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Global separation of plant transpiration from
groundwater and streamflow
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Current land surface models assume that groundwater, streamflow
and plant transpiration are all sourced and mediated by the same
well mixed water reservoir—the soil. However, recent work in
Oregon' and Mexico” has shown evidence of ecohydrological sepa-
ration, whereby different subsurface compartmentalized pools of
water supply either plant transpiration fluxes or the combined
fluxes of groundwater and streamflow. These findings have not
yet been widely tested. Here we use hydrogen and oxygen isotopic
data *H/'H (8°H) and '%0/'°0 (§'%0)) from 47 globally distrib-
uted sites to show that ecohydrological separation is widespread
across different biomes. Precipitation, stream water and ground-
water from each site plot approximately along the 5°H/3'%0 slope
of local precipitation inputs. But soil and plant xylem waters
extracted from the 47 sites all plot below the local stream water
and groundwater on the meteoric water line, suggesting that plants
use soil water that does not itself contribute to groundwater
recharge or streamflow. Our results further show that, at 80% of
the sites, the precipitation that supplies groundwater recharge and
streamflow is different from the water that supplies parts of soil
water recharge and plant transpiration. The ubiquity of subsurface
water compartmentalization found here, and the segregation of
storm types relative to hydrological and ecological fluxes, may be
used to improve numerical simulations of runoff generation,
stream water transit time and evaporation-transpiration parti-
tioning. Future land surface model parameterizations should be
closely examined for how vegetation, groundwater recharge and
streamflow are assumed to be coupled.

Freshwater fluxes via plant transpiration (45,000 km®yr™", ref. 3,
t0 62,000 km? yr ', ref. 4), streamflow (37,000 km? yr~ ' to 40,000 km®
yr', refs 5, 6) and groundwater recharge (12,000km’>yr~' to
16,200 km® yrfl, ref. 7) are central components of the terrestrial
hydrosphere. Understanding the sources of water and processes that
govern each component is important for predicting the effects of global
change on water security and ecosystem services’. One of the most
useful tools for quantifying water-cycle components and the linkages
between plant ecology and physical hydrology is stable-isotope tra-
cing®. Global isotopic databases developed over the past 60 years® have
enabled continental-scale assessments of transpiration/evaporation
ratios* and the recycling of rainfall back into the atmosphere'°.

While global sets of precipitation’®, streamflow® and groundwater"’
data are now available for analysis, measurements of plant xylem

Table 1 | Key information on 47 globally distributed isotopic data sets

waters (that is, water moving within plants) remain dispersed through-
out the primary, specialist literature. Synthesizing global groundwater,
streamflow and plant xylem water isotopic data is important because
recent watershed-based case studies have shown evidence of eco-
hydrological separation*—meaning that the soil water that supplies
plant transpiration is isolated from the water that recharges ground-
water and replenishes streamflow. These two recent field studies both
showed that plant transpiration is supplied by waters within unsat-
urated soils, but that local streamflow and groundwater were supplied
by mobile water (linked to infiltrating precipitation) that moves
through the soil seemingly unmixed with the waters that are retained
in the soil.

Compartmentalization of a poorly mobile plant transpiration water
pool versus a highly mobile stream/groundwater pool, if widespread,
would challenge existing land surface model parameterizations that
assume that plants and streams draw from a single, well mixed subsur-
face water reservoir'. If true, such widespread ecohydrological sepa-
ration would also have implications for isotope-based assessments of
evaporation/transpiration ratios that rely on well mixed systems®.
Here, we use a new global isotope database to test the ecohydrological
compartmentalization hypothesis: that the isotopic composition of
waters that supply plant transpiration differs from that of waters
that supply groundwater and streamflow. The global ecohydrological
isotope database consists of "*0/*°O and *H/'H ratios for plant xylem
water (n = 1,460), soil water (n=1,830), stream water (n = 336),
groundwater (n = 2,749) and precipitation (n = 488) at 47 globally
distributed locations (Table 1, Fig. 1).

Our approach is predicated on the knowledge that precipitation §*H
and 8'%0 values (see Methods for definitions) co-vary along a regres-
sion line with a 5°H/5"®0 slope of eight (this is the global meteoric
water line, GMWL)". The physical process of evaporation occurs
under disequilibrium, produces a strong kinetic isotope effect that
yields 3°H/5"%0 slopes of less than eight'?, and results in a situation
in which water samples that have undergone some evaporation plot
‘below’ the regression line of precipitation isotopic data. We use this
well known difference between the meteoric water line and the local
evaporation line as a key marker for ecohydrological compartmenta-
lization".

Figure la-d shows isotopic data for groundwater, stream water,
plant xylem water and soil water from our compiled database.
Globally, headwater streams and groundwater plot approximately

Biome Number of papers RH (%) MAT (°C) MAP (mmyr—1) LMWL slope Plant 82H (%o) Soil 82H (%o) Stream 52H (%o) GW 82H (%o)
Arid 7 49+85 13+52 314 (89) 8.0(0.3) —66 (39) —44 (51) —-73(15) —27 (50)
Mediterranean 6 58+ 7.3 15+4.0 331 (157) 7.1(2.5) —48(19) -43(27) —46 (24) -31(17)
Temperate forests 17 58+85 89+50 533 (692) 8.2 (0.8) —79 (36) -79(23) -91 (48) -84 (41)
Temperate grasslands 7 56+5.1 1638 478 (662) 7.1(0.5) —28(18) —28(10) —-22(14) —-30(41)
Tropics 10 65=11 23+38 1350 (1340) 8.2(0.3) —34(33) —38(64) -7.4(30) —14(10)

RH, relative humidity; MAT, mean annual temperature; MAP, mean annual precipitation; LMWL, local meteoric water line; GW, groundwater. Values are mean = 1 s.d. or median (interquartile range).
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Figure 1|3'®0 and 8°H values of groundwater,
stream water, plant xylem water and soil water

at 47 globally distributed sites. The median
(interquartile range) 8'%0 and 5°H values are:

a, groundwater: —7.7 (7.4), —51.5 (62.6),

n = 2,749; b, stream water: —6.2 (8.8), —37.1
(66.9), n = 336; ¢, plant xylem water: —5.5 (6.1),
—50.6 (50.6), n = 1,460; d, soil water: —7.5 (7.4),
—63.9 (52.2), n = 1,830. The inset in a shows

the locations of 47 globally distributed stable
isotopic data sets. The histogram borders show
partitioning of the data sets at 30 identical intervals
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along the GMWL. These patterns suggest that stream water and
groundwater follow the local precipitation input signal"®. Plant xylem
and soil waters extracted from the 47 studies plot below the regression
of global meteoric waters—a result of the strong kinetic isotope effect
via the process of evaporation'*.

To quantify the similarities or differences between waters used by
plants and waters that contribute to groundwater and streamflow, we
use a site-by-site comparison based on a precipitation offset'®:

Precipitation offset= [SZH—a 818O—b} /S (1)

where a and b are the slope and y intercept, respectively, calculated
from monthly measurements of §'*0 and §°H from local precipitation
at each study site, and S is one standard deviation measurement uncer-
tainty for both §'®0 and 8”H. The precipitation offset describes the
difference in the isotopic composition of environmental waters from
that of local precipitation, which has, by definition, a precipitation
offset of zero. The precipitation offset can distinguish hydrological
processes that occur under chemical equilibrium (for example, the

ligg
-5 0 5 10 or bins. The global meteoric water line (GMWL"?)
is also shown. V-SMOW, Vienna-standard
mean ocean water.
-5 0 5 10

condensation of vapour'®) from hydrological processes that occur
under disequilibrium (for example, evaporation'’). Plant transpiration
does not affect the precipitation offset, whereas the evaporation of
meteoric water near the land surface results in precipitation offset
values of less than zero. By comparing the local precipitation offsets
of our four water types (that is, soil water, plant xylem water, stream
water and groundwater), we can use the stable isotopes to distinguish
evaporated waters from non-evaporated waters and to test whether
streamflow, groundwater and plant transpiration are supplied by one
well mixed subsurface water reservoir, or more than one water res-
ervoir (namely water that is retained in the soil and water that
recharges groundwater and discharges in streams).

Figure 2 shows that plant xylem water offsets (median, interquartile
range, P<0.0001 using nonparametric Steel-Dwass method)
(—5.6,4.7) and soil water offsets (—6.2, 4.4) are significantly different
from the offsets of groundwater (—1.8, 3.2) and stream water (0.22,
3.7) in all five of the biomes represented by the 47 sites in our database.
Of our 47 sites, 40 have groundwater precipitation offsets that are
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statistically distinct (P < 0.05 using two-tailed homoscedastic/het-
eroscedastic tests, as applicable) from both soil water and plant xylem
water precipitation offsets. Our analysis is suggestive of a widespread
occurrence of ecohydrological separation—that is, poor and incom-
plete mixing of subsurface water, with one reservoir of water sustain-
ing plant transpiration, and another contributing to groundwater
recharge and streamflow. On a site-by-site basis, groundwater and
stream water have a precipitation offset that is on average respect-
ively 5.4 and 4.8 higher (that is, closer to zero) than do soil and plant
xylem waters. The greatest differences between the precipitation off-
sets of streamwater/groundwater and plant xylem/soil water are
found in the tropical and Mediterranean biomes (7.7 and 5.4, respect-
ively), with smaller differences observed in the arid, temperate grass-
land, and temperate forest biomes (3.6, 2.4 and 1.6 on average,
respectively).

Recent work has shown that different storm types contribute dis-
proportionately to groundwater recharge (see, for example, refs 11,
18). Some studies have shown that more intense storms dominate
groundwater recharge'®; others present evidence to the contrary®™.
While our analyses do not allow us to associate storm intensity with
either plant transpiration or groundwater recharge fluxes, we can
nevertheless trace the isotopic composition of the precipitation from
which plant xylem water originated. We calculated the intersection
points of local plant xylem evaporation lines with local meteoric water
lines (LMWLs)—that is, plant xylem & source value (see Extended
Data Fig. 1 and Methods):

8*H intercept = 8°H — m 80 (2)

5'80 intercept = [52H intercept—b| /a (3)

where m, a and b are the slope of the evaporation line, the LMWL
slope, and the LMWL intercept, respectively.

The results of this analysis show that at 80% of the sites (see
Extended Data Table 1; 37 of 46 sites) where plant xylem water o
source values can be calculated, groundwater isotope values (median,
interquartile range, P << 0.05 using nonparametric Wilcoxon method)
(=52, 63%o0 5°H) are statistically different from plant xylem water &
source values (—82, 83%o 52H). This suggests that, in many cases (see,
for example, Extended Data Fig. 2), ecologically and hydrologically
important precipitation is segregated in both space and time, even
before these waters become further segregated in the subsurface for
plant transpiration or for groundwater recharge and streamflow (see
Methods and Extended Data Figs 2 and 4).

We also use equations (2) and (3) to trace the isotopic composition
of precipitation from which soil water originated—that is, the soil
water & source value. We find that at 83% of the sites (Extended
Data Table 1; 29 of 35 sites) where soil water isotopic data are available,
soil water & source values (—104, 96%o 6°H) are statistically different
from groundwater isotope values. The significant difference between
soil water & source and groundwater isotope values suggests that some
forms of precipitation that recharge the subsurface may be more
important than others to plant transpiration fluxes. We assess the
uncertainties in parameter m (equation (2)) and find overall average
uncertainties of 1.07%o for "0 and 5.54%o for 8°H (26). These are
slightly less than, but somewhat comparable to, the prediction uncer-
tainties in precipitation isotope values (1.17%o for 5 0 and 9.4%o for
&%H; ref. 20).

Plants regulate water fluxes from the subsurface to the atmosphere*.
Our discovery that ecohydrological separation is widespread through-
out the terrestrial water cycle has major implications for isotope-
based estimates of runoff sources'?, streamwater residence times?!
and evaporation/transpiration partitioning®. Recent estimates* of
catchment-scale transpiration/evapotranspiration (T/ET) ratios have
followed an assumption of well mixed water stores within the critical
zone, consistent with most land surface parameterizations'’ our
findings fundamentally challenge this assumption as it relates to
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catchment-based evapotranspiration partitioning®*>** and most land

surface models™. Our work would suggest that downstream water
isotope compositions are biased towards precipitation and ground-
water source contributions, and do not reflect the composition of water
seen in soil. This in turn casts doubt on the estimates of transpiration/
evapotranspiration made in other studies if based solely on isotope
data, meaning that evapotranspiration partitioning based on down-
stream water isotope compositions may not represent an integrated
catchment-wide isotopic signature as widely applied.

Notwithstanding these issues, our general finding that transpira-
tion comprises the greatest fraction of terrestrial evapotranspiration
is reinforced by the lines of evidence discussed in ref. 4, and by the
results of land surface models (terrestrial T/ET of 59% to 80%; refs 24,
25), atmospheric vapour isotope measurements (European T/ET of
62%; ref. 26), global syntheses of stand-level transpiration measure-
ments (terrestrial T/ET of roughly 61%; ref. 3), and some but not all
general circulation models (see refs 27, 28). Although transpiration
is, indeed, the largest component of terrestrial evapotranspiration®,
our results show that the mechanisms by which such partitioning
takes place, and links to other components of the water cycle”, are
still poorly understood. These combined findings point the way
towards the research that is needed to understand the ecophysiolo-
gical basis of ecohydrological separation across biomes. Finally, our
results also suggest that existing land surface model parameteriza-
tions of plant physiological processes and runoff® (that is, stream-
flow) can be made more realistic through the incorporation of
ecohydrological separation.

Online Content Methods, along with any additional Extended Data display items
and Source Data, are available in the online version of the paper; references unique
to these sections appear only in the online paper.
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METHODS

Data compilation and treatment. We performed a keyword-based search of
published literature for stable water isotopes in ecology and hydrology. Because
ecohydrological separation®” is based on the offset of a water sample from the local
meteoric water line (that is, ‘precipitation offset”®; equation (1)), we included only
dual-isotope findings and excluded papers that used either 5°H or §'%0 alone.
Stable isotope values from the 47 papers found were then extracted in one of two
ways: first, where data were reported in tabular form, we compiled the data directly
into the database; second, where plant xylem and soil water isotope data were not
reported in tabular form, we used a graphical user interface to extract data points
from figures in the original paper. We then calculated the precipitation offset
values on the basis of equation (1). The measurement uncertainty S in equation
(1) was calculated as:

S= [(SZH analytical error)2 + (8"®H analytical error)z] ’ (4)

Reported analytical errors for 3°H and §'®0 are 1%o and 0.2%o on average,
respectively.

We extracted groundwater isotope data for 45 of 47 sites either from the com-
piled papers (n = 24) or from the comprehensive global groundwater database
(n=21) of ref. 11. Of the 21 groundwater data sets compiled using the latter
database, 16, 2, 1 and 2 data sets are within a 200-, 300-, 400- and 500-km radius
of actual study sites. The radii within which groundwater data were extracted were
chosen so that we could build groundwater data sets for most of the 47 sites in our
database. To test whether or not the choice of radii imposed a scale-dependent
variation (that is, bias) in isotopic trends, we performed a sensitivity analysis by
calculating the precipitation offset values of groundwater at distances of 25, 50 and
100km. We found that precipitation offset values of groundwater did not
differ statistically in space. That is, precipitation offset of groundwater at 25km
(—3.5*+22, n=688) was not statistically different from precipitation offset
at 50km (—2.5*24, n=1605), 100km (—2.4=*24, n=3,295), 200km
(—2.7 %22, n=6,598), 300km (—2.5*+ 4.5, n=12,000), 400km (—2.8 £ 4.6,
n =18,239) and 500 km (—2.8 = 4.8, n = 24,000). This scale-invariant behaviour
of groundwater precipitation offset supported our choice of radii in building the
data sets for 45 of 47 sites in our database. It also reinforced one of the key messages
of this work, in that groundwater isotopes generally fall along the local meteoric
water line.

To show that plant transpiration water and groundwater recharge are related to
different storm types, we traced the precipitation & source value of plant xylem
water by calculating the intersection points of local evaporation lines with local
meteoric water lines (LMWLs) (equations (2) and (3); Extended Data Fig. 1). Ona
site-by-site basis, we compared the calculated precipitation & source value of plant
xylem water and soil water with the mean groundwater § value (Extended Data
Table 1).

Comparing plant xylem water 8 source values with mean groundwater § values
requires intuitively that both should be situated as close to each other as possible at
a site. The distance of groundwater wells to actual study sites in our database,
however, varies from 0 km to almost 500 km. To test whether our approach of
comparing both isotope composition values was statistically robust, we ran a
sensitivity analysis by comparing plant xylem water 6 source values with only
the closest groundwater well to a given site. Increasing the radii between actual
study sites and sites of groundwater measurements was then used as a critical
evaluation metric for the approach (Extended Data Fig. 3). Our results showed
that, for five increasing radii ranges between the actual xylem water study site and
groundwater well site, the differences (median (interquartile ranges), absolute
8*H%o) between plant xylem water § and groundwater & values (24 (29), n =7;
30 (30), n=8; 31 (42), n=7; 21 (22), n =9; 23 (40), n = 11) are not statistically
different from each other (P > 0.90, Tukey-Kramer honest significant difference).
This suggests that our approach in comparing plant xylem water & source values
(that is, xylem evaporation line intercept with LMWL) and mean groundwater
value at a site is valid. We underline that this does not imply that groundwater
isotope values are invariant in space, but rather that the mean difference between
plant xylem water 8 source values and mean groundwater values is invariant in
space (statistically not different), as shown in Extended Data Fig. 3.

We make a distinction between the two phenomena: ‘segregation’ of storm
types and ‘ecohydrological separation’. The former is related to source precipita-
tion analysis (equations (2) and (3)), the latter to the fate of these waters either as
groundwater or for plant transpiration (equation (1)). Segregation of storm types
and ecohydrological separation in space is ubiquitous in the global data set. We are
unable to test for both phenomena in time because of limitations in the available
information in the compiled source papers. That is, if a source paper has data for at
least two time points (usually contrasting moisture time points) then we can use
such information to explore temporal contrasts (38 of 47 sites). For the 38 sites
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that satisfy this criterion, both storm-type segregation and ecohydrological sepa-
ration exist in 30 and 32 of 38 sites, respectively (P < 0.05 using nonparametric
Wilcoxon Method).

We recognize that non-weighted plant xylem water isotope values would be
biased towards values where transpiration rates are low. To test the robustness of
the precipitation offset parameter, we also calculate the transpiration-amount-
weighted isotopic composition of plant xylem water (Syyi(weightea)) Using compiled
long-term, global, biome-level transpiration rate estimates:

Z{,: 6x 1(i T;
5xyl(weighted) = 1231”7},’['()1 (5)

i=1
where 8,y1(;) represents the isotopic composition of xylem water during sampling
month 7, and T; represents the amount of transpiration during month i. As illu-
strated in Fig. 2, both transpiration-amount-weighted and non-weighted plant
xylem precipitation offsets are statistically different from zero, supporting our
primary conclusion that plant transpiration water chemistries are different from
groundwater and streamflow at 40 of 47 locations. We use no amount weighting
on groundwater isotope values, in agreement with observations that showed
little change in groundwater isotopic composition on timescales of years and
decades®>.

To trace the fate of water after precipitation (that is, either as groundwater
recharge or as plant water uptake), we quantified the precipitation offset from
the LMWL (equation (1)). We confirmed ecohydrological separation at a study
site if plant xylem water and soil water isotopic composition fall below the regres-
sion of 5’H and §'®0 values in local precipitation on the LMWL.

Conventional notation for isotope composition is used where 8 = (Ryample/
Ryandard — 1) X 1,000%o, where R is the ratio of "*0/'°0 (8'®0) or ?H/'H (8*H)
in the sample, or in the international standard (Vienna-standard mean ocean
water, V-SMOW).

Statistical analysis. Parametric requirements of normality and equal variances,
particularly for aggregate precipitation offset values, are not satisfied via attempts
to transform the data. Testing whether group means are located similarly
across groups is performed using nonparametric tests, which use functions of
the response ranks (or rank scores). A Kruskal-Wallis/Steel-Dwass method is
performed to test whether or not the precipitation offset values of the water
types—groundwater, stream water, plant xylem water and soil water—differ stat-
istically from each other. We perform a similar nonparametric test (Dunn all pairs
for joint ranks method) by computing ranks on all the data. The results are the
same as those from the pairwise method Kruskal-Wallis/Steel-Dwass test. To test
whether each water type is statistically different from zero (that is, the precipitation
offset value of local precipitation), the Dunn method for joint ranking is per-
formed. The test shows that plant xylem water and soil water are statistically
different from zero, while groundwater and stream water are not statistically
different from zero. This test result supports the interpretation that groundwater
and stream water fall along the 5°H/3'°O slopes of local meteoric water lines, while
plant xylem water and soil water fall ‘below’ the slopes of this linear regression. The
same method is also used to test for statistical significance of precipitation
offset values of each water type across biomes. These nonparametric tests are
based on ranks and control for the overall alpha level (o = 0.05). The Dunn
method, which reports P values after a Bonferroni adjustment, is used to correct
for multiple testing problem that may arise from an inflated type I error rate
(0.0001 = P=10.05). Where parametric requirements are met, particularly for
intrasite tests on water types, Student’s t/ Tukey-Kramer HSD tests are performed
as applicable. Uncertainty estimation, particularly for equations (2) and (3) para-
meters, is performed with the jack-knifing approach®.

A mechanism for ecohydrological separation. Partial mixing of ‘new’ (incom-
ing) and ‘old’ (resident) water in the subsurface is rarely considered in conceptual
models®*. Our key finding that groundwater/stream water and soil/plant uptake
water are fundamentally (physically and temporally) separated supports the
dynamic partial mixing model of ref. 37. In fact, it was the contrasting conclusions
drawn by ref. 1 compared with those of refs 38 and 39 regarding the mixing
mechanisms that led the authors of ref. 37 to propose the use of the following
dimensionless mixing coefficient Cyy;, controlled mainly by soil moisture content:

Sy
o — HCwi
erf [ Stms T (6)
aCr.iV/2

where Sy and Sy, are actual storage and storage capacity within the root zone,
respectively; uCyi; and 6Cy; are location and shape parameters, respectively; and
i is the storage compartment. Equation (6) is applied to tracer (for example, stable
water isotopes) balance equations, which may then enable functional comparisons
amongst other alternative diagnostic models (for example, the more widely used
complete mixing model).

1 1
=373
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Our precipitation offset parameter analysis (equation (1)) is used to modify
equation (6) by substituting the precipitation offset value of soil water for the
N
Sy,

‘max

term

aCr.iV/2

where |P,| is the absolute value of precipitation offset parameter. This results in a
dimensionless mixing coefficient Cy; value that decreases as precipitation offset
|Py| value increases. When Cy; is applied in tracer mass balance equations (as
outlined in ref. 37), mixing between ‘new’ and ‘old’ water increases as soil moisture
decreases; or, conversely, separation between ‘new’, ‘fast-flowing’ waters and ‘old’,
‘matrix’ waters increases with higher antecedent soil moisture. The persistence of
‘old” water within the soil matrix and reduced participation in dispersive and
diffusive exchange with preferential flow path water lead to continued exposure
to evaporation (stage 1, capillary action, and stage 2, vapour diffusion). For details
regarding evaporation from porous media, see ref. 40.

Our conceptual formulation as outlined in equation (7) is supported by the
results of our precipitation offset analysis. Our analysis provides a site-by-site
(Extended Data Table 2) and biome-level (Extended Data Table 3) quantification
of the magnitude of separation—and, by extension, mixing—between ground-
water recharge and stream discharge, and the water that recharges the soil matrix
and is being taken up by plants for transpiration. Extended Data Table 3 shows
that in soils of the arid biome, the precipitation offset value is highest (that is, closer
to zero); conversely, in soils of the humid tropics where antecedent soil wetness is
high, the precipitation offset value is lower. Calculating the dimensionless mixing
coefficient Cyy; using the precipitation offset values in Extended Data Table 3 and
plugging these values into equation (7) supports the observation that in the dry
soils of the arid biome, mixing between new, fast-flowing waters and old, matrix
waters increases. The opposite is true for the other extreme, in humid tropical soils,
where antecedent soil wetness is high. In general, because plants in our compiled
database use soil water, these precipitation offset trends in soils are therefore
consistent with plant xylem water data. That is, the magnitude of ecohydrological
separation—plants using evaporated soil water that is isotopically distinct from
groundwater recharge and stream discharge—increases with antecedent soil wet-
ness. The relationship between soil wetness and the dimensionless mixing coef-
ficient Cyy,; is discussed in detail and tested with actual, long-term catchment-level
data in ref. 37. However, we state a caveat: the use of the precipitation offset
parameter in equation (7) may be considered as a coarse (first-order) approxi-
mation given the nonlinear relationship between evaporative loss and the precip-
itation offset parameter.

While ref. 1 was the first paper to develop the ecohydrological separation
concept and was relatively successful at proposing a mechanistic explanation for
the observed results, other work has shown that such a mechanism may not
universally explain the observed ecohydrological separation. For example, ref. 2
also found ecohydrological separation in a seasonally dry cloud forest in Mexico;
these authors argued that the mechanism proposed in ref. 1 was not likely to
explain the observed isotopic separation in their study®. The plant xylem water
values in ref. 1 are more enriched than most of the soil water values—the opposite
case to ref. 2. If the ‘first in, last out’ mechanism proposed by ref. 1 was correct, then
the measured plant xylem values should have matched those of (or at least be
bounded by) the measured soil water values. Their data suggest that this was not
the case. In contrast, the authors of ref. 2 observed their plant xylem water values to
lie completely in between precipitation and bulk soil water values. The aggregate
result (Extended Data Fig. 4) from our global data set lends support more to the
interpretation of ref. 2 than to that of ref. 1.

Water extraction techniques. As underlined in our central message, plant xylem
water and soil water isotopes plot ‘off the LMWLs, supporting the idea of a
widespread occurrence of ecohydrological separation on a global scale. This find-
ing is true across the different techniques used to extract water out of soil and plant
stem samples in our data set. The authors of ref. 1 argued that plant transpiration is
supplied by ‘tightly bound’ waters within unsaturated soils. This interpretation
was inferred from the laboratory technique used to extract water out of a soil
sample (cryogenic vacuum distillation), which uses suction pressures that are
orders of magnitude greater than those used in other field techniques (for example,
suction lysimetry). Potential nuances in the fidelity of water extraction from soil
samples using existing laboratory techniques have recently been explored* .
These findings suggest that soil physicochemical characteristics may contribute
to isotopic fractionation, specifically with respect to §'*0. We explored the rela-
tionship between water extraction techniques and plant xylem water/soil water
380 in our data set. Extended Data Fig, 5 shows the plant xylem water/soil water
380 values using a liquid-vapour equilibration technique from cryogenic vacuum

11 Py|—uCw,i
CM,,._E_Eerf<M> )

distillation and azeotropic distillation. Although there are statistically significant
differences (P < 0.0001, nonparametric Dunn method for joint ranking) between
both cryogenic vacuum (n = 2,640) and azeotropic distillation (n = 441), and
liquid-vapour equilibration methods (1 = 204), there is no significant difference
in plant xylem water 8'%0 between the two more widely used techniques, cryo-
genic vacuum and azeotropic distillation (P = 0.35, nonparametric Dunn method
for joint ranking). Despite these differences in 5'*0 of plant xylem water and soil
water with respect to water extraction techniques, both water types plot ‘off’ the
LMWL in dual-isotope space. This suggests that ecohydrological separation exists
beyond any differences in soil water 5'%0 that are related to different water
extraction techniques.

Global map of plant xylem water 8°H and 8'®0. For the first time, to our
knowledge, we provide not only a global map of plant xylem 8°H and §'%0, but
also their relationship to respective LMWLs as integrated in the precipitation
offset parameter—a fundamental descriptor of ecohydrological separation
(Extended Data Fig. 6). Our compilation of global plant xylem §°H and §'*0
may complement other existing large-scale isotopic data sets from precipitation*
and streams®, in pursuing future research questions related to plant-water rela-
tions from continental to global scales.
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Extended Data Figure 1 | Schematic representation of tracing the isotopic
composition of source precipitation. Plant xylem water isotopic values plot
on a linear regression called the evaporation line. The point on the local
meteoric water line (LMWL) where the plant xylem water evaporation line
intersects provide a good approximation of the mean isotopic value of plant
xylem source precipitation. The same method is used in tracing the soil water
d source value.
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Extended Data Figure 2 | Tracing the isotopic composition of plant xylem  amount-weighted average precipitation (yellow star), GMWL (solid black line)

source precipitation versus mean groundwater value. Plant xylem water and LMWL (dashed black line). This is an example of a case in Oregon, USA
(grey triangles, n = 88) plotted in §'%0-8?H space. Shown are the mean plant ~ (ref. 1) where mean groundwater isotope value is more positive than plant
xylem source precipitation value (green triangle with error bars, =1 s.d., xylem source precipitation value. This is the case in 41 of 47 sites in our

n = 88), mean groundwater value (blue circle with error bars, +1s.d.,n = 271),  database.
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Extended Data Figure 3 | The difference between plant xylem §-source show the extents of outliers. Also shown are median (interquartile range) values
precipitation values and mean groundwater 3°H values, plotted against (P> 0.90, Tukey-Kramer honest significant difference) for five (n =7; n = 8;
increasing distance of groundwater locations from actual plant xylem study  n =7; n=9; n = 11) arbitrary distance ranges.

sites. The extents of the boxes show the 25th and 75th percentiles; whiskers
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Extended Data Figure 4 | Groundwater and plant xylem source
precipitation. Plot of §'%0 versus 8°H for global plant xylem water (green
triangles, n = 1,460), soil water (grey circles, n = 1,830), and groundwater
(blue circles, n = 2,749). Also shown are the isotopic composition of source
precipitation that leads to groundwater recharge (blue circle with error bars,

mean * 1s.d.) and precipitation that leads to plant water uptake (green triangle
with error bars, mean * 1 s.d.). The inset shows the linear regression of
plant xylem water and soil water, forming distinct evaporation lines (ELs)
whereby, at a site level, plant xylem water is completely bounded by soil water.
Also shown are GMWL and LMWL in the main plot and inset, respectively.

©2015 Macmillan Publishers Limited. All rights reserved



LETTER

30 (%o-VSMOW)

\
=
1

-20

-3.7(7.2) -3.2(3.0) -5.4 (5.4) -7.8(7.1) -10.7 (3.1) -10.6 (4.2)
N = 264 N =177 N =1079 N = 1561 N =112 N =92
Azeotropic distillation Cryogenic vacuum distillation Liquid-vapor equilibration

Extended Data Figure 5 | Comparison of plant xylem (black boxes) and soil  azeotropic distillation are not significantly different from each other (P = 0.35,
water (grey boxes) 3'%0, based on water extraction techniques. Cryogenic  nonparametric Dunn method for joint ranking). The extents of the boxes

vacuum (n = 2,640) and azeotropic distillation (n = 441) are significantly show the 25th and 75th percentiles; whiskers show the extents of outliers. Also
different from liquid-vapour equilibration methods (n = 204) (P < 0.0001, shown are median (interquartile range) values for each water type and water
nonparametric Dunn method for joint ranking). Cryogenic vacuum and extraction technique.
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Extended Data Figure 6 | Global map of plant xylem water precipitation offsets from 47 study sites.
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Extended Data Table 1 | Site-by-site source precipitation 5 values for plant xylem water, groundwater and soil water

Site ID Location F;Igg:c):ey:ggll-l)a Groundwater (5°H) ssootilr(‘:ﬂtlea:g;:ls) Grzlua:év\;:-ter Gr::;l]‘xa.ter
1 Texas A, US* -38 (27) 25 (1.8) 33 (27) N.S. *
2 Arizona A, US¥ 131 (16) -96 (22) 91 (11) w N.S.
3 Arizona B, US* -96 (43) -56 (13) -45 (53) * N.S.
4 Arizona-Utah, US* -125 (30) -81(0.5) -160 (24) o o
5 Northwest CN%° 91 (54) 81 (17) -30 (49) N.S. N.S.
6 Junggar Plain, CNS' -109 (9.9) -49 (13) -87 (40) w e
7 Ningxia Plain, CN52 -139 (26) -76 (15) -149 (21) o .
8 California A, USS? -86 (31) -44 (5.5) 57 (43) w w
9 Cape Town, ZA% -58 (29) -33 (20) - w -
10 Evora, PT® -46 (2.7) 29 (2.3) 51 (10) * *
1 Eyre Peninsula, AU%® -31(10) -24 (1) -15 (6.4) ** **
12 Mt. Natl Park, ZAS 18 (13) -18 (16) - N.S. -
13 Ordos Plateau, CN% -113 (33) -63 (13) 94 (34) * *
14 Hubei Province, CN%® 114 (34) -66 (6.8) -125 (50) i »
15 N. Carolina, US® 52 (13) -40 (4.1) 56 (12) * *
16 Beijing, CN®' -90 (6.4) -84 (23) 102 (8.1) * *
17 Guizhou Prov, CN®2 -152 (51) -49 (7.2) -145 (54) ** **
18 New Hampshire, US®® -103 (29) -52(9.2) - ** -
19 Shanxi Prov, CN% -98 (8.8) -62 (4.8) -108 (29) > >
20 Horqin, CN6 147 (21) 75 (8) 141 (41) w o
21 Queensland, AU®® -18 (23) -30 (3.3) - N.S. -
22 Sichuan A, CN®7 -120 (9.6) -86 (12) -131(33) o o
23 Colorado A, US® 214 (34) -107 (17) -190 (38) > w
24 Colorado B, US®® -156 (141) -92 (13) - " -
25 Sierre, CH™® -151 (39) -106 (5.8) -142 (56) o .
26 Oregon, US! -130 (10) -100 (53) -132 (36) * *
27 Sichuan B, CN"* -127 (10) -86 (12) 124 (11) w w
28 Pre-Alpine, IT7 - -56 (2.1) - - -
29 Utah, US™ -128 (69) -114 (23) N.S. -
30 California B, US™ 128 (21) -92 (8.4) 126 (49) w >
31 Victoria, AU -29 (32) -35(0.3) 43 (22) N.S. N.S.
32 Texas B, US™ 64 (12) 29 (2.6) - * -
33 Nebraska, US"” -134 (42) -73 (1) - N.S. -
34 River Murray A, AU -14 (40) 33 (7) 29 (49) N.S. N.S.
35 Texas C, US™® 25 (18) 17 (1.6) - - -
36 Texas D, US® -66 (37) -26 (3.8) -40 (29) * *
37 River Murray B, AU®" 42(7.7) -30 (3.3) -36 (14) * *
38 West Central, MX82 216 (43) 71 (23) 242 (105) * *
39 Niger®® 28 (4.9) -41 (16) -16 (25) o o
40 Limpopo, ZA% -64 (19) -19 (15) - b -
41 Cameroon® -45 (30) -15(2.7) - ** -
42 Guangxi A, CN# -146 (26) -49 (14) -104 (119) * N.S.
43 Luquillo-Susua, PR®’ 27 (19) -8.8 (7.5) -14 (26) * *
44 Veracruz, MX2 67 (23) 71 (23) -126 (53) N.S. *
45 Guangxi B, CN#® -105 (45) -49 (7.2) -142 (113) » w
46 Rio de Janeiro, BR® -32 (44) 15 (2.7) 10.4 (23) » "
47 Sardinilla, PA® 54 (22) 15 (2.7) 58 (29) w w

Plant xylem and soil water & source precipitation values (median, interquartile range) are calculated using equations (2) and (3). The last two columns show whether or not the source precipitation values are
statistically different amongst the three water compartments. N.S., not significant. Superscript numbers after site locations refer to the source paper (refs 46-90).
**Denotes statistically significant difference (x = 0.05).
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Extended Data Table 2 | Site-by-site soil water precipitation offset

values
Site ID Precip offetsoi

1 6.2(1.1)
2 -0.2(1.8)
3 -4.1(1.6)
4 -7.4(1.9)
5 0.7 (4)

6 -5.6(5.4)
7 -1.5(0.6)
8 -7.5(1.6)
10 -5.5 (3)

1 -3.6(0.2)
13 -0.8(1.2)
14 -4.5(1)

15 -3(0.9)

16 -1.4(0.7)
17 -6 (1.1)

19 -4.5(1.3)
20 1.78 (1.2)
22 9.7 (1.2)
23 6.5 (0.6)
25 -1.1(1.1)
26 5.6 (1)

27 -4.7 (0.6)
28 6.4 (0.3)
30 -4(2.4)

31 5.4 (1)

34 -5.5(1)

36 4.1(1.1)
37 -5 (1.3)

38 -3.9(0.8)
39 -2.4(2.5)
42 12 (3.3)
43 -8.2(0.9)
44 -10(1.2)
45 -8.4(1.4)
46 9.9 (2.5)
47 -3.3(0.8)

Values are median (interquartile range).
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Extended Data Table 3 | Biome-level soil water precipitation offset

values
Biome Precip offetsi
Arid -3.7 (4.6)
Mediterranean -7 (3.6)
Temperate forests -5.2 (2.4)
Temperate grasslands -5.1(1.1)
Tropics -9.3(2.2)

Values are median (interquartile range).
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