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Top dieback in 40-60 years old forest stands of Norway spruce [Picea abies (L.) Karst.]
in southern Norway is supposed to be associated with climatic extremes. Our intention
was to learn more about the processes related to top dieback and in particular about
the plasticity of possible predisposing factors. We aimed at (i) developing proxies for
Pso based on anatomical data assessed by SilviScan technology and (i) testing these
proxies for their plasticity regarding climate, in order to (i) analyze annual variations of
hydraulic proxies of healthy looking trees and trees with top dieback upon their impact
on tree survival. At two sites we selected 10 tree pairs, i.e., one healthy looking tree and
one tree with visual signs of dieback such as dry tops, needle shortening and needle
yellowing (n = 40 trees). Vulnerability to cavitation (Psg) of the main trunk was assessed
in a selected sample set (n = 19) and we thereafter applied SilviScan technology
to measure cell dimensions (lumen (b) and cell wall thickness (f)) in these specimen
and in all 40 trees in tree rings formed between 1990 and 2010. In a first analysis
step, we searched for anatomical proxies for Psg. The set of potential proxies included
hydraulic lumen diameters and wall reinforcement parameters based on mean, radial,
and tangential tracheid diameters. The conduit wall reinforcement based on tangential
hydraulic lumen diameters ((t/bnt)?) was the best estimate for Psg. It was thus possible
to relate climatic extremes to the potential vulnerability of single annual rings. Trees
with top dieback had significantly lower (t/bn)? and wider tangential (hydraulic) lumen
diameters some years before a period of water deficit (2005-2006). Radial (hydraulic)
lumen diameters showed however no significant differences between both tree groups.
(t/bp)? was influenced by annual climate variability; strongest correlations were found with
precipitation in September of the previous growing season: high precipitation in previous
September resulted in more vulnerable annual rings in the next season. The results
are discussed with respect to an “opportunistic behavior” and genetic predisposition
to drought sensitivity.

Keywords: climatic extremes, conduit wall reinforcement, functional wood anatomy, global warming, Norway
spruce, Picea abies, top dieback
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INTRODUCTION

Managed and unmanaged boreal conifer forests provide
ecosystem services, such as climate regulation including carbon
fixation (Gauthier et al., 2015; McDowell et al., 2016), and their
role in national and rural economy of the Nordic countries is
fundamental (Schlyter et al., 2006). So far, conifer forests of the
northern hemisphere reacted to warming with an acceleration
in growth (Kauppi et al., 2016) and some might have retained
resilience to cope with current disturbances, but projected
climate change scenarios (IPCC, 2013) suggest a threat to their
health (Gauthier et al., 2015; McDowell et al., 2016). A positive
effect of a warmer climate is that the period of net carbon uptake
will be extended in the autumn, which could increase total carbon
uptake in boreal forests dominated, for instance, by Norway
spruce [Picea abies (L.) Karst.; Stinziano et al., 2015]. However,
it is questionable if Norway spruce, an autochthonous species of
the alpine timberline (Mayr et al., 2003, 2014) and of northern
regions (Solberg, 2004; Andreassen et al., 2006), can cope with
extreme weather events such as frequent and prolonged summer
droughts (Schlyter et al., 2006). In that respect, lower latitude
northern Norway spruce forests are more endangered as increase
in mortality due to summer droughts has already been reported
for southern Norway (Solberg, 2004; Hentschel et al., 2014). In
this study, we focus on hydraulic vulnerability traits of healthy
looking and declining Norway spruce trees and on the correlation
of these traits to climate (extremes). We take advantage of an
existing hydraulic dataset (Rosner et al., 2016) and define novel
anatomical functional traits for trunkwood based on SilviScan
technology (Evans, 1994, 1999).

Many conifer species have quite high hydraulic safety margins;
their Ps, i.e., the water potential resulting in 50% conductivity
loss, is much lower than minimum water potentials measured
out in the field (Choat et al., 2012). Compared to angiosperms,
conifers are supposed to have a lower capacity to reverse
embolism, thus to refill conduits and restore a hydraulically
functional state (McDowell et al., 2008; McDowell, 2011; Meinzer
and McCulloh, 2013; Zwieniecki and Secchi, 2015). Norway
spruce growing at the timberline has the capacity to refill
embolism induced in winter by freezing (Mayr et al.,, 2014).
Moreover, Norway spruce has to some extent the ability to adapt
the structure of wood to function optimally in local conditions
(Gricar et al., 2015). Could this plasticity be disadvantageous
under the impact of a sudden drought? Currently, there is no
knowledge on the relationship among climate and anatomical
traits associated to hydraulic vulnerability in Norway spruce.
A precondition to establish this knowledge is the development

Abbreviations: DBH, diameter at breast height [cm]; by,, hydraulic lumen diameter
[wm]; by, radial hydraulic lumen diameter [um]; by, tangential hydraulic lumen
diameter [pum]; by, radial lumen diameter [pum]; by, tangential lumen diameter
[wm]; dy, radial tracheid diameter, from one middle lamellae to the next [pm];
dy, tangential tracheid diameter, from one middle lamellae to the next [puml]; t;
double wall thickness [pum]; Psg, negative of the overpressure inducing 50 % loss of
hydraulic conductivity; RF, number of radial tracheid files/mm circumference; RW,
ring width [mm]; SE, standard error; TE number of tangential tracheid files/annual
ring; (t/by,)?, conduit wall reinforcement of cells with £10% by; (¢/by,)?, conduit
wall reinforcement of cells with £10% by,,; (+/by)?, conduit wall reinforcement of
cells with +10% by,.

of hydraulic predictive traits based on experimentally assessed
reference data for Psy (Dalla-Salda et al., 2011). Recent studies
showed that e.g., radial tracheid dimensions are influenced by
climate (Castagneri et al, 2015; Gricar et al,, 2015) but we
lack proof if these traits are related to hydraulic vulnerability.
Moreover, in many cases, trees that did not survive extreme
climatic events are not available for analysis, since they were
harvested in order to avoid e.g., bark beetle outbreaks. Therefore,
study sites where healthy trees are compared to declining or
dead trees are helpful to learn more about functional anatomical
preconditions triggering tree mortality after extreme climate
events (e.g., Britez et al., 2014; Hentschel et al., 2014).

For our study we selected two sites in SE Norway, where
during the last 20 years an unusual symptom of top-dieback
was observed on Norway spruce [Picea abies (L.) Karst.; Solberg,
2004]. The afflicted trees were usually 40-60 years old, dominant
or co-dominant in the vigorously growing stands, often on
former agricultural lands. First visible symptoms appeared as a
stunted top growth, followed by needle discoloration and finally
drying of the top crown. The trees died within 1-4 years from
the onset of the symptoms. Trees with top-dieback were typically
found scattered throughout the stand. So far, we know that
decrease in sap flux density can occur during a quite short
period (Borja et al., 2016), trees prone to top dieback had a less
strict stomatal control and produced wood with lower density
prior and during a period of drought stress compared to healthy
looking trees (Hentschel et al., 2014; Rosner et al., 2014). Wood
density is not directly causally linked to hydraulic vulnerability
(P50); it is a proxy where statistical correlations exist because
some traits that have an effect on density also affect hydraulic
properties (Hacke et al., 2001; Bouche et al., 2014; Lachenbruch
and McCulloh, 2014). Once such indirect structure-function
relationships are established, their application as screening tools
is justified because density and other anatomical parameters are
relatively easy to assay, whereas the underlying direct hydraulic
measurements are labor intensive and prone to errors (Cochard
et al., 2013). However, when taking advantage of proxies such
as wood density it should be clear that they are only valid over
the conditions used (Lachenbruch and McCulloh, 2014) and thus
neither applicable for other species nor for other stem parts
(branches) or organs (roots). Another advantage of anatomical
proxies for hydraulic properties is that their assessment is
independent on the current functional state of secondary xylem
(i.e., wood) at the time of harvesting; other than direct hydraulic
measurements, proxies allow us to make assumptions on the
hydraulic vulnerability of wood that was produced many years
ago and that may even not conduct sap vertically anymore
(Rosner et al., 2014).

Aims of our study were, (i) to develop hydraulic vulnerability
proxies for Psy based on anatomical data assessed on Norway
spruce trunkwood by SilviScan technology and (ii) to test these
proxies for their plasticity regarding climate, in order to (iii)
analyze annual variations of hydraulic proxies of healthy looking
trees and trees with top dieback and hence their impact on tree
survival. Our intention was to learn more about the processes
related to top dieback in Norway spruce and in particular about
the plasticity of possible predisposing factors.

Frontiers in Plant Science | www.frontiersin.org

June 2016 | Volume 7 | Article 831


http://www.frontiersin.org/Plant_Science
http://www.frontiersin.org
http://www.frontiersin.org/Plant_Science/archive

Rosner et al.

Plasticity of Spruce Hydraulic Vulnerability

MATERIALS AND METHODS
Study Sites, Plant Material, and Sampling

We studied Norway spruce [Picea abies (L.) Karst.] trees at two
forest sites; Sande and Hoxmark (Table 1, Figure 1) in southern
Norway where scattered individual trees showed visual signs of
top dieback. Both sites were at low altitude (80 m-110m a.s.l.)
and had rather shallow soils (44-52 cm) on bare rock with marine
sediment. Both sites had high clay content (21-24%) relative to
sites sampled systematically across the forest area in Norway.
Trees were planted on former agricultural sites about 50 years
ago. Both sites have been subjected to common forest practices
in Norway; the spruce is planted, and this has been followed by
weed and grass removal around plants, later by pre-commercial
thinning and removal of most of the naturally regenerated
broadleaves, and finally thinning and occasional removing of
dead trees. The sites were well stocked with living trees with
350-400 m>/ha, about 900 stems/ha. About 70-80 m>/ha dead
trees were recorded (300 trees/ha) on each site. Temperature and
precipitation records were available from meteorological stations
near both study sites. “Potential water deficit” (mm), ie., a
parameter for water availability, was derived from the cumulative
precipitation subtracted by the modeled cumulative potential
evapotranspiration including parameters of relative humidity,
temperature, cloud cover, and wind speed as input variables.
More details about the calculation method and about the study
sites can be found in Hentschel et al. (2014). Information about
the mean monthly precipitation and the daily water deficit is
available in Supplement Figure 1.

We selected 10 Norway spruce tree pairs at Sande and
Hoxmark, respectively. Each pair consisted of one tree with
dieback symptoms, i.e., needle yellowing, needle shortening and
decrease in height increment, and the nearest healthy looking
neighbor. We use the terminology “healthy looking” because
trees with no visual symptoms may have lower sap flux density
than expected (Borja et al,, 2016). The trees were 40-50 years
old, and all sampled trees were still living. Six tree pairs were
harvested on each study site in September 2011. Information on
growth characteristics of these trees can be found in Table 1.
Diameter at breast height showed no significant differences
across sites and between healthy looking and declining trees, thus
no influence on wood structure due to cambial maturation was
projected (Lundgren, 2004). For that reason, and because the
two sites showed quite similar soil characteristics as well as daily
water deficits (Figure 2), a pooled analysis for annual variability
of anatomical traits was carried out. Wood boles (25 cm) were

cut of the 10th whorl from the top immediately after harvesting.
After de-barking in the field, boles were transported to the lab
in plastic bags containing some fresh water and containing 0.01
vol. % Micropur (Katadyn Products Inc.). From all 40 trees,
wood cores (13 mm) were taken at breast height in order to
perform anatomical analyses with SilviScan technology. Sapwood
specimen for determination of Psy, i.e., an outer sapwood zone
of 20 mm separated from the wood boles by means of a chisel,
as well as wood cores were stored frozen (—18°C) until further
preparation steps.

Vulnerability to Cavitation (P5q)

The dataset for calculating Psy values of selected sapwood
specimen was available from a previous study (Rosner et al.,
2014). Psg was defined as the positive pressure inducing 50 %
loss of hydraulic conductivity, also termed “air-seeding pressure.”
The method to measure Psp on small trunkwood beams by

FIGURE 1 | Map of Norway with the location of both study sites, Sande
(S) and Hoxmark (H) in southern Norway.

TABLE 1 | Information on study sites and growth parameters (mean + SE) of Norway spruce trees harvested in southern Norway.

Site Lat. (N) Long. (E) Health state DBH 2011 (cm) Tree height 2001 (cm) Tree height 2011 (cm) N
Sande 5903512 10°12/30” Healthy 30.1+1.8 1635.5+47.4 2193.56+56.4

Symptomatic 30.8+2.1 1596.5+51.5 2043.1+43.2
Hoxmark 59°40'19” 10°45"11” Healthy 27.2+1.3 1813.8+£43.2 2308.2+46.8

Symptomatic 28.5+1.8 1898.5+32.8 2212.3+57.9

No significant differences in breast height diameter (DBH) or tree heights between healthy looking and trees with top dieback were found.
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Daily water deficit (mm)

FIGURE 2 | Daily water deficit (mm) in Sande (empty bars) and
Hoxmark (gray filled bars) during the vegetation period
(April-September) from years 1989 until 2010. Box- and whiskers plots
give information on the highest and the lowest observation, the upper and the
lower quartile and the median.

means of the pressure collar technique is described in Domec
and Gartner (2002a) and Rosner et al. (2008). We isolated
outer sapwood specimens with a transverse surface area of
about 9 x 9 mm? by splitting the wood along the grain with a
chisel. Thereafter, small wood beams with tangential and radial
dimensions of 6 mm, respectively, were produced on a sliding
microtome. Samples were shortened to 130 mm on a band saw
and ends were re-cut with a razor blade to a final length of
120 mm. Specimens had to be kept wet during all preparation
steps. Wood beams were thereafter soaked in distilled water
under partial vacuum for at least 48h to refill embolized
tracheids. Hydraulic conductivity measurements with distilled,
filtered (0.22 um), and degassed water containing 0.005 vol. %
Micropur were carried out under a pressure head of 5.4 kPa
(54 cm water column). After measurement of the conductivity at

full saturation, air overpressure was applied to the specimens by
means of a double-ended pressure chamber (PMS Instruments
Co., Corvallis, Oregon). Hydraulic conductivity was measured
again after a relaxation period in distilled water of 30 min.
Initially, the pressure chamber was pressurized to 1.0 MPa, and
the pressure was thereafter subsequently increased after each
conductivity measurement in steps of 0.5-1.0 MPa until more
than 95% loss of conductivity was reached. Psy values for each
sapwood beam were calculated as described in Pammenter and
Vander Willigen (1998). In most of the specimen, conductivity
measurements were however performed only until 70% loss of
hydraulic conductivity, since that proved sufficient to calculate
reliable Psy values for each tree segment (Rosner et al., 2014).
In general, the P5p value for a tree segment is calculated from
pooled conductivity and pressure data of more than three single
wood beams. It is thus not necessary, that for each wood
beam a complete vulnerability curve, i.e., the conductivity loss
plotted against the positive pressure, is available. For the present
study, selected wood beams were used, where (a) annual rings
were perfectly parallel aligned to the tangential longitudinal
surfaces, where (b) complete annual rings were present and
where (c) a P5y value could be calculated, thus where data for a
complete vulnerability curve were available (n = 19). A detailed
description of the origin of these specimens can be found in
Supplement Table 1.

Anatomical Investigations with SilviScan
Technology and Dataset of Potential

Proxies

From the selected wood beams, small wood cubes with radial,
tangential and longitudinal dimensions of 6 mm were sawn.
Wood cores were thawed and soaked in 96% ethanol in order to
avoid the development of cracks or deformation due to shrinkage
processes during the drying process at ambient temperature.
From dry wood cores and cubes, strips with longitudinal
dimension of 7 mm and tangential dimension of 2 mm were sawn
by a twin-blade saw. Wood strips were then analyzed by SilviScan
technology at CSIRO Forestry and Forest Products (Australia)
(Evans, 1994, 1999). X-ray microdensity, radial and tangential
tracheid diameters (lumen diameter plus single cell wall, thus the
dimension from one to the next middle lamella) and cell wall
thickness were assessed in 25 pum radial measurement steps. After
cross-dating the wood cores based on the X-ray microdensity
variations, a dataset of ring widths (RW) and potential functional
traits for each annual ring from 1990 to 2010 was calculated. The
same dataset was created for the wood cubes.

Theoretical number of radial tracheid files of 1mm
circumference was estimated as: RF = (1000 um/mean tangential
cell diameter (d;, ie., the mean tangential lumen diameter
plus single cell wall thickness inpum, Figure3). We defined
the theoretical number of tangential tracheid files/annual
ring as TF = RW (inpum)/mean radial cell diameter (d,, i.e.,
radial lumen diameter plus single cell wall thickness inpm,
Figure 3).

Hydraulic lumen diameters were calculated as X D°/XD?,
where D is the individual tracheid lumen diameter. The method
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FIGURE 3 | Visual description of selected anatomical traits: Theoretical number of radial tracheid files/mm circumference (RF) is defined as

1000 pm/mean tangential cell diameter (dj, i.e., the mean tangential distance from one to the next middle lamella in xm). The theoretical number of
tangential tracheid files/annual ring (TF) is calculated from the mean radial cell diameter (d, i.e., the mean radial distance between two middle lamellae). Shown are
also the radial lumen diameter (br), tangential lumen diameter (b;), and the radial and tangential double wall thickness (f).

is preferable over other artificial methods for hydraulically
weighting diameter distributions (Kolb and Sperry, 1999).
Tracheids of this diameter should cavitate at Psy in case that
air-seeding progresses from wide to narrow tracheids (Hacke
et al,, 2001). Hydraulic lumen diameters were derived for mean
lumen dimensions, i.e., the mean value of radial and tangential
lumen diameters, (by,), for radial lumen dimensions (by,,) and for
tangential lumen dimensions (by).

The conduit wall reinforcement is estimated as (t/b)?, where
t is the cell double wall thickness and b is the lumen diameter
(Hacke et al, 2001). (t/b)> was calculated for tracheids with
diameters £10% of by, (Pitterman et al., 2006; Domec et al.,
2009). Using a percent value is applicable across different species,
since & pum suggestions are restricted not only to a given species
but also to a specific organ (needles, branch, trunk, roots)
within a tree, because lumen diameters are highly variable
within a trunk (Anfodillo et al., 2006, 2013; Domec et al., 2009;
Carrer et al, 2015). According to different hydraulic lumen
diameters presented in this study, (¢/ b)? was estimated for £10%
of by, ((t/by)?), for & 10% of by, ((t/by,)?), and for & 10% of

bue ((t/610)%).

Statistical Analyses and Numbers of

Samples

Data are given as mean =+ standard error (SE) or as box and
whiskers plots. The Pearson’s correlation coefficient was used to
test the associations between traits. Mean values were examined
for significant differences by the Students t-test. Data were
tested for normal distribution with the Kolmogorov-Smirnov
test. Relationships between traits and differences in mean values

were accepted as significant if P was <0.05. Analysis was carried
out with SPSS® 21.0.

The relationship between Psg, ring width, cell dimensions and
potential hydraulic proxies was tested on 19 sapwood specimens
originating from 12 trees (Supplement Table 1). Chronologies
of ring width and selected anatomical traits from 1990 until
2010 were analyzed in 40 trees. For comparisons between healthy
looking and trees with top dieback symptoms, mean tree data
of the two sites were pooled. Thus, mean values of 20 healthy
looking trees and 20 trees with top dieback could be statistically
compared (Student’s t-test). For anatomy-climate relations of
years 1990-2010 (21 years), mean monthly temperature and
precipitation were related to annual means of ring widths
and selected anatomical parameters at Sande and Hoxmark
sites, respectively. This means that each correlation analysis for
healthy looking trees and trees with top dieback symptoms was
performed with a set of 42 data pairs (21 years of two sites).
Correlations for mean daily water deficit resembled those for
precipitation, and are thus not shown.

RESULTS

Relationship between P59, Growth and

Anatomical Traits

The outermost still functional sapwood of trees with top dieback
symptoms was characterized by a higher hydraulic safety than
that of healthy looking trees (Figures 4A-C). At the time of
harvesting, vulnerability to cavitation (P5p) was thus significantly
higher in specimen of trees with wider annual rings (Table 2).
Surprisingly, tangential lumen diameters (b;) were a better proxy
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FIGURE 4 | Vulnerability to cavitation (P5¢) and wood density plotted against conduit wall reinforcement parameters of tracheids with +£10% of the

hydraulic lumen diameter ((t/bh)2; A,D), with £10% of the radial hydraulic lumen diameter ((t/bh,)z; B,E), and with +£10% of the tangential hydraulic
lumen diameter ((t/bht)z; C,F). Gray dots indicate samples from healthy looking trees, black dots from trees with top dieback. Significant relationships at the 1%
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TABLE 2 | Relationships between P5g, growth and anatomical traits on selected wood beams (n = 19, description in Supplement Table 1).

RW RF TF br by t by bpr bpt (t/bp)? (t/bpr)? (t/bpt)?
Pso 0.474* —0.655*  0.440 0.629* 0.788**  —0.886**  0.668** 0.453 0.639*  —0.730"*  —0.567**  —0.917**
RW —0.396 0.984** 0753  0.474* —0.539* 0.643** 0.624* 0.364 —0.366 —-0.277 —0.484*
RF -0.326 —-0.607**  —0.970*** 0517  —0.793**  —0.428 —0.955%* 0.387 0.183 0.659**
TF 0.635** 0.404 —0.496* 0.522* 0.488* 0.325 -0.303 —-0.193 —0.449
by 0.694***  —0.697**  0.946**  0.945**  0.513* —-0.633**  —0.609**  —0.654**
by —0.707***  0.844**  0.499* 0.943**  _0.559*  —0.351 —0.797**
t -0.681***  —0.527*  —0.552* 0.857**  0.717**  0.917**
bp 0.873**  0.721**  _0.663**  —0.583** —0.715"**
bpr 0.294 —0.595*  —0.666**  —0.485*
bpt —0.415 —0.156 —0.689%**
{t/bp)? 0.931**  0.859**
(t/bp,)? 0.661**

The significance of the Pearson’s correlation coefficients are indexed with * if P < 0.05, with ** if P < 0.01, and with *** if P < 0.001. Full names of the traits can be found in the list of

Abbreviations. Statistically significant correlations are also indicated by bold fonts.

for P5q than radial lumen diameters (b;). The theoretical number
of radial tracheid files (RF), which depends on tangential lumen
diameters, was thus tighter correlated with Psy than the number
of tangential files (TF). The hydraulic lumen diameter (by)
was a good predictive trait for Psp, however, the hydraulic
lumen diameter calculated from radial cell dimensions (by,)
was much weaker related to Psy than the tangential hydraulic
lumen diameter (by). Double cell wall thickness was tightly
correlated with Psy (Table 2). The conduit wall reinforcement
of tracheids with +10% of the hydraulic diameter ((t/b)?)

was therefore strongly related to Psg as well (Figure 4A). The
best proxy for P5p was the conduit wall reinforcement derived
from the tangential hydraulic lumen diameter ((¢/ bye)?), whereas
the correlation between Psy and (#/by,)?, was much weaker
(Table 2, Figures 4B,C). (t/by,)*> was stronger related to mean
ring wood density (Figure 4F) than (t/by)? (Figure 4D) or
(/b )? (Figure 4E). To sum up, conduit wall reinforcement
estimated from the mean hydraulic lumen diameter ((¢/by,)> was
a quite suitable trait for predicting Psg but (t/ bye)? was even better
(Figure 4C).
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Water Deficit in Years Studied (1990-2010)

The most extreme year during the study period was 1992, + Temperature Precipitation
where mean daily water deficit and temperature was very 0.6 1
high in June (Figure2, Supplement Figures1, 2A). Mean 0.3 1
September precipitation gradually decreased from 1991 until z %9
1993 (Supplement Figure 2B). In 1994, during the whole early 031
summer, daily water deficit was relatively high; August was 061
however quite wet (Supplement Figure 2C). Until 2004, no 0.6 1
climate extremes could be found; except in 2001, where June was 0.3
relatively dry. 2005 and 2006 were characterized by dry June and = 00
July months but also by drier September months compared to the -0.3
previous years. 2007 was a year with very high water supply, and 061
can be considered as an extreme year (Supplement Figure 1). 0.6 1
0.3 1
Climatic Sensitivity of Hydraulic Traits in < 00
Healthy Looking Trees and Trees with Top bl
Dieback Symptoms 0
In Figure5 correlations for mean monthly temperature and 0:3
precipitation, annual radial growth and selected anatomical traits S 00
are given. Climatic sensitivity of ring width and anatomical 03
traits differed marginally between healthy looking trees and 0.6
trees with top dieback. Temperature had almost no effect on Y — - F 1
ring width (Figure 5A), whereas high precipitation in June 0.3 | 5
had a positive impact on annual increment (Figure 5B). Cell .QE 0.0 |
wall thickness was not related to temperature (Figure 5C) and 0.3 |
only slightly positively to precipitation in August (Figure 5D). 06 | * * *
Radial lumen diameters were positively influenced by high 0.6 | L K N *|

precipitation in September of the previous growing season and 03 | *
in June (Figure 5F) rather than by temperature (Figure 5E). _QE 0.0 |
Only for trees with top dieback symptoms significant influence 0.3 |

of temperature (Figures 5G,K) and precipitation (Figures 5H,L) 06 1 Gad *
on tangential (hydraulic) lumen diameters were found. In Y E— * ————m "
both tree groups, radial hydraulic lumen diameters responded o 0'3 | x *
significantly positively to high precipitation in September of the E: 0'0 ] *
previous growing season (Figure 5J) but weakly to temperature B 0.3 | *
(Figure 5I). Conduit wall reinforcement traits had rather weak 0.6 | * |6 * *
relationships w1t1.1 temperature; hlgher te;npe.rature in April N — P ) P
resulted however in a slight increase in (¢/b)* (Figures 5M,0,Q). o 031 *
In both tree groups, (¢/b)? traits responded similarly to changes :_E 0.0 ] *
in temperature and precipitation, where September precipitation = 03] *
had the most significant impact on conduit wall reinforcement 0.6 | o *
(Figures 5N,PR). =

8 . 08 - q * x T

. . . =< 03
Chronologies of Ring Width and & oy M&V
- - - - s "
Anatomical Traits in Healthy Looking Trees = .03 ’
. . *

and Trees with Top Dieback Symptoms 0.6 — * *
The year 1992, where early summer was extremely dry TTTTES55553 ga%g T ES55RES g)%g
(Supplement Figure 1), was characterized by a sudden decrease 25839 LEIESTq0 25z gouEIES an
N . . . nOzn0 »nOza
in ring width (Figure 6A) due to a lower number of tangential
tracheid files (Figure 6B) and mean radial lumen diameters had FIGURE 5 | Pearson’s correlation coefficients for monthly mean
minimum peak (Figure 6E). Although, 1994 was a year with temperature as well as precipitation from September of the previous
high summer water deficit, ring width increased gradually until growing season until current years October and ring width (RW; A,B),

1995. A Slight decrease in ring width as well as in radial lumen double cell wall thickness (t; C,D), mean radial lumen diameter (by;
E,F), mean tangential lumen diameter (b;; G,H), mean radial hydraulic

diameter (Figure 6E) was present in 2001. Ring width in trees | ) . ) ) )

R K . T X umen diameter (by,,; I,J), mean tangential hydraulic lumen diameter
with top dieback was slightly, but not significantly, higher than (Continued)
in healthy looking trees in almost all annual rings formed before
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FIGURE 5 | Continued

(bpt; K,L), conduit wall reinforcement based on the hydraulic lumen
diameter ((t/bh)z; M,N), conduit wall reinforcement based on the radial
hydraulic lumen diameter ((t/bh,)z; 0,P), and conduit wall
reinforcement based on the tangential hydraulic lumen diameter
((t/bht)z; Q,R) for the period between 1990 and 2010. Blue lines and
symbols represent healthy looking trees, red lines and symbols trees with
symptoms of top dieback. Significant correlations at (least at) the 5% level are
indicated with « in blue for healthy looking trees and = in red for trees with
symptoms of top dieback.

2004 (Figure 6A). After 2005, ring width showed a different trend
in trees with top dieback: annual increment decreased gradually
and was significantly lower in 2010 than in healthy looking trees.
In 2010, mean radial lumen diameter was therefore significantly
smaller in trees with top dieback (Figure 6E). However, 2007, the
year with the highest water supply of the investigation period
(Supplement Figure 1, Figure 2), was characterized by a slight
increase in ring width in both tree groups.

Whereas annual fluctuations and mean values of radial
(Figures 6E), radial hydraulic (Figure 6H) and mean hydraulic
lumen diameters (Figure 6G) were quite similar until 2009 in
both tree groups, chronologies of tangential lumen diameters
(Figure 6F) and the number of radial cell files (Figure 6C)
exhibited totally different trends after 1996. Between 1998
and 2002, trees with top dieback produced tracheids with
significantly wider tangential lumen diameters than healthy
looking trees (Figure 6F). Tangential hydraulic lumen diameters
were significantly larger (Figure 6I) and the number of radial
cell files significantly lower (Figure 6C) in trees with top dieback
in the period from 1999 until 2003. Wall thickness showed no
significant differences between both tree groups (Figure 6D).
Therefore, the (t/b)> based on the mean hydraulic lumen
diameter and on the radial lumen diameter showed similar trends
in both tree groups (Figures 6],K), whereas (t/ b)? derived from
tangential lumen diameters was significantly lower in trees with
top dieback between 2000 and 2004 (Figure 6L) than in healthy
looking trees.

DISCUSSION

Conduit Wall Reinforcement: Focus on

Tangential Tracheid Diameter

The best proxy for Psp was (t/ bn)?, the conduit wall
reinforcement based on tangential hydraulic lumen diameters
(Figure 4C). The parameter (t/by,)?, i.e., the second power of the
wall (t) to span (b) ratio of tracheids which show little deviation
from a calculated hydraulic lumen diameter, was introduced by
Hacke et al. (2001) as an estimate for Psp. Lower vulnerability
to cavitation implies the need for a safer cell design with either
smaller lumen or thicker walls to resist implosion, because the
cell walls have to withstand higher negative xylem pressures
before cavitation occurs. Several approaches to calculate this
parameter and hydraulic lumen diameters have been presented
in the literature so far. Radial dimensions (e.g., Domec et al,,
2009; Heres et al., 2014; Wilkinson et al., 2015), both radial and

tangential dimensions (e.g., Mencuccini et al., 1997; Jyske and
Holtta, 2015) or tracheid diameter modeled from lumen area
measurements, considering the lumen either to be rectangular or
circular (Mayr and Cochard, 2003; Anfodillo et al., 2006) have
been used for calculating hydraulic diameters. Tracheid lumen
and wall thickness measurements for t/b or (t/b)? are either
performed in the first tangential files of earlywood (Rosner et al.,
2009), in whole earlywood, since it accounts for most of the
hydraulic conductance (Bouche et al., 2014; Rosner et al., 2016),
or in several radial files across the whole annual ring (Hacke et al.,
2001; Mayr and Cochard, 2003; Domec et al., 2009; Hacke and
Jansen, 2009; Heres et al., 2014). In the latter case, first a hydraulic
diameter is calculated based on the assumption that tracheids
with this given diameter cavitate right at Psg. Thereafter, (t/ by)?
is assessed for all tracheids with e.g., £10% (Domec et al., 2009)
of the hydraulic diameter.

In Norway spruce, Psy is strongly related to wood density
across cambial age (Rosner et al., 2014). In the present study,
we found that (t/by)?> was much stronger related to wood
density than (t/ bpy)? (Figures 4E,F); (t/ by)? is calculated as
a mean of radial and tangential tracheid lumen dimensions
and holds thus an intermediate position (Figure 4D). We do
not have a sound explanation for this result yet, since studies
on tangential lumen diameter changes within an annual ring
(Vysotskaya and Vaganov, 1989) or with cambial age (Lundgren,
2004; Keunecke et al., 2009) are rather scarce and, moreover, no
studies on the predictive quality for Psq exist. There is however
no doubt, that radial tracheid diameters are highly variable
within an annual ring (earlywood and latewood) and they are
more influenced by climate and cambial age than tangential
lumen diameters, because the number of periclinal (radial: inside
to outside) division is much higher than that of anticlinal
(circumference: side) division (Vysotskaya and Vaganov, 1989;
Larson, 1994; Keunecke et al., 2009). The stability of this trait
indicated by its normal distribution within a conifer annual
ring (Vysotskaya and Vaganov, 1989) might be an advantage
regarding the predictive quality for Psg. Since (t/ bp,)? traits were
calculated from tracheids with a mean hydraulic diameter, a
masking effect of (hydraulically more sensitive but extremely
dense) latewood (Domec and Gartner, 2002b; Rosner, 2013;
Dalla-Salda et al., 2014) can be excluded. In the next sections, the
climate dependence of the tangential (hydraulic) lumen diameter
and (#/by,)? as well as the variability of these traits in healthy
looking trees and in trees with top dieback is discussed.

Annual Variation of Hydraulic Vulnerability

Is Triggered by Climate

Ring width was slightly and positively related to spring
temperatures (Churakova et al., 2014), but also to precipitation
in September of the previous growing season and in current
June (Figures 5A,B). In accordance, Mikinen et al. (2002) found
that precipitation during the growing season at low altitude
sites (130m a.s.l.) in southern Norway is positively correlated
to growth. At lower latitude sites, in southern Germany, high
amounts of precipitation in July were found to foster growth
of Norway spruce (Zang et al, 2012). The limiting effect of
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low precipitation on Norway spruce growth decreases, however
the effect of temperature increases with increasing latitude or
altitude (Jyske et al., 2014). At low and intermediate elevation
sites in the Italian Alps, median cell lumen area of Norway spruce
annual rings benefited from August, September and October
precipitation of the previous growing season and from current
year June precipitation (Castagneri et al., 2015). Radial lumen
diameters were positively related to high precipitation (thus low
temperature) in May and June (Figures 5E,F). Similar results are
reported by Gricar et al. (2015) for Norway spruce growing in
Slovenia and Czech Republic: lumen dimension of earlywood
tracheids are positively affected by precipitation in the previous
autumn and early summer of the current growing season. The
significant negative correlation we found between precipitation
in August and ring width as well as radial lumen dimensions
is difficult to explain logically, since at this time of the year
cell division has ceased already (Méikinen et al., 2003; Rossi
et al,, 2008, 2013; Henttonen et al., 2009; Jyske et al., 2014). An
explanation may be that dry early summer periods were often

followed by quite wet late summers in the period investigated
(Figure 2, Supplement Figure 2). In trees with top dieback
symptoms, higher precipitation in September of the previous
growing season and in May of the current season resulted
in larger tangential (hydraulic) tracheid diameters (Figure 5L).
Surprisingly, similar relationships were found in healthy looking
trees only for the radial hydraulic diameter (Figure 5]J).

The most reliable proxy for Psg, (t/ bpe)® was negatively
correlated to precipitation in September of the previous growing
season and current year’s May (Figure 5R), this implies, that high
water availability in late summer of the previous growing season
and in spring triggered the production of annual rings with
higher hydraulic vulnerability. For instance, high water deficits in
September 1993 and 2003 in combination with May water deficits
in 1994 and 2004 (Figure 2) triggered a rapid increase in (¢/by,)?
in annual rings 1994 and 2004 (Figure 5I). 1994 was a year with
an extremely wet late summer (Figure 1), the outcome was wider
annual rings (Figure 6A; Castagneri et al., 2015), tracheids with
larger diameters (Figures 6E,F; Gricar et al., 2015) and thinner
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call walls (Figure 6D) and thus a sudden drop in (#/ b)? traits
in 1995 (Figures 6J-L). Stinziano et al. (2015) suggest for boreal
forests dominated by Norway spruce, that as the climate warms,
the period of net carbon uptake in needles could extend in
the autumn, which could increase total carbon uptake in these
forests. Warm but not too wet Septembers could result in higher
carbon fixation with little impact on the hydraulic vulnerability
of the annual ring formed in next growth period.

High temperatures in April had a positive impact on all
(t/b)* parameters. Norway spruce might be thus able to adapt
to some extent to warmer spring temperatures that have been
observed during the past decades in this region (Mikkonen et al.,
2015). Warmer spring temperatures bear however an increased
risk of early spring frosts damage due to earlier de-hardening
(Schlyter et al., 2006). In trees with top dieback symptoms,
(t/bn)* and cell wall thickness benefited as well from high
precipitation in August, however also from low precipitation
and temperature in September. Wall thickening in cold climates
(e.g., at the treeline) can last until end of August to mid of
September (Gindl et al., 2000; Treml et al, 2015), in mild
continental temperate climate up to October (Cuny et al., 2012).
Wimmer and Grabner (2000) found a positive relationship
between mean ring wood density, that was tightly correlated with
(t/bp)? in our study (Figure 4F), and precipitation in August
for Norway spruce grown in Germany at low altitudes. Due
to the negative relationship between wall thickness and ring
width (Table 2) it is however questionable to conclude logically
that wet Augusts favor cell wall thickening. Note that dry early
summer periods were often followed by wet late summer periods
(Supplement Figure 2).

To sum up, climate had a poor effect on cell wall thickness,
but quite a strong effect on (hydraulic) tracheid diameters. In
both tree groups, high September precipitation in the previous
growing season resulted in significantly hydraulically less safe
annual rings. Climate-hydraulic proxy relationships shall be
tested on other conifer species, since the dynamics of xylogenesis
are surprisingly homogeneous among conifer species of the
northern hemisphere, although dispersions from the average are
observed (Rossi et al., 2013).

Are Trees Prone to Top Dieback
Opportunists?

We found striking differences in the chronologies of hydraulic
proxies between healthy looking and declining tress. However
wall thickness and radial (hydraulic) lumen diameters and thus
(t/by;)?* did not differ significantly between the two tree groups.
On contrary, mean tangential (hydraulic) lumen diameters and
(t/byy)? differed extremely between 2000 and 2004 (Figure 6).
During this period, trees with top dieback symptoms invested
fewer carbohydrates in hydraulic safety, as indicated by the high
predictive quality of b; and (¢/by)? for Psq (Table 2, Figure 4C).
Quite unexpected was the strategy of trees with top dieback for
producing wider hydraulic lumen diameters; our results suggest
that Norway spruce has two opportunities to maintain hydraulic
efficiency: either fewer anticlinal cell divisions or enlargement in
the radial direction of tracheids produced by periclinal divisions.

Fewer anticlinal cell divisions are probably associated with a
decreasing trend of annual growth with age (Keunecke et al.,
2009) but might be also interpreted as “opportunistic strategy”
as it is obviously less costly since trees with top dieback produced
wood with lower (¢/by)? (6L) and thus wood density (Hentschel
et al.,, 2014; Rosner et al., 2014). Climate correlations were found
for tangential (hydraulic) lumen in trees with top dieback but
not in healthy looking trees. Wall thickness was only marginally
affected by climate, therefore, trees with top dieback consequently
produced wood with lower (¢/by)*> when e.g., water supply in
previous year’s September and current May was sufficient. This
“opportunistic strategy” can be a risky investment regarding
hydraulic safety since it can lead to lower survival prospects
under the impact of an extreme sudden drought. Mature Norway
spruce needs at least 10 annual rings for axial water transport
(Bertaud and Holmbom, 2004). Due to irreversible embolism
(Choat et al., 2015) or quite slow recovery from drought induced
embolism (reviewed in Zwieniecki and Secchi, 2015), hydraulic
conductivity might get lost forever in more vulnerable annual
rings or in the most conductive parts of a given annual ring. This
can result in an impairment of the water supply of the crown and
finally to reduced growth. Healthy looking trees might have been
better prepared for the dry July months in 2005/6 (Figure 2),
since they produced hydraulically safer wood in the period 2000-
2004 as indicated by significantly higher (¢/by,)> (Figure 6L). In
accordance, from 2005, annual increment took a different course
in trees with top dieback (Figure 6A).

The concept of “opportunistic strategy” is not in line with
the more anisohydric behavior (Tardieu and Simonneau, 1998)
of trees with top dieback symptoms since they tended to spend
water; they had a predisposition to less strict stomatal control
(Hentschel et al., 2014). Aguadé et al. (2015) underline the
intertwining of physiological mechanisms leading to drought-
induced conifer mortality and the difficulty of isolating their
contribution under field conditions. According to McDowell
et al. (2008), mechanisms that cause mortality in trees are
carbon starvation, i.e., failure to maintain metabolism or defense
reaction due to prolonged negative carbohydrate balance, and
hydraulic failure. Both processes are likely coupled when conifers
become vulnerable to pests and extreme climate (McDowell
et al,, 2016). Anisohydric strategy should be coupled with a
more hydraulically safe design in order to avoid conductivity
loss during severe droughts when more negative water potentials
develop in the tracheids, whereas isohydric behavior, i.e., a more
strict control of water loss through stomatal closure, should
demand less safe wood (Tardieu and Simonneau, 1998). However,
recent studies show that shifts rather than a clear separation
between isohydry and anisohydry exist (McDowell, 2011; Klein,
2014; Martinez-Vilalta et al., 2014; Sevanto et al., 2014). Carbon
starvation is closely linked to water supply in the plant, since
water is necessary for transport of non-structural carbohydrates
(carbon reserves) in the secondary phloem (Hartmann et al.,
2013a; Sevanto et al, 2014). Whereas catastrophic hydraulic
failure in Norway spruce can occur in above-ground tissues,
belowground tissues (roots) can die from carbon starvation,
indicating that mortality mechanisms are not defined at the
organism level but rather within tree compartments (Hartmann

Frontiers in Plant Science | www.frontiersin.org

10

June 2016 | Volume 7 | Article 831


http://www.frontiersin.org/Plant_Science
http://www.frontiersin.org
http://www.frontiersin.org/Plant_Science/archive

Rosner et al.

Plasticity of Spruce Hydraulic Vulnerability

et al., 2013b). In accordance, in trees with top dieback, higher
fine-root mortality was found (Godbold et al., 2014). The abrupt
change from a rather dry period (2005/6) to an extremely wet
year in 2007 could have influenced root vitality negatively and
could have made trees more vulnerable to biotic agents. Whatever
finally caused top dieback, the process was favored by the risky
combination of less strict stomatal control (Hentschel et al., 2014)
and by the “opportunistic strategy” of producing more vulnerable
wood when e.g., precipitation in the previous year’s September
and in early summer was high.

Is breeding for Higher Hydraulic Safety

Possible?

Concerning different, probably genetically determined, wood
formation characteristics of healthy looking and declining trees
prior to drought stress (under sufficient water supply), the
question arises if it was possible to breed Norway spruce or other
conifer species for higher hydraulic safety (Dalla-Salda et al.,
2011; Montwé et al., 2016). Wood density (Rosner et al., 2014)
or (t/by;)? could be easily applicable screening tools and early
selection for wood density is highly effective from rings 6-7 in
Norway spruce (Chen et al., 2014). Starting at that age, selecting
individuals for higher hydraulic safety in trunkwood could be
thus possible.

Trunkwood safety covers however only one aspect of drought
sensitivity related to hydraulic architecture (Hacke et al.,, 2015),
and selected trees shall be tested for their hydraulic performance
in field experiments. In a recent study on potted 3-year-old
seedlings, limited variation at the family level indicates that
the response to drought is quite conservative within Norway
spruce, which may limit breeding opportunities for increased
drought resistance (Chmura et al., 2016). At that young age,
hydraulic safety is however anyway very high and hydraulic
structure-function relationships (e.g., with density) are masked
by mechanical demands of the young trunk (Rosner, 2013). It
must be also considered, that in mature Norway spruce wood,
density (and thus (#/b)?) is genetically negatively correlated with
growth (Hannrup et al., 2004; Rosner et al., 2014). When selecting
such conifer species for higher hydraulic safety, reduction in
growth might have to be taken into account (Montwé et al.,
2016). Guiding breeding programs requires also much more
knowledge on stress physiology of a given species with focus on
carbohydrate supply within a tree during different stress levels
and the processes related to recovery from embolism at the
cellular and whole plant level (Zwieniecki and Secchi, 2015).

CONCLUSIONS AND OUTLOOK

Regarding the aims of our study, (i) to develop proxies for Ps
based on anatomy and (ii) to test these proxies for their plasticity
regarding climate, in order to (iii) interpret annual variations
of hydraulic proxies related to top dieback, we arrived at the
following conclusions.

(i) The high predictive quality of (t/b)? based on tangential lumen
diameters for Ps5p implies, that, if we solely focus on radial
cell dimensions as basis for this proxy we will lose a lot

(

of information regarding hydraulic vulnerability of Norway
spruce trunkwood. Calculating a mean diameter (e.g., derived
from the lumen area), is preferable to the radial diameter,
since information of the tangential diameter is included. The
next step is to test these relationships within a given species,
thus between different organs of a tree, and on other conifer
species.

Proxies for vulnerability to cavitation (Psp) are influenced by
climate. Traits associated with P5) were strongest related to
precipitation in September of the previous growing season
(high precipitation results in more vulnerable annual rings
in the next season) but not to temperature. Warm but not
too wet Septembers could result in higher carbon fixation
with little impact on the hydraulic vulnerability of the annual
ring formed in next season. High temperatures in April had
a positive impact on all (¢/b)? traits. Norway spruce might
be thus able to adapt to some extent to warmer spring
temperatures that have been observed recently in this region.
To our knowledge, this was the first attempt to analyze
climate-hydraulic proxy relationships; similar studies shall be
carried out for other conifer species.

Investigating hydraulic vulnerability in a narrow time window
may lead to misinterpretations on a plant’s predisposition
to drought stress under the impact of extreme climatic
events, whereas chronologies of reliable vulnerability proxies
(proofed by practical experiments!) are helpful to draw the
whole picture. For instance, in 2010, trees prone to dieback
were hydraulically less vulnerable than healthy looking trees
indicated by their higher (t/by;)?; this lower vulnerability
developed however throughout a stress history starting from
2005. If one would investigate the year 2010 exclusively,
the picture was as expected: anisohydry (less strict stomatal
control) coupled with lower vulnerability to cavitation. Higher
(t/bp)* was however the reaction to prolonged stress and
not a general strategy to avoid drought stress. In fact,
trees prone to top dieback produced less hydraulically safe
wood under sufficient water supply (before 2005). This
“opportunistic strategy” of producing more vulnerable wood
when e.g., precipitation in the previous September and in
May was high together with less strict stomatal control
might have triggered top dieback. It remains to be tested
if hydraulic survival strategies of individual trees of a
given species change over time depending on their stress
history.

(ii)
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AUTHOR CONTRIBUTIONS

LD, SS had the project idea, were responsible for the project
design, proposal writing and project management. JS, KA, IB, LD,
and SR contributed to field work (site selection, tree selection,
coring, harvesting, and sample pre-preparation), in that regard,
site and tree selection was one of the biggest challenges. Hydraulic
measurements were conducted by SR. SL was responsible for
sample preparation for SilviScan measurements. RE assessed
the SilviScan dataset and gave important input concerning
data analyses. OT provided climate raw data and calculated

Frontiers in Plant Science | www.frontiersin.org

11

June 2016 | Volume 7 | Article 831


http://www.frontiersin.org/Plant_Science
http://www.frontiersin.org
http://www.frontiersin.org/Plant_Science/archive

Rosner et al.

Plasticity of Spruce Hydraulic Vulnerability

daily water deficits. The dataset was analyzed by SR after pre-
preparation steps done by JS, OT, and RE. All authors contributed
to the interpretation of the results. SR wrote a first draft of
the manuscript; thereafter all authors revised the first draft by
rewriting, discussion and commenting. All authors were involved
in re-writing the text and creating new graphs after the first
revision of the reviewers. All authors agree on the contents of this
manuscript.

FUNDING

This study was mainly financed by the Norwegian
Research Council (project “Dieback in Norway spruce”,
No. 199403), by the Norwegian Forest Owners Research
Fund “Skogtiltaksfondet”, six regional funds in Norway
(Fylkesmannen), by the Austrian Science Fund FWF (V146-B16)
and by the CZ Ministry of Education (No. 6215648902).
The research leading to these results has also received
funding (employment of SL) from the European Union’s
Seventh Framework Programme for research, technological
development and demonstration under grant agreement n°
284181 (“Trees4Future”). The contents of this publication reflect
only the authors’ views and the European Union is not liable
for any use that may be made of the information contained
therein.

REFERENCES

Aguadé, D., Poyatos, R., Gome, M., Oliva, J., and Martinez-Vilalta, J. (2015). The
role of defoliation and root rot pathogen infection in driving the mode of
drought-related physiological decline in Scots pine (Pinus sylvestris L.). Tree
Physiol. 35,229-242. doi: 10.1093/treephys/tpv005

Andreassen, K., Solberg, S., Tveito, O. E., and Lystad, S. L. (2006). Regional
differences in climatic responses of Norway spruce (Picea abies L.
Karst) growth in Norway. Forest Ecol. Managem. 222, 211-221. doi:
10.1016/j.foreco.2005.10.029

Anfodillo, T., Carraro, V., Carrer, M., Fior, C., and Rossi, S. (2006). Convergent
tapering of xylem conduits in different woody species. New Phytol. 169,
279-290. doi: 10.1111/j.1469-8137.2005.01587.x

Anfodillo, T., Petit, G., and Crivellaro, A. (2013). Axial conduit widening in
woody species: a still neglected anatomical pattern. IJAWA J. 34, 352-364. doi:
10.1163/22941932-00000030

Bertaud, F., and Holmbom, B. (2004). Chemical composition of earlywood and
latewood in Norway spruce heartwood, sapwood and transition zone wood.
Wood Sci. Techn. 38, 245-256. doi: 10.1007/s00226-004-0241-9

Borja, 1., Svétlik, J., Nadezhdin, V., Eermék, J., Rosner, S., and Nadezhdina,
N. (2016). Sap flux - a real time assessment of health status in Norway
spruce. Scand. ]. Forest Res. 31, 450-457. doi: 10.1080/02827581.2015.11
30851

Bouche, P. S., Larter, M., Domec, J.-C., Burlett, R., Gasson, P., Jansen, S., et al.
(2014). A broad survey of hydraulic and mechanical safety in the xylem of
conifers. J. Exp. Bot. 65, 4419-4431. doi:10.1093/jxb/eru218

Britez, M. R. D., Sergent, A.-S., Martinez-Meier, A., Bréda, N., and Rozenberg,
P. (2014). Wood density proxies of adaptive traits linked with resistance
to drought in Douglas fir (Pseudotsuga menziesii (Mirb.) Franco). Trees 28,
1289-1304. doi: 10.1007/s00468-014-1003-4

Carrer, M., von Arx, G., Castagneri, D., and Petit, G. (2015). Distilling
allometric  and from time
conduit size: the standardization issue and its relationship to tree
hydraulic architecture. Tree Physiol. 35, 27-33. doi: 10.1093/treephys/
tpul08

environmental information series  of

ACKNOWLEDGMENTS

This work has been carried out under the framework of the
COST FP1106 network STReESS. We thank Rainer Hentschel
for assistance in the field and helpful discussions. We also
thank both reviewers for carefully reading our manuscript and
helpful suggestions. Ute Sass-Klaasen is thanked for additional
important comments on the content on the manuscript and her
careful editorial work.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: http://journal.frontiersin.org/article/10.3389/fpls.2016.
00831

Supplement Figure 1 | Mean monthly precipitation and daily water deficit
from 1957 to 2015 of Sande and Hoxmark sites (gray areas or bars). Red
lines indicate the year 1992, where early summer was extremely dry, blue lines
indicate the extremely wet year 2007.

Supplement Figure 2 | Mean monthly temperature (A), precipitation (B) and
daily water deficit during the vegetation period (May-September) of years
1989-2010. Bars represent mean values for Sande and Hoxmark.

Supplement Table 1 | Information on the origin of the wood beam sample
set for calculation of P5g and anatomical proxies from the SilviScan data

set (n = 19) of 12 trees, where six trees were healthy looking and six trees
showed signs of top dieback.

Castagneri, D., Petit, G., and Carrer, M. (2015). Divergent climate response
on hydraulic-related xylem anatomical traits of Picea abies along a 900-m
altitudinal gradient. Tree Physiol. 35, 1378-1387. doi: 10.1093/treephys/tpv085

Chen, Z.-Q., Gil, M. R. G., Karlsson, B., Lundgyvist, S. O., Olsson, L., and Wu,
H. X. (2014). Inheritance of growth and solid wood quality traits in a large
Norway spruce population tested at two locations in southern Sweden. Tree
Genet. Genomes 10, 1291-1303. doi: 10.1007/s11295-014-0761-x

Chmura, D. J., Guzicka, M., McCulloh, K. A., and Zytkowiak, R. (2016). Limited
variation found among Norway spruce half-sib families in physiological
response to drought and resistance to embolism. Tree Physiol. 36, 252-266. doi:
10.1093/treephys/tpv141

Choat, B., Brodersen, C. R., and McElrone, A. R. (2015). Synchrotron X-
ray microtomography of xylem embolism in Sequoia sempervirens saplings
during cycles of drought and recovery. New Phytol. 205, 1095-1105. doi:
10.1111/nph.13110

Choat, B., Jansen, S., Brodribb, T. J., Cochard, H., Delzon, S., Bhaskar, R., et al.
(2012). Global convergence in the vulnerability of forests to drought. Nature
491:752-755. doi: 10.1038/nature11688

Churakova, O. V., Eugster, W., Zielis, S., Cherubini, P., Etzold, S., Saurer, M., et al.
(2014). Increasing relevance of spring temperatures for Norway spruce trees
in Davos, Switzerland, after the 1950s. Trees 28, 183-191. doi: 10.1007/s00468-
013-0941-6

Cochard, H., Badel, E., Herbette, S., Delzon, S., Choat, B., and Jansen, S. (2013).
Methods for measuring plant vulnerability to cavitation: a critical review. J. Exp.
Bot. 64, 4779-4791. doi: 10.1093/jxb/ert193

Cuny, H. E., Rathgeber, C. B. K., Lebourgeois, F., Fortin, M., and Fournier, M.
(2012). Life strategies in intra-annual dynamics of wood formation: example of
three conifer species in a temperate forest in north-east France. Tree Physiol.
32, 612-625. doi: 10.1093/treephys/tps039

Dalla-Salda, G., Fernandez, M. E., Sergent, A.-S., Rozenberg, P., Badel, E., and
Martinez-Meier, A. (2014). Dynamics of cavitation in a Douglas-fir tree-ring:
transition-wood, the lord of the ring? J. Plant Hydraul. 1:e-0005. Available
online at: http://jplanthydro.org/articleub/view/31

Dalla-Salda, G., Martinez-Meier, A., Cochard, H., and Rozenberg, P. (2011).
Genetic variation of xylem hydraulic properties shows that wood density

Frontiers in Plant Science | www.frontiersin.org

June 2016 | Volume 7 | Article 831


http://journal.frontiersin.org/article/10.3389/fpls.2016.00831
http://jplanthydro.org/articleub/view/31
http://www.frontiersin.org/Plant_Science
http://www.frontiersin.org
http://www.frontiersin.org/Plant_Science/archive

Rosner et al.

Plasticity of Spruce Hydraulic Vulnerability

is involved in adaptation to drought in Douglas-fir (Pseudotsuga menziesii
(Mirb.)). Ann. For. Sci. 68, 747-757. doi: 10.1007/513595-011-0091-1

Domec, J.-C., and Gartner, B. L. (2002a). Age- and position-related changes
in hydraulic versus mechanical dysfunction of xylem: inferring the design
criteria for Douglas-fir wood structure. Tree Physiol. 22, 91-104. doi:
10.1093/treephys/22.2-3.91

Domec, J.-C., and Gartner, B. L. (2002b). How do water transport and water storage
differ in coniferous earlywood and latewood ? J. Exp. Bot. 53, 2369-2379. doi:
10.1093/jxb/erf100

Domec, J.-C., Warren, J. M., Meinzer, F. C., and Lachenbruch, B. (2009). Safety for
xylem failure by implosion and air-seeding within roots, trunks and branches
of young and old conifer trees. IJAWA J. 30, 101-120. doi: 10.1163/22941932-
90000207

Evans, R. (1994). Rapid measurement of the transverse dimensions of tracheids
in radial wood sections from Pinus radiata. Holzforschung 48, 168-172. doi:
10.1515/hfsg.1994.48.2.168

Evans, R. (1999). A variance approach to the X-ray diffractometric estimation of
microfibril angle in wood. Appita J. 52, 283-289.

Gautbhier, S., Bernier, P., Kuuluvainen, T., Shvidenko, A. Z., and Schepaschenko,
D. G. (2015). Boreal forest health and global change. Science 349, 819-822. doi:
10.1126/science.aaa9092

Gindl, W., Grabner, M., and Wimmer, R. (2000). The influence of temperature on
latewood lignin content in treeline Norway spruce compared with maximum
density and ring width. Trees 14, 409-414. doi: 10.1007/s004680000057

Godbold, D. L., Cermak, J., Andreassen, K., Dalsgaard, L., Gessler, A., Hentschel,
R., et al. (2014). “Norway spruce dieback: the root perspective” in Sixth
Symposium on Physiological Processes in Roots of Woody Plants, September 8-13,
Nagoya.

Gricar, J., Prislan, P., deLuis, M., Gryc,V., Hacurovd, J., Vavrcik, H., et al.
(2015). Plasticity in variation of xylem and phloem cell characteristics of
Norway spruce under different local conditions. Front. Plant Sci. 6:730. doi:
10.3389/fpls.2015.00730

Hacke, U. G,, and Jansen, S. (2009). Embolism resistance of three boreal conifer
species varies with pit structure. New Phytol. 182, 675-686. doi: 10.1111/.1469-
8137.2009.02783.x

Hacke, U. G., Lachenbruch, B., Pitterman, J., Mayr, S., Domec, J.-C., and Schulte,
P. J. (2015). “The Hydraulic Architecture of Conifers,” in Functional and
Ecological Xylem Anatomy, ed U. G. Hacke (Cham: Springer International
Publishing), 39-75.

Hacke, U. G., Sperry, J. S., Pockman, W. T., Davis, S. D., and McCulloh, K.
A. (2001). Trends in wood density and structure are linked to prevention
of xylem implosion by negative pressure. Oecologia 126, 457-461. doi:
10.1007/5004420100628

Hannrup, B., Cahalan, C., Chantre, G., Grabner, M., Karlsson, B., Le Bayon, I, et al.
(2004). Genetic parameters of growth and wood quality traits in Picea abies.
Scand. ]. For. Res. 19, 14-29. doi: 10.1080/02827580310019536

Hartmann, H., Ziegler, W., Kolle, O., and Trumbore, S. (2013a). Thirst beats
hunger - declining hydration during drought prevents carbon starvation in
Norway spruce saplings. New Phytol. 200, 340-349. doi: 10.1111/nph.12331

Hartmann, H., Ziegler, W., and Trumbore, S. (2013b). Lethal drought leads to
reduction in nonstructural carbohydrates in Norway spruce tree roots but not
in the canopy. Funct. Ecol. 27, 413-427. doi: 10.1111/1365-2435.12046

Hentschel, R., Rosner, S., Kayler, Z. E., Andreassen, K., Borja, I, Solberg, S., et al.
(2014). Norway spruce physiological and anatomical predisposition to dieback.
Forest Ecol. Managem. 322, 27-36. doi: 10.1016/j.foreco.2014.03.007

Henttonen, H. M., Makinen, H., and Nojd, P. (2009). Seasonal dynamics of
the radial increment of Scots pine and Norway spruce in the southern and
middle boreal zones in Finland. Can. J. For. Res. 39, 606-618. doi: 10.1139/
X08-203

Heres, A.-M., Camarero, J. J., Lopez, B. C., and Martinez-Vilalta, J. (2014).
Declining hydraulic performances and low carbon investments in tree rings
predate Scots pine drought-induced mortality. Trees 28, 1737-1750. doi:
10.1007/s00468-014-1081-3

IPCC (2013). “Climate change 2013: the physical science basis,” in Contribution of
Working Group I to the Fifth Assessment Report of the Intergovernmental Panel
on Climate Change, eds T. F. Stocker, D. Qin, G.-K. Plattner, M. Tignor, S. K.
Allen, J. Boschung, A. Nauels, Y. Xia, V. Bex and P. M. Midgley (Cambridge;
New York, NY: Cambridge University Press), 1535.

Jyske, T., and Holttd, T. (2015). Comparison of phloem and xylem hydraulic
architecture in Picea abies stems. New Phytol. 205, 201-215. doi:
10.1111/nph.12973

Jyske, T., Mékinen, H. Kalliokoski, T., and N¢jd, P. (2014).
annual tracheid production of Norway spruce and Scots pine across a
latitudinal gradient in Finland. Agricult. For. Meteorol. 194, 241-254. doi:
10.1016/j.agrformet.2014.04.015

Kauppi, P. E., Posch, M., and Pirinen, P. (2016). Large impacts of climatic
warming on growth of boreal forests since 1960. PLoS ONE 9:e111340. doi:
10.1371/journal.pone.0111340

Keunecke, D., Evans, R, and Niemz, P. (2009). Microstructural properties of
common yew and Norway spruce determined with SilviScan. JAWA J. 30,
165-178. doi: 10.1163/22941932-90000212

Klein, T. (2014). The variability of stomatal sensitivity to leaf water potential
across tree species indicates a continuum between isohydric and anisohydric
behaviours. Funct. Ecol. 28, 1313-1320. doi: 10.1111/1365-2435.12289

Kolb, K. J., and Sperry, J. S. (1999). Transport constraints on water use by the
Great Basin shrub, Artemisia tridentata. Plant Cell Environ. 22, 925-925. doi:
10.1046/j.1365-3040.1999.00458 x

Lachenbruch, B., and McCulloh, K. A. (2014). Traits, properties, and performance:
how woody plants combine hydraulic and mechanical functions in a cell, tissue,
or whole plant. New Phytol. 204, 747-764. doi: 10.1111/nph.13035

Larson, P. R. (1994). The Vascular Cambium-Development and Structure. Berlin:
Springer.

Lundgren, C., (2004). Cell wall thickness and tangential and radial cell diameter
of fertilized and irrigated Norway spruce. Silva Fenn. 38, 95-106. doi:
10.14214/s£.438

Mikinen, H., N6jd, P., Kahle, H. P., Neumann, U,, Tveite, B., Mielikdinen, K., et al.
(2002). Radial growth variation of Norway spruce (Picea abies (L.) Karst.) across
latitudinal and altitudinal gradients in central and northern Europe. Forest Ecol.
Managem. 171, 243-259. doi: 10.1016/S0378-1127(01)00786-1

Mikinen, H., N6jd, P., and Saranpag, P. (2003). Seasonal changes in stem radius
and production of new tracheids in Norway spruce. Tree Physiol. 23, 959-968.
doi: 10.1093/treephys/23.14.959

Martinez-Vilalta, J., Poyatos, R., Aguadé, D., Retana, J., and Mencuccini, M. (2014).
A new look at water transport regulation in plants. New Phytol. 204, 105-115.
doi: 10.1111/nph.12912

Mayr, S., and Cochard,H. (2003). A new method for vulnerability analysis of
small xylem areas reveals that compression wood of Norway spruce has lower
hydraulic safety than opposite wood. Plant Cell Environ. 26, 1365-1371. doi:
10.1046/j.0016-8025.2003.01060.x

Mayr, S., Rothart, B., and Damon, B. (2003). Hydraulic efficiency and safety of
leader shoots and twigs in Norway spruce growing at the alpine timberline.
J. Exp. Bot. 54, 2563-2568. doi: 10.1093/jxb/erg272

Mayr, S., Schmid, P., Laur, J., Rosner, S., Charra-Vaskou, K., Damon, B., et al.
(2014). Uptake of water via branches helps timberline conifers refill embolized
xylem in late winter. Plant Physiol. 164, 1731-1740. doi: 10.1104/pp.114.236646

McDowell, N. G. (2011). Update on Mechanisms of Vegetation Mortality.
Mechanisms linking drought, hydraulics, carbon metabolism, and vegetation
mortality. Plant Physiol. 155, 1051-1059. doi: 10.1104/pp.110.170704

McDowell, N. G., Williams, A. P., Xu, C., Pockman, W. T., Dickman, L. T,,
Sevanto, S., et al. (2016). Multi-scale predictions of massive conifer mortality
due to chronic temperature rise. Nat. Climate Change 6, 295-300. doi:
10.1038/nclimate2873

McDowell, N., Pockman, W. T., Allen, C. D., Breshears, D. D., Cobb, N., Kolb,
T., et al. (2008). Mechanisms of plant survival and mortality during drought:
why do some plants survive while others succumb to drought? New Phytol. 178,
719-739. doi: 10.1111/j.1469-8137.2008.02436.x

Meinzer, F. C., and McCulloh, K. A. (2013). Xylem recovery from drought-induced
embolism: where is the hydraulic point of no return? Tree Physiol. 33, 331-334.
doi: 10.1093/treephys/tpt022

Mencuccini, M., Grace, J., and Fioravanti, M. (1997). Biomechanical and hydraulic
determinants of tree structure in Scots pine: anatomical characteristics. Tree
Physiol. 17,105-113.

Mikkonen, S., Laine, M., Makeld, H. M., Gregow, H., Tuomenvirta, H., Lahtinen,
M., et al. (2015). Trends in the average temperature in Finland, 1847-2013.
Stoch. Environ. Res. Risk Assess. 29, 1521-1529. doi: 10.1007/s00477-014-
0992-2

Intra-

Frontiers in Plant Science | www.frontiersin.org

June 2016 | Volume 7 | Article 831


http://www.frontiersin.org/Plant_Science
http://www.frontiersin.org
http://www.frontiersin.org/Plant_Science/archive

Rosner et al.

Plasticity of Spruce Hydraulic Vulnerability

Montwé, D., Isaac-Renton, M., Hamann, A., and Spiecker, H. (2016). Drought
tolerance and growth in populations of a wide-ranging tree species indicate
climate change risks for the boreal north. Global Change Biol. 22, 806-815. doi:
10.1111/gcb.13123

Pammenter, N. W., and Vander Willigen, C. (1998). A mathematical and statistical
analysis of the curves illustrating vulnerability of xylem to cavitation. Tree
Physiol. 18, 589-593. doi: 10.1093/treephys/18.8-9.589

Pitterman, J., Sperry, J. S., Wheeler, J. K., Hacke, U., and Sikkema, E. H. (2006).
Mechanical reinforcement of tracheids compromises the hydraulic efficincy
of conifer xylem. Plant Cell Environ. 29, 1618-1628. doi: 10.1111/j.1365-
3040.2006.01539.x

Rosner, S. (2013). Hydraulic and biomechanical optimization in Norway spruce
trunkwood: a review. IAWA J. 34, 365-390. doi: 10.1163/22941932-00000031

Rosner, S., Karlsson, B., Konnerth, J., and Hansmann, C. (2009). Shrinkage
processes in standard-size Norway spruce wood specimens with
different vulnerability to cavitation. Tree Physiol. 29, 1419-1431. doi:
10.1093/treephys/tpp077

Rosner, S., Klein, A., Miiller, U., and Karlsson, B. (2008). Tradeoffs between
hydraulic and mechanical stress response of mature Norway spruce trunkwood.
Tree Physiol. 28, 1179-1188. doi: 10.1093/treephys/28.8.1179

Rosner, S., Luss, S., Svétliik, J., Andreassen, K., Borja, I, Dalsgaard, L., et al. (2016).
Chronology of hydraulic vulnerability in trunk wood of conifer trees with and
without symptoms of top dieback. J. Plant Hydraul. 3:e-001. Available online at:
http://jplanthydro.org/articleub/view/68

Rosner, S., Svitlik, J., Andreassen, K., Borja, L., Dalsgaard, L., Evans, R., et al. (2014).
Wood density as a screening trait for drought sensitivity in Norway spruce.
Can. ]. For. Res. 44, 154-161. doi: 10.1139/cjfr-2013-0209

Rossi, S., Anfodillo, T., Cufar, K., Cuny, H. E., Deslauriers, A., Fonti, P., et al.
(2013). A meta-analysis of cambium phenology and growth: linear and non-
linear patterns in conifers of the northern hemisphere. Anna. Bot. 112,
1911-1920. doi: 10.1093/aob/mct243

Rossi, S., Deslauriers, A., Gricar, J., Seo, J., Rathgeber, C. B. K., Anfodillo, T, et al.
(2008). Critical temperatures for xylogenesis in conifers of cold climates. Global
Ecol. Biogeogr. 17, 696-707. doi: 10.1111/j.1466-8238.2008.00417.x

Schlyter, P., Stjernquist, I., Barring, L., Jonsson, A. M., and Nilsson, C. (2006).
Assessment of the impacts of climate change and weather extremes on boreal
forests in northern Europe, focusing on Norway spruce. Climate Res. 31, 75-84.
doi: 10.3354/cr031075

Sevanto, S., McDowell, N. G., Dickman, L. T., Pangle, R., and Pockman, W. T.
(2014). How do trees die? A test of the hydraulic failure and carbon starvation
hypotheses. Plant Cell Environm. 37, 153-161. doi: 10.1111/pce.12141

Solberg, S. (2004). Summer drought: a driver for crown condition and mortality
of Norway spruce in Norway. Forest Pathol. 34, 93-104. doi: 10.1111/j.1439-
0329.2004.00351.x

Stinziano, J. R, Hiiner, N. P. A,, and Way, D. A. (2015). Warming delays
autumn declines in photosynthetic capacity in a boreal conifer, Norway
spruce (Picea abies). Tree Physiol. 35, 1303-1313. doi: 10.1093/treephys/
tpv118

Tardieu, F., and Simonneau, T. (1998). Variability among species of stomatal
control under fluctuating soil water status and evaporative demand: modelling
isohydric and anisohydric behaviours. J. Exp. Bot. 49, 419-432. doi: 10.1093/jxb

Treml, V., Kagpar, J., KuZelova, H., and Gryc, V. (2015). Differences in
intra-annual wood formation in Picea abies across the treeline ecotone,
Giant Mountains, Czech Republic. Trees 29, 515-526. doi: 10.1007/s00468-01
4-1129-4

Vysotskaya, L. G., and Vaganov, E. A. (1989). Components of the variability of
radial cell size in tree rings of conifers. [AWA Bull. 10, 417-428.

Wilkinson, S., Ogée, J., Domec, J.-C., Rayment, M., and Wingate, L. (2015).
Biophysical modelling of intra-ring variations in tracheid features and wood
density of Pinus pinaster trees exposed to seasonal droughts. Tree Physiol. 35,
305-318. doi: 10.1093/treephys/tpv010

Wimmer, R., and Grabner, M. (2000). A comparison of tree-ring features in Picea
abies as correlated with climate. IAWA J. 21, 403-416. doi: 10.1163/22941932-
90000256

Zang, C., Pretzsch, H., and Rothe, A. (2012). Size-dependent responses to summer
drought in Scots pine, Norway spruce and common oak. Trees 26, 557-569. doi:
10.1007/500468-011-0617-z

Zwieniecki, M. A., and Secchi, F. (2015). Threats to xylem hydraulic function
of trees under ‘new climate normal’ conditions. Plant Cell Environm. 38,
1713-1724. doi: 10.1111/pce.12412

Conflict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.

Copyright © 2016 Rosner, Svétlik, Andreassen, Borja, Dalsgaard, Evans, Luss, Tveito
and Solberg. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in
other forums is permitted, provided the original author(s) or licensor are credited
and that the original publication in this journal is cited, in accordance with accepted
academic practice. No use, distribution or reproduction is permitted which does not
comply with these terms.

Frontiers in Plant Science | www.frontiersin.org

14

June 2016 | Volume 7 | Article 831


http://jplanthydro.org/articleub/view/68
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://www.frontiersin.org/Plant_Science
http://www.frontiersin.org
http://www.frontiersin.org/Plant_Science/archive

	Novel Hydraulic Vulnerability Proxies for a Boreal Conifer Species Reveal That Opportunists May Have Lower Survival Prospects under Extreme Climatic Events
	Introduction
	Materials and Methods
	Study Sites, Plant Material, and Sampling
	Vulnerability to Cavitation (P50)
	Anatomical Investigations with SilviScan Technology and Dataset of Potential Proxies
	Statistical Analyses and Numbers of Samples

	Results
	Relationship between P50, Growth and Anatomical Traits
	Water Deficit in Years Studied (1990–2010)
	Climatic Sensitivity of Hydraulic Traits in Healthy Looking Trees and Trees with Top Dieback Symptoms
	Chronologies of Ring Width and Anatomical Traits in Healthy Looking Trees and Trees with Top Dieback Symptoms

	Discussion
	Conduit Wall Reinforcement: Focus on Tangential Tracheid Diameter
	Annual Variation of Hydraulic Vulnerability Is Triggered by Climate
	Are Trees Prone to Top Dieback Opportunists?
	Is breeding for Higher Hydraulic Safety Possible?

	Conclusions and Outlook
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References


