seedling traits: a meta-analysis for
rain forest tree species. Oecologia 142, 378—387. doi: 10.1007/s00442-
004-1732-y

Quero JL (2006) SADIE como herramienta de cuantificacion de la
heterogeneidad espacial: casos practicos en el Parque Nacional de
Sierra Nevada (Granada, Espana). Ecosistemas 15, 40—47.

Quero JL, Villar R, Marafion T, Zamora R (2006) Interactions of drought and
shade effects on four Mediterranean Quercus species: physiological and
structural leaf responses. New Phytologist 170, 819—834. doi: 10.1111/
j-1469-8137.2006.01713.x

Quero JL, Villar R, Marafion T, Zamora R, Poorter L (2007) Seed mass
effect in four Mediterranean Quercus species (Fagaceae) growing in
contrasting light environments. American Journal of Botany 94,
1795—1803. doi: 10.3732/ajb.94.11.1795

Reich PB, Walters MB, Ellsworth DS (1992) Leaf lifespan in relation to
leaf, plant and stand characteristics among diverse ecosystems.
Ecological Monographs 62, 365—392. doi: 10.2307/2937116

Reich PB, Tjoelker MG, Walters MB, Vanderklein DW, Bushena C (1998)
Close association of RGR, leaf and root morphology, seed mass and
shade tolerance in seedlings of nine boreal tree species grown in high
and low light. Functional Ecology 12, 327—338. doi: 10.1046/j.1365-
2435.1998.00208.x

Ruiz-Robleto J, Villar R (2005) Relative growth rate and biomass
allocation in ten woody species with different leaf longevity using
phylogenetic independent contrasts PICs. Plant Biology 7, 484—494.
doi: 10.1055/s-2005-865905



Seedling growth responses to combined shade and drought

Sack L (2004) Responses of temperate woody seedlings to shade and
drought: do trade-offs limit potential niche differentiation? Oikos 107,
110—127. doi: 10.1111/j.0030-1299.2004.13184.x

Sack L, Grubb PJ (2001) Why do species of woody seedlings change rank
in relative growth rate between low and high irradiance? Functional
Ecology 15, 145—154. doi: 10.1046/j.1365-2435.2001.00507.x

Sack L, Grubb PJ (2002) The combined impacts of deep shade and
drought on the growth and biomass allocation of shade-tolerant
woody seedlings. Oecologia 131, 175—185. doi: 10.1007/s00442-002-
0873-0

Sack L, Grubb PJ, Maraiién T (2003) The functional morphology of
juvenile plants tolerant of strong summer drought in shaded forest
understories in southern Spain. Plant Ecology 168, 139—163.
doi: 10.1023/A:1024423820136

Sanchez-Gomez D, Valladares F, Zavala MA (2006) Performance of
seedlings of Mediterranean woody species under experimental
gradients of irradiance and water availability: trade-offs and evidence
for niche differentiation. New Phytologist 170, 795—806. doi: 10.1111/
j-1469-8137.2006.01711.x

Shipley B (2000) ‘Cause and correlation in biology. A user’s guide to path
analysis, structural equations and causal inference.” (Cambridge
University Press: Cambridge)

Shipley B (2002) Trade-offs between net assimilation rate and specific
leaf area in determining relative growth rate: relationship with daily
irradiance. Functional Ecology 16, 682—689. doi: 10.1046/j.1365-
2435.2002.00672.x

Shipley B (2006) Net assimilation rate, specific leaf area and leaf mass ratio:
which is most closely correlated with relative growth rate? A meta-
analysis. Functional Ecology 20, 565—574. doi: 10.1111/j.1365-
2435.2006.01135.x

Smith T, Huston M (1989) A theory of the spatial and temporal dynamics
of plant communities. Vegetatio 83, 49—69. doi: 10.1007/BF00031680

Takashima T, Hikosaka K, Hirose T (2004) Photosynthesis or
persistence: nitrogen allocation in leaves of evergreen and deciduous
Quercus species. Plant, Cell & Environment 27, 1047—1054.
doi: 10.1111/j.1365-3040.2004.01209.x

Tattini M, Guido L, Morassi-Bonzi L, Pinelli P, Remorini D,
Degl’Innocenti E, Giordano C, Massai R, Agati G (2005) On the
role of flavonoids in the integrated mechanisms of response of
Ligustrum vulgare and Phillyrea latifolia to high solar radiation.
New Phytologist 167, 457—470. doi: 10.1111/).1469-8137.2005.
01442 .x

Thornley JHM (1976) ‘Mathematical models in plant physiology.” (Academic
Press: New York)

Valladares F (2003) Light heterogeneity and plants: from ecophysiology
to species coexistence and biodiversity. In ‘Progress in botany’.
(Eds K Esser, U Liittge, W Beyschlag, J Murata) pp. 439—471.
(Springer-Verlag: Heidelberg)

Functional Plant Biology 737

Valladares F, Pearcy RW (2002) Drought can be more critical in the shade
than in the sun: a field study of carbon gain and photo-inhibition in a
Californian shrub during a dry El Nifo year. Plant, Cell & Environment
25, 749—759. doi: 10.1046/j.1365-3040.2002.00856.x

Van Andel J, Biere A (1989) Ecological significance of variability in growth
rate and plant productivity. In ‘Causes and consequences of variation in
growth rate and productivity of higher plants’. (Eds H Lambers,
ML Cambridge, H Konings, TL Pons) pp. 257—268. (SPB Academic
Publishing Company: Amsterdam)

Veenendaal EM, Swaine MD, Agyeman VK, Blay D, Abebrese IK,
Mullins CE (1996) Differences in plant and soil water relations in
and around a forest gap in West Africa during the dry season may
influence seedling establishment and survival. Journal of Ecology 83,
83-90.

Villar R, Held AA, Merino J (1995) Dark leaf respiration in light and
darkness of an evergreen and a deciduous plant species. Plant
Physiology 107, 421—-427.

Villar R, Ruiz-Robleto J, Quero JL, Poorter H, Valladares F, Marainéon T
(2004) Tasas de crecimiento en especies leflosas: aspectos funcionales e
implicaciones ecologicas. In ‘Ecologia del bosque mediterraneo en un
mundo cambiante’. (Ed. F Valladares) pp. 191—227. (Ministerio de
Medio Ambiente: Madrid)

Villar R, Maraiion T, Quero JL, Panadero P, Arenas F, Lambers H (2005)
Variation in relative growth rate of 20 Aegilops species (Poaceae) in the
field: the importance of net assimilation rate or specific leaf area depends
on the time scale. Plant and Soil 272, 11—27. doi: 10.1007/s11104-004-
3846-8

Walters MB, Reich PB (1999) Low-light carbon balance and shade
tolerance in the seedlings of woody plants: do winter deciduous and
broad-leaved evergreen species differ? New Phytologist 143, 143—154.
doi: 10.1046/j.1469-8137.1999.00425.x

Wright 1J, Reich PB, Westoby M, Ackerly DD, Baruch Z et al. (2004)
The worldwide leaf economics spectrum. Nature 428, 821-—827.
doi: 10.1038/nature02403

Zar JH (1984) ‘Biostatistical analysis.” (Prentice Hall: Englewood Cliffs, NJ)

Zavala MA, de la Parra RB (2005) A mechanistic model of tree
competition and facilitation for Mediterranean forests: scaling from
leaf physiology to stand dynamics. Ecological Modelling 188, 76—92.
doi: 10.1016/j.ecolmodel.2005.05.006

Manuscript received 17 May 2008, accepted 25 July 2008

http://www.publish.csiro.au/journals/fpb



