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It has been known for a long time that drought intensity is a critical variable in determining water stress of Mediterranean tree
species. However, not as much attention has been paid to other drought characteristics, for example the timing of the dry periods.
We investigated the impact of the timing and intensity of extreme droughts on growing season length, growth and water-use effi-
ciency of three tree species, Pinus nigra ssp. Salzmannii J.F. Arnold, Quercus ilex ssp. ballota (Desf.) Samp. and Quercus faginea
Lam. coexisting in a continental Mediterranean ecosystem. Over the study period (2009-13), intense droughts were observed at
annual and seasonal scales, particularly during 2011 and 2012. In 2012, an atypically dry winter and spring was followed by an
intense summer drought. Quercus faginea growth was affected more by drought timing than by drought intensity, probably
because of its winter-deciduous leaf habit. Pinus nigra showed a lower decrease in secondary growth than observed in the two
Quercus species in extremely dry years. Resilience to extreme droughts was different among species, with Q. faginea showing
poorer recovery of growth after very dry years. The highest intra- and inter-annual plasticity in water-use efficiency was observed
in P. nigra, which maintained a more water-saving strategy. Our results revealed that the timing of extreme drought events can
affect tree function to a larger extent than drought intensity, especially in deciduous species. Legacy effects of drought over
months and years significantly strengthened the impact of drought timing and intensity on tree function.

Keywords: carbon isotope composition, extreme drought, Pinus nigra, Quercus faginea, Quercus ilex, water-use efficiency.

Introduction
and hydraulic conductance in Mediterranean tree species (see

Drought intensity has been widely recognized as a factor deter- for example Damesin and Rambal 1995, Corcuera et al. 2004a,
mining the extent of drought effects on tree species (McDowell Martin-Gémez et al. 2017). Mediterranean tree species have
2011). Effects of extreme droughts in Mediterranean forests are developed a variety of mechanisms to tolerate, resist or avoid
difficult to predict due to the non-linear relationship between cli- these effects during strong water stress periods (Baldocchi et al.
matic perturbations and tree growth (Anderegg et al. 2015, 2010), and a high capacity for physiological and morphological
Cavin and Jump 2017), and the synergetic effects of different cli- plasticity and acclimation (Ogaya and Pefiuelas 2003a, Flexas
mate drivers on growth (Lloyd et al. 2013, Vicente-Serrano et al. et al. 2014, Matesanz and Valladares 2014). Mediterranean
2015). Many previous studies have shown that severe drought  tree species are able to adjust their growing season length to cli-
reduce significantly growth, leaf gas exchange, water potential matic conditions and some species can advance leaf emergence
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when exposed to increasing temperatures (Gordo and Sanz
2009, Morin et al. 2010), despite the risk of late frosts, while
other species delay foliar development (Adams et al. 2015).
Moreover, some species are able to have significant growth dur-
ing hot and dry summers, e.g., Pinus halepensis (Maseyk et al.
2008). Therefore, tree growth may have a wide range of thresh-
old responses to drought, which is also related to other pro-
cesses, such as tree transpiration or resource-use efficiency
(e.g., water-use efficiency, WUE). For example, dry conditions
have been observed to enhance WUE (Granda et al. 2014,
Vicente-Serrano et al. 2015). However, increased WUE does
not always imply increased growth, neither at mesic nor at xeric
sites (Pefiuelas et al. 2008, Levesque et al. 2014). In fact,
growth reductions in Mediterranean forests under drought have
been pointed out in parallel with increases in WUE (Sarris et al.
2007, Barbeta et al. 2013). The relationship between growth
and WUE is quite complex, being is species-specific and non-
linear (Camarero et al. 2015b).

The impact of drought intensity is the basis of many ecophy-
siological studies in environments prone to dry periods.
However, not much is known about the impact of drought timing
on plant function (see Granda et al. 2013, Camarero et al.
2015a). Drought stress can affect species during different key
growth phases, and it can critically affect trees during resumption
of cambial activity in temperate biomes (Camarero et al. 2010,
Rozas et al. 2011). Therefore, effects of annual, seasonal or
monthly dry periods on growth phases of the species can
severely affect relevant aspects of species functioning. In par-
ticular, spring and autumn could be of special relevance for over-
all growth in Mediterranean environments (Gil-Pelegrin et al.
2017).

Decreases in net primary production due to drought through-
out the growing season can be compensated by longer growing
periods if species take advantage of mild conditions before or
after the drought periods, and during short but intense rain
events occurring during these periods (Vicente-Serrano et al.
2010b). Dendrochronology studies have shown that short- or
long-term drought stress not only reduces growth on the current
year, but can also impact growth on the following growing sea-
son (Badeau et al. 1996, Linares et al. 2010, Bauerle et al.
2012). The recovery after these carry over effects of drought on
growth relies upon the specific strategy followed by each trees
species according to its resistance and resilience (McDowell
etal. 2013, Roman etal. 2015).

The main objective of this study was to identify how timing,
length and intensity of extreme droughts impact growth and
WUE of three coexisting Mediterranean tree species. We
hypothesized that timing of extreme dry periods can affect tree
functioning in a different way than drought intensity, depending
on the leaf habit and drought sensitivity of each species.
Second, we hypothesized that the coupling between growth and
WUE during extremely dry conditions varies depending on

species. In order to assess these hypotheses, we have measured
growth and WUE in adult trees of three coexisting Mediterranean
species continuously for 3 years.

Materials and methods

Study site

The study was conducted at the Alto Tajo Natural Park,
Guadalajara (central Spain). Soils are calcisols from Cretaceous
and Jurassic limestone that rendered shallow and poorly devel-
oped soil (Ferrero et al. 2006) with a mean depth of 48.7 cm.
The climate is continental Mediterranean with hot and dry sum-
mers and cold winters (mean temperature and mean precipita-
tion: 18.5°C and 20.7 mm in summer; 2.9 °C and 38.5 mm in
winter). Mean annual temperature and precipitation is 10.3 °C
and 490.5 mm, respectively (Molina de Aragén, 40°50'40"N,
1°53’07"W, 1951-2013 period; data provided by the Spanish
Meteorological Agency, AEMET).

We selected a plot (1 ha) at the Armallones site (40°46'37”
N, 2°19'42"W, 1079 m as.l.), where the three main woody
species studied have similar importance in terms of basal
area: Quercus faginea Lam. (38.7%), Pinus nigra ssp. Salzmannii
JF. Arold (35.1%) and Quercus ilex ssp. ballota (Desf.) Samp.
(25.8%). It has a western orientation with a 48% slope and a
total basal area of 13.7 m®ha™'. We randomly selected healthy
and fully sun-exposed representative trees with similar diameter
at breast height (i.e., at 1.3 m height) of Portuguese oak, Q. fagi-
nea (n = 5), black pine, P. nigra subsp. salzmanii (n = 4) and
Holm oak, Q. ifex subsp. ballota (n = 3). Quercus faginea, P. nigra
and Q. ilex mean diameters of selected trees were in the range
of 25.5 + 3.0cm, 23.5 + 2.5cm and 21.4 + 1.5 cm, respect-
ively. The low density of the plot allowed selecting scattered
trees with well sun-exposed crowns, and with a low interference
with neighbor trees. Mean leaf area index (LAl) of the study site
is1.9+0.3m°m™2.

Microclimatic conditions were recorded continuously from
2010 to 2013 at the study site using an automatic weather sta-
tion (HOBO®, Onset Computer Co., Bourne, MA, USA). It was
composed of a rain gauge (RGA-MoXX), temperature and rela-
tive air humidity (12-Bit Temperature/RH Smart Sensor), solar
radiation (S-Lib-MOO3) and wind speed (Wind Speed Smart
Sensor, S-WA-MOO3) sensors. Readings of each sensor were
recorded every 30 min with a data logger (HOBO® H21-001;
Onset Computer Co.).

Drought intensity and timing

Drought intensity and duration was assessed using two drought
indexes: the water stress index [, and the standardized
precipitation-evapotranspiration index (SPEl). /s considers a
longer dataset while SPEl can be calculated at different time
scales (Vicente-Serrano et al. 2010a). Calculation of both
drought indexes allowed comparisons with other studies and a

Tree Physiology Volume 38, 2018

on 01 Septenber 2018



more accurate description of drought intensity at both the
regional and local scales.

Regional climatic data for the long-term series (1951-2013)
were obtained from the closest weather station (at ~36 km from
the study site), Molina de Aragén (1063 m a.s.l.), from AEMET
(Spanish Meteorological Agency). Cross-correlation between the
annual series calculated with AEMET data and microclimatic data
were calculated to assess the representativeness of regional data
for the local climate. The high and significant correlation (R® =
0.910, P < 0.001) between precipitation/potential evapotrans-
piration (P/PET) calculated from both climatic data sets (AEMET
and microclimatic station at our site) reinforces the validity of the
drought intensity results (/s) obtained from the long time series
for making inferences at our study site. Moreover, this consist-
ency allowed the generalization at a regional scale of the results
obtained at our study site regarding the effects of drought in the
studied species.

Is was calculated annually from 1961 to 2013 by running the
BILOU® water balance model (Granier et al. 1999) with measure-
ments of daily rainfall, air temperature, relative humidity, global radi-
ation and wind speed from the Molina de Aragén meteorological
station. BILJOU® also uses the leaf area index (LAl), dates of bud
burst and leaf fall for deciduous species and soil properties. Leaf
area index was estimated with a LAl 2000 Plant Canopy Analyzer
(PCA, LI-COR, Lincoln, NE, USA) in 2012 (data provided by M.
Pollastrini). Leaf area index was kept constant to detect changes in
climatic conditions independently of the LAl effect on drought inten-
sity variation. The relative extractable water (REW) was calculated
at a daily time scale as the ratio of available soil water to maximum
extractable water. The REW ranges from 1.0 (field capacity) to 0.0
(permanent wilting point). In addition, REW, was defined as the
REW below a threshold of 0.4. This threshold is considered the
point below which water stress reaches levels at which water is lim-
iting tree transpiration, and causing stomatal closure for most forest
tree species (Granier et al. 1999). The water stress index /s (unit-
less) used as surrogate of drought intensity was calculated for a
given period as the sum of the daily differences between REW and
REW. and divided by 0.4, with higher values corresponding to high-
er water stress. /s was calculated annually starting in 1961 due to
the lack of temperature and wind speed data between 1951 and
1961. The beginning date (BS) and duration (DS) of water stress,
i.e., when REW < 0.4, were extracted from REW simulations to
study the importance of drought timing, i.e., how the duration and
the starting date of the drought matters to tree functioning.
Moreover, both BS and DS complement the analysis of the tem-
poral evolution of water stress over a half century. The timing effect
on tree functioning was also addressed to identify possible carry
over effects.

The SPEl is a multi-scalar drought index which considers pre-
cipitation and PET (Vicente-Serrano et al. 2010a, Begueria et al.
2014). Lower SPEI values indicate drier conditions. The SPEI data
were obtained from the SPElbase using Armallones coordinates
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(Begueria et al. 2010) (available at: http://sac.csic.es/spei/
database.html). This dataset considers the Penman—Monteith’s
method to calculate PET values. We used 3-month SPEI to obtain
seasonal SPEI (December—February for winter, March—-May for
spring, June—August for summer and September—November
values for autumn), 6-month SPEI to obtain the SPEI for the grow-
ing season (May—November) and 12-month SPEl to obtain the
annual SPEI (January—-December), from 1961 to 2013. We used
those SPEI data to explore the correlations between drought and
growth variables.

Growth and growing season length

Plant growth was continuously monitored from 2010 to 2013
by measuring stem circumference changes at breast height of
the selected trees using automatic band dendrometers (DRL26,
Measuring Systems (EMS), Brno, Czech
Republic). Data were stored in a data logger (EdgeBox V12,
EMS) every 10 min as a mean of the 10 previous measurements
recorded every minute. All data were thoroughly revised for pos-
sible abrupt or unusual jumps due to freezing events or resin,
which can impede tap movement. Unusual jumps (>0.1 mm
between two records) were erased from the data. Basal area
increment (BAI, cm?) was calculated to obtain the stem incre-
ment and calculate relative growth rates according to BAl = (%,
— r’;_1) and relative growth rate (RGR) = (In r%, — In ;) /1,
where r is the tree radius and t is the time interval considered
(Hoffmann and Poorter 2002, Jump et al. 2006). The whole
growing season BAl (BAlg) was calculated as the difference
between BAI at the beginning (spring) and end of the growing
season (autumn). The whole growing period was divided in two
parts, spring and autumn, in order to quantify the relevance of
growth in both seasons. We considered the beginning of spring
growth to be when BAl was higher than the culmination point of
the previous year over seven consecutive days (according to
Zweifel et al. 2010 approach and Lempereur et al. 2015). We
considered autumn growth to begin when BAI was higher than
the point where spring growth ended over seven consecutive
days. The spring and autumn growth was considered to be over
when BAI was null or negative over seven consecutive days.
Therefore, BAI and RGR estimated in spring (BAls, and RGRsy,)
and autumn (BAl,, and RGR,,) were calculated using r;and r;_;,
with r representing the mean of tree radius 7 days before and
after the beginning and the end of the considered growing peri-
od. The beginning and length of the growth during spring and
autumn were determined for each tree considering BAI evolution
over time for the four study years (2010-13) and following the
method described before. The effect of the trunk refilling during
spring and autumn rainfall on the growth calculation was
removed by subtracting the diameter decrease produced during
the previous summer and winter. We assumed that during spring
and autumn, trees achieved the maximum replenishment of
internal water capacitances, so a diameter decrease during

Environmental
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drought was only due to water loss (Betsch et al. 2011).
Therefore, diameter increases after drought events were due to
water recovery and to reactivation of secondary growth.

Water-use

Tree water-use was inferred from sap flow measurement as a
surrogate of tree transpiration. This approach has been proved
to be useful in integrating overall tree water consumption, scal-
ing water used by individual trees to the stand level (Granier
et al. 1996, 2000, Poyatos et al. 2008). It represents an inter-
face between the leaf scale studies (Ogaya and Pefiuelas
2003b, Roman et al. 2015) and those using eddy-covariance
that allow making inferences on carbon and water fluxes at the
ecosystem level. Sap flow density measurements were continu-
ously monitored from 2010 to 2013 in selected trees (see S1
available as Supplementary Data at Tree Physiology Online),
using sap flow sensors (EMS 51, EMS) as in previous studies
(Cermék et al. 2004, Forner et al. 2014).

Tree-level water-use efficiency Tree-level WUE (cm? BAl m™3
H>0) was calculated for each individual dividing the tree growth
by the tree transpiration per unit crown area for the same period.
We used BAI measurements as surrogate of tree growth, and the
sum of sap flow (dm?) divided by the crown projected area (m?)
as tree transpiration per unit crown area (E, mm). Values were
calculated for the whole growing season (WUEg), spring
(WUEgp) and autumn (WUE,,).

Leaf-level water-use efficiency Carbon isotope composition in
leaves (5'3C) is a proxy of the intrinsic water-use efficiency
(IWUE) integrated over time of plant growth (Dawson et al.
2002, McCarroll and Loader 2004) and calculated through the
equations of Farquhar (Farquhar et al. 1982, 1989) (see S1
available as Supplementary Data at Tree Physiology Online).
Moreover, 8'3C has been used as an indicator of intensity of
drought exposure in plants (O’'Leary 1995, Saurer et al. 1995),
and to establish ecological strategies with regard to water-use
from single individuals to population and species (Aranda et al.
2010, de Miguel et al. 2012, Lazaro-Nogal et al. 2015).

Five individuals per species were selected to collect two
healthy, fully-expanded and sunny leaves per individual both in
spring and summer in the years 2011-13. Two (Q. ilex) or four
(P. nigra and Q. faginea) of the selected individuals were
equipped with dendrometers and sap flow sensors. Leaf sam-
ples were oven-dried at 65°C for 48h and finely ground
(MM300, Retsch Haan, Germany). Between 1 and 2 mg of the
powdered leaf material from each tree was weighed (Radwag
XA 52/2x Semi-Micro Balance, Nevada Weighing, Las Vegas,
NV, USA) and placed into tin capsules (Sn 98 capsules,
Ludiswiss, Flawil, Switzerland) for carbon isotope composition
analysis (8'3C, %o). Analyses were carried out at the Technical
Platform of Functional Ecology (OCO81) at the INRA Forest

Ecology and Ecophysiology Unit, using an EA-GC/IRMS (Delta S,
Finnigan MAT, Bremen, Germany; + 0.2%).

Statistical analysis

Percentiles (5%, 50% and 95%) for the water stress index /g
and beginning date (BS) and duration (DS) of water stress were
calculated annually for the time series 1961-2013 to identify
extreme events, and unusual drought periods during 5 years
(2009-13) at a regional scale. Further, we tested the correl-
ation between P/PET calculated using the AEMET climatic data-
set and P/PET calculated using the climatic data obtained from
the study site using Spearman’s rank correlation coefficients.

Linear mixed-effects models (LMMs) were used to assess the
effect of year, species, season and their interactions (fixed fac-
tors) on BAI, RGR, £, WUE and &'3C (Zuur et al. 2007). The
study of the specific effect of each season (spring and autumn,
or summer in the case of §'3C) was assessed with LMMs con-
sidering as fixed factors year and species. Individual trees were
considered as random effects. Models were fitted based on a
restricted maximum-likelihood method using the nlme package
from R statistical software (Pinheiro et al. 2007). Tukey post hoc
analysis was applied to significant results using the package
Ismeans (Russell and Maxime 2015). The non-parametric
Kruskal-Wallis test was used to identify individually the effect of
year, species and their interaction on the beginning and length
of plant growth in both spring (Begs, and Lengp, respectively)
and autumn (Beg,, and Len,,, respectively).

A relationship between carbon isotope composition in sum-
mer (8'3Cy,) and integrated WUE in the growing season
(WUEgs) considering all species was established by fitting linear
model. Regression was performed using SigmaPlot version 11,
from Systat Software, Inc., San Jose, CA, USA. Adjusted R-
squared (R®) was indicated.

Further, relationships between growth and climatic variables
were assessed for each species using Spearman’s rank correl-
ation coefficients to analyze the effect of drought stress on
growth. Results were shown using correlograms which were
performed using the package corrplot from R statistical software
(Wei and Simko 2016). These analyses were carried out using
the R statistical software (version R3.3.3; R Development Core
Team 2017).

Results

Extreme drought events occurring at different time scales

Three of the five study years (2009, 2011 and 2012) showed
higher values of water stress index (/s) than average for the time
series 1961-2013 (Figure 1a). The year 2011 was also the
most stressful year over 52 years at our study site, showing not
only extremely high /s but also unusually high duration (DS)
(higher values than the 95% percentile of the time series
1961-2013). Despite 2011 being around 1.7 times more
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Figure 1. (a) Annual water stress index (Is) for the years 2009-13 and the mean for the period 1961-2013 (y-axis). Higher values of the index indi-
cate more water stress. The beginning and length of the line indicates the day of the year (DOY) when the drought began and ended in the correspond-
ing year (x-axis). (b) Time evolution of the seasonal (3-month) SPEI at the study site for the years 2009—13 (solid line) and the seasonal mean for the
period 1961-2013 (dotted line). Cross and circle mark winter and spring of 2012, respectively. Lower SPEI values indicate drier conditions.

stressful than 2012, water stress of the latter was also very high
(value equal to the percentile 95%) in comparison with 2010
and 2013 (Figure 1a). Moreover, the beginning of water stress
(BS) was similar and later than the median of the long-term time
series in 2010 and 201 3, respectively. However, BS was earlier
than the long-term value in 2011 and 201 2. The year preceding
the study period, i.e., 2009, was also very dry, which could
potentially influence drought responses during the study period.
Drought periods were observed during all seasonal periods
(Figure 1b;see Table S1 available as Supplementary Data at
Tree Physiology Online). Only winter 2012 was drier compared
with the rest of the winters in the study period or compared with
the 1961-2013 seasonal mean. Winter 2012 was also followed
by a drier than average spring, although springs in 2009 and
2010 showed even lower SPEI values. Three consecutive sum-
mers (2011, 2012 and 2013) were drier than average, with
2011 and 2013 reaching similarly low SPEI values. The occur-
rence of consecutive seasons with lower than average SPEI was
observed only for winter—spring 2012 and summer—autumn
2013, although the drought was more intense in the latter case.

Trends in growth and growing season length

Growth The BAl in both the whole growing season (BAlg) and
in spring (BAlsp) changed significantly between years and species
in a similar manner, while no effect of both factors was observed
in BAl,, (Table 1 and Figure 2). Pinus nigra showed significantly
higher basal area increment than Q. ilex and Q. faginea in all sea-
sons. The same patterns observed in BAlgs and BAls, were
explained by a high positive correlation between both variables in
all species (see Figures S1-S3 available as Supplementary Data
at Tree Physiology Online). In general, BAlg, was higher than BAl,

Table 1. Summary statistics for the linear mixed models (LMM) testing
the effect of year, species and its interaction on the basal area increment
and the relative growth rate in spring (BAls, and RGRg,, respectively) and
autumn (RGR,, and BAl,,, respectively) and the growing season for the
former (BAlgs). Kruskal-Wallis test (KWT) results are shown for the beginning
and length of spring (Begs;,, and Lengy, respectively) and autumn (Beg,, and
Len,,, respectively). Bold numbers represent statistically significant results
(P<0.05).

Statistical Intercept Year Species Year X species
method
BAlgs LMM F 5885 10.57 5.81
P <0.0001 0.0001 0.0240
BAl, F 6414 16.56 12.23
P <0.0001 <0.0001 0.0027
BAI, F 2502
P <0.0001
RGRs, LMM F  8491.35 2.06 25.13 3.22
P <0.0001 0.1329  0.0002 0.0192
RGR.. F 13,063.27 2237 16.57
P <0.0001 <0.0001 0.001
Beg, KWT X° 9.18 22.57
P 0.0269 <0.0001
Begay X2 35.25 2.96
P <0.0001 0.2280
Len, X2 10.14 18.01
P 0.0063 0.0004
Leng, X2 0.46 27.40
P 0.7950 <0.0001

for the three species. The year 2011 resulted in significantly
more growth in spring than the other 3 years for all the species.
The BAl5, decreased in 2012 by 85%, 68% and 53% for Q. ilex,
Q. faginea and P. nigra, respectively, concerning to the previous
and extremely dry year 2011.
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The BAlg, was correlated positively with the drought index
SPEl,,,, and similarly with mean autumn temperature (7T,,) in Q. ilex.
However, BAls, depended on T,,; and not on drought indexes in
& Q. faginea and P. nigra (see Figures S1-S3 available as
E Supplementary Data at Tree Physiology Online).
% Relative growth rate in spring (RGRsp) varied significantly
! among species with a significant species per year interaction
(Table 1). The RGRg, and RGR,, were higher in P. nigra than in
Quercus species, with slightly higher values in Q. faginea than in
Q. ilex (Figure 3). Pinus nigra showed the highest values of
RGRgp in 2010, Q. faginea in 2011 and Q. ilex in 2013 (Figure 3).
10 1 (b) " The highest RGR,, was found in P. nigra in 2011 (Figure 3b). In
Q. faginea and P. nigra RGR,, was correlated positively and
& 8 a strongly with the number of days of water stress (DS), the
g drought indexes /s and SPEI,, and the T, (for more correlations
-~ g4 b . .
o b 5 see Figures S1-S3 available as Supplementary Data at Tree
“n . .
% 2 : Physiology Online).
b
2 | b
b Growing season length The beginning and length of spring
0 - growth (Begs, and Leng,, respectively) varied among years and
0 (c) . species (Table 1, and Figur§ 3). In the dry years (2011 and
Quercus faginea 2012), both P. nigra and Q. ilex advanced Begs, due to warmer
g | W Pinus nigra spring temperatures, while Q. faginea did not change the begin-
NE ning of growth significantly (Figure 3b and c). Begs, was more
L 5/ correlated with BS, /s and T, in Q. faginea and DS and Ty in P.
_m nigra (for more correlations, see Figures S1-S3 available as
é 4 Supplementary Data at Tree Physiology Online). Leng, was posi-
a tively and strongly correlated with SPEly, in the three species,
21 a X o4 a a . 2 and with T, in Q. ilex and P. nigra. Moreover, Leng, was corre-
L] %j 1 [ lated significantly with BAlgs and BAlg, in Q. ilex, and only with
2011 2012 2013 the latter in Q. faginea.
Year The beginning of autumn growth (Beg,,) depended on the
year (Table 1), taking place later in 2011 (Figure 3b). The

Figure 2. Mean basal area increment (cm?) in the growing season length of the autumn growth (Len,,) varied significantly among

(BAlgs, a), spring (BAls,, b) and autumn (BAl,,, c) for each species and ) ad o

study period (2010~13). Different letters indicate significant differences species but not among years (Table 1). Bega, was positively

between species for each year at P < 0.05. correlated with DS and T,, in the three species (for more
— 0.08 T '
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correlations see Figures S1-S3 available as Supplementary Data
at Tree Physiology Online). Len,, was negatively correlated with
DS in the three species and with SPEIl,, and other temperature
variables in P. nigra and Q. faginea (strong correlation with Tgy
and Ty, in Q. faginea and with Tgy, in P. nigra). Moreover, Len,,
was correlated significantly with BAl,, only in P. nigra.

Regulation of water-use efficiency across years and species

Water-use efficiency in spring (WUE), autumn (WUE,,) and
whole growing season (WUE) depended on species (Table 2).
Moreover, WUE,, was affected by year, and by the interaction
year X species, while WUE,, was not (Table 2). Significant differ-
ences among species were found in 2013 and 2012 for WUE,,..
WUE was higher in P. nigra in the two seasons and for the whole
growing period (WUE,,, WUE,, and WUE), followed by Q. fagi-
nea (Table 2).

Carbon isotope composition in spring (613CSP) and summer
(8'3Cs.) showed significant differences among years and spe-
cies (Table 2). §'3C,, showed the highest differentiation among
species across years, being significant in 2012 and 201 3. Pinus
nigra showed the highest 8'>C and WUE values regardless of
the temporal period of integration. However, Q. ilex showed low-
er efficiencies than Q. faginea if we considered WUE but higher if
8'3C (8'°C, or 8'3C,) was considered (Table 2). Species
were more efficient in the use of water in 2012, with the lowest
8'3C values in the extremely dry year 201 1. Pinus nigra showed
higher 8'3C,, than both Quercus species regardless of the I,
showing also higher variability among years. We observed a
positive and significant relationship between 8'3C,, and WUEg
(see Figure S5 available as Supplementary Data at Tree
Physiology Online).

No significant correlations were found between leaf §'>C and
BAI, neither between &'3C nor tree transpiration (£) in the two
Quercus species (data not shown). However, 8'3C,,, in P. nigra
was significantly correlated with BAlg, (r = —0.608, P =
0.0400), BAlgs (r = —0.636, P = 0.0404) and E, (r =
—0.721, P = 0.0242), and marginally with E,, (r = —0.714,
P =0.0881). A marginally significant correlation was also found
in P. nigra between &'>Cg, and BAl,, (r = 0.582, P = 0.0655).
Pinus nigra showed the highest sensitivity to drought in terms of
inter-annual changes in iIWUE as it was able to increase the
8'3Cq, in 2012 after the high drought observed in 2011, with
reductions of the BAlgs of 40% in 2012 comparing with growth
recorded in 2011. However, the two Quercus species showed
higher reductions in BAlgs (43% and 50% for Q. ilex and Q. fagi-
nea, respectively) and lower increases in 8'>C,, than P. nigra.

Discussion

Effects of drought timing on species growth

Our results highlight the primary role of drought timing on
growth responses relative to the intensity of the drought.
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Consecutive severe droughts occurring at different time scales
(i.e., over whole seasons to a few weeks) produce legacy effects
on growth, transpiration and WUE of trees in successive years. In
addition, the impact of drought timing is highly dependent on
species.

We observed that the time of year when drought occurs, in
particular dry winters and springs, can impact tree growth
equally or even more than drought intensity integrated over the
year, as observed in 2012. Winter 2012 was drier than the his-
torical mean (1961-2013) and was followed by a very dry
spring. In spite of not having leaves in winter, winter-deciduous
species like Q. faginea can be affected by dry winters since their
cambial activity can be affected, and also the formation of the
new functional ring porous xylem at the beginning of the grow-
ing season (Fernandez-de-Una et al. 2017). In fact, winter tem-
perature can also affect species growth, as suggested by
significant correlations with spring growth and the length of the
spring growth in Q. faginea and P. nigra. Our results agree with
other studies that show that dry winters impact gross and net pri-
mary production in evergreen species like Q. ilex (Allard et al.
2008) and Quercus suber (Costa-e-Silva et al. 2015). Summer
and autumn droughts in 2011 affected growth in 2012. These
carry over effects on tree functioning were produced by the
long-lasting and intense summer drought that occurred in 2011,
which delayed resumption and decreased autumn tree growth
and transpiration. Moreover, the time of the season when water
stress occurred determined the growth in P. nigra and Q. faginea,
as proved by significant and strong correlations between the
beginning of water stress and spring and autumn relative growth
rate. This vulnerability of species to the beginning of water stress
could depend not only on water soil availability but also on
spring and autumn temperatures, to which Q. ilex was not as
responsive as the other two species. Clearly, the effects of the
drought’s timing on tree growth were species-specific. Effects of
drought length were also relevant, and strongest for Quercus
species (see e.g., growth reductions in 2012 vs 2011, Q. ilex
63%, Q. faginea 56% and P. nigra 45%), which is consistent
with previous studies (Forner et al. 2014, Sanchez-Costa et al.
2015). Quercus faginea growth was affected, not only reducing
current-year growth, but also limiting its inter-annual recovery as
observed in the dry year of 2012 vs the next wet year of 2013.
Pinus nigra and Q. ilex advanced spring growth in warmer years,
as has been observed in Quercus species under warming condi-
tions (Morin et al. 2010). Lower flexibility of Q. faginea in adjust-
ments to growing season length can be explained by the
requirement of certain heat hours to break dormancy, and/or a
control of leaf flushing by photoperiod length (Sanz-Pérez et al.
2009). This may result in limiting plastic response in initiation of
secondary growth for Q. faginea (Lempereur et al. 2015).

We also observed a species-specific pattern in the impact of
dry springs, which intensified the negative impact of the summer

drought, and limited growth recover in autumn. Autumn growth
in Q. ilex was similar (2012) or even higher (2010) to the one
recorded in spring for those years with a very dry spring. In those
dry years, late season growth observed in Q. ilex can be con-
sidered as a way to resume growth and compensate the low
spring growth (Campelo et al. 2007). This resumption of growth
in autumn has been observed in other evergreen species such
as P. halepensis or Juniperus thurifera in xeric sites (Camarero
et al. 2010). This is less common in deciduous species or
Eurosiberian pines (Zweifel et al. 2007, Camarero et al. 2010,
Fernandez-de-Uiia et al. 2017). The length of growth in autumn
for Q. faginea could not last as long as in Q. ilex due to premature
leaf withering in Q. faginea that occurs during extreme dry sum-
mers, which limits carbon assimilation during autumn conditions
(Pataki and Oren 2003). Early leaf senescence would be a
mechanism for protecting the stem from full xylem cavitation, as
observed in other Quercus species (Peguero-Pina et al. 2015).
Winter-deciduous species such as Q. faginea can show a similar
annual integrated carbon gain at the leaf level to that of ever-
green species such as Q. ilex (Mediavilla and Escudero 2003,
Escudero et al. 2017), but for these species early falling or a
steep drop in the photosynthetic capacity could have a high pen-
alty on current year growth. These results should be validated
with other methods, such as for example with the study of spe-
cies xylogenesis inferred from microcores (Camarero et al.
2010, Fernandez-de-Ufa et al. 2017), which increases the ana-
lytical resolution of growth study at times of low absolute growth
of trees as in autumn. After a previous extremely dry year, Q.
faginea showed lower resilience (like in 2013). Total annual
growth recovery was higher for Q. ilex and P. nigra (68% and
66%, respectively) than for Q. faginea (37%), which is in agree-
ment with other studies (Corcuera et al. 2004a, 2004b, Granda
etal. 2013). Accordingly, this could reduce growth of Q. faginea
in the long term if recurrence of dry springs is intensified, as
chronic water stress reduces growth and the role of carbon sink
of deciduous hardwood forests (Brzostek et al. 2014). These
results confirm the higher dependence of growth on a good water
availability for winter-deciduous oaks vs evergreen species not
only in current years (reviewed recently by Gil-Pelegrin et al.
2017), but also in subsequent years (Granda et al. 201 3).

Species water-use efficiency under extreme droughts

Our results showed differences between P. nigra and Quercus
species in terms of WUE. Pinus nigra had the capacity to increase
WUE, to mitigate drought effects affecting water consumption
more than current-year growth. We observed in 2012 and 2013
that neither Quercus species increased IWUE between late-
spring and summer as much as P. nigra. That plasticity of P. nigra
in WUE could be due to a more water-saving strategy linked to a
high control of water losses at the full tree level during dry peri-
ods (Forner et al. 2014). A similar trend was also observed for
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interspecific differences in 8'>C for inter-annual variation, being
P. nigra more plastic than Quercus species: species mean varia-
tions in &' >C, between the dry year of 2012 and the wet year
of 2013 were 1.24%o in P. nigra, 0.63%o in Q. ilex and 0.18%o
in Q. faginea.

The general pattern of WUE was in agreement with the WUE
from leaf 8'>C across species. However, although there was an
overall significant relationship between both WUE proxies,
results from each proxy revealed different patterns among
years and species. In general, P. nigra had higher WUE than
oaks independently of the year or the variable used as a proxy
of WUE. There were different trends between growth and iWUE
inferred from leaf 8'>C or calculated from tree transpiration and
BAI. This agrees with Camarero et al. (2015b), who found that
the relationship between iWUE and growth was species-
specific. Also, it was consistent with the fact that an increase in
WUE due to drier conditions does not keep pace with growth,
as observed in long-term studies (Levesque et al. 2014), different
forest biome types (Pefiuelas et al. 2011) and short-term
Mediterranean studies (Olano et al. 2014, Vicente-Serrano
et al. 2015). The observed differences in the relationship
between WUE and growth among species can be important for
local stand dynamics at least at short-term: P. nigra modulated
its WUE more than the other coexisting species (Quercus spe-
cies), but without a penalty on secondary growth, as expected
from the impact of drought in water-use alone.

Conclusions

Timing of extreme drought events can affect tree functioning to a
larger extent than drought intensity, and this effect is species-
specific. Contrary to expectations, growth resilience to extreme
droughts seemed to be better in P. nigra and worse in Q. faginea.
Control of water loss over growth was optimized in P. nigra more
than in the two Quercus species. Pinus nigra restarted growth
after atypical dry years even under early drought in winter and
spring. Water-use efficiency and growth of the species were
decoupled and not influenced by timing and intensity of the
drought in the same way in the three species. This reinforces the
need to ascertain not only growth but also the water-use strategy
at different time scales, and from the leaf level to the overall tree.
Water-use efficiency calculated from growth and transpiration
can be used as a realistic integrative view of both the effects of
drought stress, and the efficiency of the strategies followed by
each species in optimizing carbon uptake under extreme water
limitations.

Supplementary Data

Supplementary Data for this article are available at Tree
Physiology Online.

Timing of extreme droughts affects trees 1135

Acknowledgments

Authors thank the Junta de Castilla-La Mancha, Director, and
Park Rangers of Alto Tajo Natural Park for the permission to carry
out the study in the Park and for the information and facilities pro-
vided. Authors are grateful to D. Lépez-Quiroga, G. Caballé and S.
Wurzbacher for the support in field work. We also thank T. Moran
for her help with statistical analysis and A. Dolinger for English
corrections, which improved the manuscript. Meteorological data
for the reference station of Molina de Aragon were provided by
the Spanish Agencia Estatal de Meteorologia. We thank the certi-
fied facility in Functional Ecology (PTEF OCO81) from UMR 1137
EEF and UR 1138 BEF at the INRA Nancy-Lorraine research cen-
ter for the isotope analyses.

Conflict of interest

None declared.

Funding

AF. was supported by JAE-predoc fellowship from the Spanish
National Research Council (CSIC), co-funded by the European
Union (Fondo Social Europeo). This work was supported by the
Spanish Ministry of Economy and Competitiveness with the
grants VERONICA (CGL2013-42271-P), SEDIFOR (AGL2014-
57762-R), the project of the Autonomous Community of Madrid
REMEDINAL3-CM  (S2013/MAE-2719) and ECOMETAS
(CGL2014-53840-REDT). D.B. and A.G. were supported by the
Laboratory of Excellence ARBRE (ANR-12-LABXARBRE-O1)
supported by the French National Research Agency. The PTEF is
supported by the French National Research Agency through the
Laboratory of Excellence ARBRE (ANR-11-LABX-0002-01).

References

Adams HD, Collins AD, Briggs SP, Vennetier M, Dickman LT, Sevanto SA,
Garcia-Forner N, Powers HH, McDowell NG (2015) Experimental
drought and heat can delay phenological development and reduce
foliar and shoot growth in semiarid trees. Glob Chang Biol 21:
4210-4220.

Allard V, Ourcival JM, Rambal S, Joffre R, Rocheteau A (2008) Seasonal
and annual variation of carbon exchange in an evergreen
Mediterranean forest in southern France. Glob Chang Biol 14:
714-725.

Anderegg WRL, Schwalm C, Biondi F et al. (2015) Pervasive drought
legacies in forest ecosystems and their implications for carbon cycle
models. Science 349:528-532.

Aranda |, Alia R, Ortega U, Dantas A, Majada J (2010) Intra-specific vari-
ability in biomass partitioning and carbon isotopic discrimination under
moderate drought stress in seedlings from four Pinus pinaster popula-
tions. Tree Genet Genomes 6:169-178.

Badeau V, Becker M, Bert D, Dupouey L, Lebourgeois F, Picard J-F
(1996) Long-term growth trends of trees: ten years of dendrochrono-
logical studies in France. In: Spiecker H, Mielikdinen K, Kohl M,
Skovsgaard JP (eds) Growth trends in European forests: studies from
12 countries. Springer, Berlin Heidelberg, Berlin, Heidelberg, pp
167-181.

Tree Physiology Online at http://www.treephys.oxfordjournals.org

Downl oaded from https://academ c. oup. conl treephys/article-abstract/38/ 8/ 1127/ 4938531

by guest

on 01 Septenber 2018



Downl oaded from https://academ c. oup. conl treephys/article-abstract/38/8/ 1127/ 4938531

by guest

1136 Forneretal.

Baldocchi DD, Ma S, Rambal S, Misson L, Ourcival J-M, Limousin J-M,
Pereira J, Papale D (2010) On the differential advantages of ever-
greenness and deciduousness in Mediterranean oak woodlands: a flux
perspective. Ecol Appl 20:1583-1597.

Barbeta A, Ogaya R, Penuelas J (2013) Dampening effects of long-term
experimental drought on growth and mortality rates of a Holm oak for-
est. Glob Chang Biol 19:3133-3144.

Bauerle WL, Oren R, Way DA, Qian SS, Stoy PC, Thornton PE, Bowden JD,
Hoffman FM, Reynolds RF (2012) Photoperiodic regulation of the sea-
sonal pattern of photosynthetic capacity and the implications for car-
bon cycling. Proc Natl Acad Sci USA 109:8612-8617.

Begueria S, Vicente-Serrano SM, Angulo-Martinez M (2010) A multisca-
lar global drought dataset: the SPElbase: a new gridded product for
the analysis of drought variability and impacts. Bull Am Meteorol Soc
91:1351-1356.

Begueria S, Vicente-Serrano SM, Reig F, Latorre B (2014) Standardized
precipitation evapotranspiration index (SPEI) revisited: parameter fit-
ting, evapotranspiration models, tools, datasets and drought monitor-
ing. IntJ Climatol 34:3001-3023.

Betsch P, Bonal D, Breda N, Montpied P, Peiffer M, Tuzet A, Granier A
(2011) Drought effects on water relations in beech: the contribution of
exchangeable water reservoirs. Agric For Meteorol 151:531-543.

Brzostek ER, Dragoni D, Schmid HP, Rahman AF, Sims D, Wayson CA,
Johnson DJ, Phillips RP (2014) Chronic water stress reduces tree
growth and the carbon sink of deciduous hardwood forests. Glob
Chang Biol 20:2531-2539.

Camarero 1, Olano JM, Parras A (2010) Plastic bimodal xylogenesis in
conifers from continental Mediterranean climates. New Phytol 185:
471-480.

Camarero JJ, Franquesa M, Sangliesa-Barreda G (2015a) Timing of
drought triggers distinct growth responses in Holm Oak: implications
to predict warming-induced forest defoliation and growth decline.
Forests 6:1576.

Camarero JJ, Gazol A, Galvan D, Sangtiesa-Barreda G, Gutiérrez E (2015b)
Disparate effects of global-change drivers on mountain conifer forests:
warming-induced growth enhancement in young trees vs. CO, fertiliza-
tion in old trees from wet sites. Glob Chang Biol 21:738-749.

Campelo F, Gutiérrez E, Ribas M, Nabais C, Freitas H (2007)
Relationships between climate and double rings in Quercus ilexfrom
northeast Spain. CanJ For Res 37:1915-1923.

Cavin L, Jump AS (2017) Highest drought sensitivity and lowest resist-
ance to growth suppression are found in the range core of the tree
Fagus sylvatica L. not the equatorial range edge. Glob Chang Biol 23:
362-379.

Cermak J, Kuzera J, Nadezhdina N (2004) Sap flow measurements with
some thermodynamic methods, flow integration within trees and scal-
ing up from sample trees to entire forest stands. Trees 18:529-546.

Corcuera L, Camareror JJ, Gil-Pelegrin E (2004a) Effects of a severe
drought on Quercus ilex radial growth and xylem anatomy. Trees 18:
83-92.

Corcuera L, Camarero ll, Gil-Pelegrin E (2004b) Effects of a severe
drought on growth and wood anatomical properties of Quercus
Faginea. IAWA J 25:185-204.

Costa-e-Silva F, Correia AC, Piayda A, Dubbert M, Rebmann C, Cuntz M,
Werner C, David JS, Pereira JS (2015) Effects of an extremely dry win-
ter on net ecosystem carbon exchange and tree phenology at a cork
oak woodland. Agric For Meteorol 204:48-57.

Damesin C, Rambal S (1995) Field study of leaf photosynthetic perform-
ance by a Mediterranean deciduous oak tree (Quercus pubescens)
during severe summer drought. New Phytol 131:159-167.

Dawson TE, Mambelli S, Plamboeck AH, Templer PH, Tu KP (2002)
Stable isotopes in plant ecology. Annu Rev Ecol Syst 33:507-559.

de Miguel M, Sanchez-Gémez D, Cervera MT, Aranda | (2012)
Functional and genetic characterization of gas exchange and intrinsic

water use efficiency in a full-sib family of Pinus pinaster Ait. in response
to drought. Tree Physiol 32:94—-103.

Escudero A, Mediavilla S, Olmo M, Villar R, Merino J (2017) Coexistence
of deciduous and evergreen Oak species in Mediterranean environ-
ments: costs associated with the leaf and root traits of both habits. In:
Gil-Pelegrin E, Peguero-Pina J, Sancho-Knapik D (eds) Oaks physio-
logical ecology. Exploring the functional diversity of genus Quercus L.,
vol. 7. Springer International Publishing, Cham, Switzerland.

Farquhar GD, O’Leary MH, Berry JA (1982) On the relationship between
carbon isotope discrimination and the intercellular carbon dioxide con-
centration in leaves. Aust J Plant Physiol 9:121.

Farquhar GD, Ehleringer J, Hubick KT (1989) Carbon isotope discrimin-
ation and photosynthesis. Annu Rev Plant Physiol 40:503-537.

Fernandez-de-Una L, Rossi S, Aranda |, Fonti P, Gonzalez-Gonzélez BD,
Cafiellas |, Gea-lzquierdo G (2017) Xylem and leaf functional adjust-
ments to drought in Pinus sylvestris and Quercus pyrenaica at their ele-
vational boundary. Front Plant Sci 8:1200.

Ferrero LM, Montouto O, Herranz JM (2006) Flora amenazada y protegi-
da del Parque Natural del Alto Tajo. Junta de Comunidades de Castilla-
La Mancha, Guadalajara.

Flexas J, Diaz-Espejo A, Gago J, Gallé A, Galmés J, Gulias J, Medrano H
(2014) Photosynthetic limitations in Mediterranean plants: a review.
Environ Exp Bot 103:12-23.

Forner A, Aranda |, Granier A, Valladares F (2014) Differential impact of
the most extreme drought event over the last half century on growth
and sap flow in two coexisting Mediterranean trees. Plant Ecol 215:
703-719.

Gil-Pelegrin E, Saz MA, Cuadrat JM, Peguero-Pina JJ, Sancho-Knapik D
(2017) Oaks under Mediterranean-type climates: functional response
to summer aridity. In: Gil-Pelegrin E, Peguero-Pina J, Sancho-Knapik D
(eds) Oaks physiological ecology. Exploring the functional diversity of
genus Quercus L., vol. 7. Springer International Publishing, Cham,
Switzerland.

Gordo O, Sanz JJ (2009) Long-term temporal changes of plant phenology
in the Western Mediterranean. Glob Chang Biol 15:1930-1948.

Granda E, Camarero ll, Gimeno T, Martinez-Fernandez J, Valladares F
(2013) Intensity and timing of warming and drought differentially
affect growth patterns of co-occurring Mediterranean tree species. Eur
J For Res 132:469-480.

Granda E, Rossatto DR, Camarero JJ, Voltas J, Valladares F (2014)
Growth and carbon isotopes of Mediterranean trees reveal contrast-
ing responses to increased carbon dioxide and drought. Oecologia
174:307-317.

Granier A, Biron P, BrEDa N, Pontailler JY, Saugier B (1996) Transpiration of
trees and forest stands: short and long-term monitoring using sapflow
methods. Glob Chang Biol 2:265-274.

Granier A, Bréda N, Biron P, Villette S (1999) A lumped water balance
model to evaluate duration and intensity of drought constraints in for-
est stands. Ecol Model 116:269-283.

Granier A, Biron P, Lemoine D (2000) Water balance, transpiration and
canopy conductance in two beech stands. Agric For Meteorol 100:
291-308.

Hoffmann WA, Poorter H (2002) Avoiding bias in calculations of relative
growth rate. Ann Bot 90:37-42.

Jump AS, Hunt JM, PeNUelas J (2006) Rapid climate change-related
growth decline at the southern range edge of Fagus sylvatica. Glob
Chang Biol 12:2163-2174.

Lazaro-Nogal A, Matesanz S, Godoy A, Pérez-Trautman F, Gianoli E,
Valladares F (2015) Environmental heterogeneity leads to higher
plasticity in dry-edge populations of a semi-arid Chilean shrub: insights
into climate change responses. J Ecol 103:338-350.

Lempereur M, Martin-StPaul NK, Damesin C, Joffre R, Ourcival J-M,
Rocheteau A, Rambal S (2015) Growth duration is a better predictor
of stem increment than carbon supply in a Mediterranean oak forest:

Tree Physiology Volume 38, 2018

on 01 Septenber 2018



implications for assessing forest productivity under climate change.
New Phytol 207:579-590.

Levesque M, Siegwolf R, Saurer M, Eilmann B, Rigling A (2014)
Increased water-use efficiency does not lead to enhanced tree growth
under xeric and mesic conditions. New Phytol 203:94—-109.

Linares JC, Camarero JJ, Carreira JA (2010) Competition modulates the
adaptation capacity of forests to climatic stress: insights from recent
growth decline and death in relict stands of the Mediterranean fir Abies
pinsapo. J Ecol 98:592-603.

Lloyd AH, Duffy PA, Mann DH (2013) Nonlinear responses of white
spruce growth to climate variability in interior Alaska. Can J For Res 43:
331-343.

Martin-Gémez P, Aguilera M, Peman J, Gil-Pelegrin E, Ferrio JP (2017)
Contrasting ecophysiological strategies related to drought: the case of
a mixed stand of Scots pine (Pinus sylvestris) and a submediterranean
oak (Quercus subpyrenaica). Tree Physiol 31:1478-1492.

Maseyk KS, Lin T, Rotenberg E, Grunzweig JM, Schwartz A, Yakir D
(2008) Physiology—phenology interactions in a productive semi-arid
pine forest. New Phytol 178:603-616.

Matesanz S, Valladares F (2014) Ecological and evolutionary responses
of Mediterranean plants to global change. Environ Exp Bot 103:
53-67.

McCarroll D, Loader NJ (2004) Stable isotopes in tree rings. Quat Sci
Rev 23:771-801.

McDowell NG (2011) Mechanisms linking drought, hydraulics, carbon
metabolism, and vegetation mortality. Plant Physiol 155:1051-1059.

McDowell NG, Fisher RA, Xu C et al. (2013) Evaluating theories of
drought-induced vegetation mortality using a multimodel — experiment
framework. New Phytol 200:304-321.

Mediavilla S, Escudero A (2003) Photo synthetic capacity, integrated
over the lifetime of a leaf, is predicted to be independent of leaf lon-
gevity in some tree species. New Phytol 159:203-2011.

Morin X, Roy J, Sonie L, Chuine | (2010) Changes in leaf phenology of
three European oak species in response to experimental climate
change. New Phytol 186:900-910.

Ogaya R, Pefiuelas J (2003a) Comparative seasons gas exchange and
chlorophyll fluorescence of two dominant woody species in a Holm
Oak Forest. Flora 198:132-141.

Ogaya R, Pefiuelas J (2003b) Comparative field study of Quercus ilex
and Phillyrea latifolia: photosynthetic response to experimental drought
conditions. Environ Exp Bot 50:137-148.

Olano J, Linares J, Garcia-Cervigon A, Arzac A, Delgado A, Rozas V
(2014) Drought-induced increase in water-use efficiency reduces
secondary tree growth and tracheid wall thickness in a Mediterranean
conifer. Oecologia 176:273-283.

O’Leary MH (1995) Environmental effects on carbon fractionation in ter-
restrial plants Stable Isotopes in the Biosphere. Kyoto University Press,
Kyoto.

Pataki DE, Oren R (2003) Species differences in stomatal control of
water loss at the canopy scale in a mature bottomland deciduous for-
est. Adv Water Resour 26:1267-1278.

Peguero-Pina JJ, Sancho-Knapik D, Martin P, Saz MA, Gea-lzquierdo G,
Caniiellas |, Gil-Pelegrin E (2015) Evidence of vulnerability segmenta-
tion in a deciduous Mediterranean oak (Quercus subpyrenaica E. H. del
Villar). Trees 29:1917-1927.

Pefiuelas J, Hunt JM, Ogaya R, Jump AS (2008) Twentieth century changes
of tree-ring §13C at the southern range-edge of Fagus sylvatica: increas-
ing water-use efficiency does not avoid the growth decline induced by
warming at low altitudes. Glob Chang Biol 14:1076-1088.

Timing of extreme droughts affects trees 1137

Pefiuelas J, Canadell JG, Ogaya R (2011) Increased water-use efficiency
during the 20th century did not translate into enhanced tree growth.
Glob Ecol Biogeogr 20:597-608.

Pinheiro J, Bates D, DebRoy S, Sarkar D (2007) The R Development Core
Team (2000) nime: Linear and nonlinear mixed effects models. R pack-
age version 31—-108. https://cran.r-project.org/web/packages/nime/
index.html

Poyatos R, Llorens P, Pifiol J, Rubio C (2008) Response of Scots pine
(Pinus sylvestris L.) and pubescent oak (Quercus pubescens Willd.) to
soil and atmospheric water deficits under Mediterranean mountain cli-
mate. Ann For Sci 65:306.

R Development Core Team (2017) R: a language and environmental for
statistical computing. R Foundation for Statistical Computing, Vienna,
Austria.

Roman DT, Novick KA, Brzostek ER, Dragoni D, Rahman F, Phillips RP
(2015) The role of isohydric and anisohydric species in determining
ecosystem-scale response to severe drought. Oecologia 179:641-654.

Rozas V, Garcia-Gonzalez |, Zas R (2011) Climatic control of intra-
annual wood density fluctuations of Pinus pinaster in NW Spain. Trees
25:443-453.

Russell VL, Maxime H (2015) Lsmeans: Least-Squares Means. R pack-
age version 217.

Séanchez-Costa E, Poyatos R, Sabaté S (2015) Contrasting growth and
water use strategies in four co-occurring Mediterranean tree species
revealed by concurrent measurements of sap flow and stem diameter
variations. Agric For Meteorol 207:24-37.

Sanz-Pérez V, Castro-Diez P, Valladares F (2009) Differential and interactive
effects of temperature and photoperiod on budburst and carbon reserves
in two co-occurring Mediterranean oaks. Plant Biol 11:142-151.

Sarris D, Christodoulakis D, KORner C (2007) Recent decline in precipi-
tation and tree growth in the eastern Mediterranean. Glob Chang Biol
13:1187-1200.

Saurer M, Siegenthaler U, Schweingruber F (1995) The climate-carbon
isotope relationship in tree rings and the significance of site condi-
tions. Tellus B 47:320-330.

Vicente-Serrano SM, Begueria S, Lépez-Moreno JI (2010a) A multiscalar
drought index sensitive to global warming: the standardized precipita-
tion evapotranspiration index. J Clim 23:1696-1718.

Vicente-Serrano SM, Lasanta T, Gracia C (2010b) Aridification determines
changes in forest growth in Pinus halepensis forests under semiarid
Mediterranean climate conditions. Agric For Meteorol 150:614-628.

Vicente-Serrano SM, Camarero JJ, Zabalza J, Sangliesa-Barreda G, Lopez-
Moreno JI, Tague CL (2015) Evapotranspiration deficit controls net
primary production and growth of silver fir: implications for Circum-
Mediterranean forests under forecasted warmer and drier conditions.
Agric For Meteorol 206:45-54.

Wei T, Simko V (2016) corrplot: Visualization of a Correlation Matrix. R
package version 0.77. https://CRAN.R-project.org/package=corrplot
(April 2016, date last accessed).

Zuur A, leno E, Smith G (2007) Analysing ecological data. Series:
Statistics for Biology and Health. Springer-Verlag New York, New York,
USA.

Zweifel R, Steppe K, Sterck FJ (2007) Stomatal regulation by microcli-
mate and tree water relations: interpreting ecophysiological field data
with a hydraulic plant model. J Exp Bot 58:2113-2131.

Zweifel R, Eugster W, Etzold S, Dobbertin M, Buchmann N, Hasler R
(2010) Link between continuous stem radius changes and net eco-
system productivity of a subalpine Norway spruce forest in the Swiss
Alps. New Phytol 187:819-830.

Tree Physiology Online at http://www.treephys.oxfordjournals.org

Downl oaded from https://academ c. oup. conl treephys/article-abstract/38/ 8/ 1127/ 4938531

by guest

on 01 Septenber 2018


https://cran.r-project.org/web/packages/nlme/index.html
https://cran.r-project.org/web/packages/nlme/index.html
https://CRAN.R-project.org/package=corrplot

	Extreme droughts affecting Mediterranean tree species’ growth and water-use efficiency: the importance of timing
	Introduction
	Materials and methods
	Study site
	Drought intensity and timing
	Growth and growing season length
	Water-use
	Tree-level water-use efficiency
	Leaf-level water-use efficiency

	Statistical analysis

	Results
	Extreme drought events occurring at different time scales
	Trends in growth and growing season length
	Growth
	Growing season length

	Regulation of water-use efficiency across years and species

	Discussion
	Effects of drought timing on species growth
	Species water-use efficiency under extreme droughts

	Conclusions
	Supplementary Data
	Acknowledgments
	Conflict of interest
	Funding
	References


