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Differential 18O enrichment of leaf cellulose in C3 versus C4 grasses
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Abstract. We show that differences in the oxygen isotope ratio of leaf water between C3 and C4 grasses (five
species of each photosynthetic type) become less distinct as relative humidity increases, and that 18O leaf water
differences translate directly to the oxygen isotope ratio of leaf cellulose. A conceptual model is presented that is
based on grass blade growth characteristics and observed patterns of progressive enrichment in grasses. The
Barbour and Farquhar (2000) model was capable of explaining the oxygen isotope ratio of bulk leaf cellulose of C3
and C4 grasses grown under a variety of growth conditions.
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Introduction
Recently, Helliker and Ehleringer (2000) observed that
oxygen isotope ratios (δ18O) of bulk leaf water (the whole
grass blade, from ligule to tip) in C3 and C4 grasses grown in
the same, controlled, low relative humidity environment,
were significantly different from each other. Leaf water of
C4 grasses was consistently more 18O enriched than in C3
grasses, with the extent of this 18O enrichment a linear
function of both leaf length and interveinal distance. Our
hypothesis was that differences in interveinal distance in
grasses, in concert with progressive 18O enrichment of leaf
water along the leaf, account for the unexpected C3/C4
differences in bulk leaf water. This was largely a Péclet
effect (Farquhar and Lloyd 1993; Barbour et al. 2000) where
the smaller interveinal distances of C4 grasses (smaller
effective pathlength for back-diffusion) allowed for greater
mixing of 18O-enriched water in stomatal complexes and
‘18O-unenriched’ vein water. The greater mixing of enriched
and unenriched water pools results in an overall greater 18O
enrichment moving up the leaf. This results in slightly more
18O enriched bulk leaf water in C grasses.
4
Previous survey studies on organic oxygen isotope ratios
have identified a distinct 5–8‰ difference in the oxygen
isotope ratio of leaf cellulose (δ18Ocl) values of C3 and C4
plants grown in the same environment (Sternberg and
DeNiro 1983; Sternberg et al. 1984a, b). Because the
previously observed δ18Ocl differences between C3 and C4
plants were similar in magnitude to the leaf water differences

observed by Helliker and Ehleringer (2000), we hypothesized that the C3 and C4 leaf water differences in grasses
would be recorded directly as cellulose 18O differences.
However, previous cellulose studies had concentrated
primarily on C3 dicots and C4 grasses, making it unclear
whether those observed δ18Ocl differences were the result of
differences in photosynthetic pathway, plant microclimate
associated with height differences, plant morphology, or
combinations of these parameters. Additionally, Yakir et al.
(1990a) showed no significant difference between the δ18Ocl
of well watered versus drought-stressed plants, even though
there were substantial differences in the level of leaf water
18O enrichment between the two treatments.
In aquatic leaves, where evaporative enrichment of leaf
water is not a factor,
δ18Ocl = δ18Owl + εO

(1)

where δ18Ocl and δ18Owl represent the oxygen isotope ratio
in leaf cellulose and bulk leaf water, respectively, and εO was
approximately 27‰ (Yakir and DeNiro 1990). The fractionation factor, εO, is an equilibrium fractionation resulting
from the exchange of the oxygen in a carbonyl group with
the surrounding oxygen in medium water (DeNiro and
Epstein 1981; Sternberg 1989). The oxygen isotope ratio of
leaf water in aerial leaves is a function of known kinetic and
equilibrium fractionation factors and the physical environment (Craig and Gordon 1965; Farris and Strain 1978;
Farquhar et al. 1989; Yakir et al. 1990b; Flanagan et al.
1991). Additionally, considerable heterogeneity can develop

Abbreviations used: HH, MH, LH, high, medium and low relative humidity, respectively; pex, proportion of exchangeable oxygen atoms during
cellulose synthesis; px, proportion of xylem and/or phloem water within the cells where cellulose is being synthesized; VPd, vapour pressure deficit;
εO, fractionation factor; δ18Ocl, δ18Owl, δ18Owx, oxygen isotope ratio of leaf cellulose, bulk leaf water and source water, respectively.
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across the aerial leaves (Luo and Sternberg 1992; Yakir
1992; Wang and Yakir 1995). In this case, the final δ18Ocl
need not follow Eqn 1 if the δ18O of bulk leaf water is not
representative of the isotopic signature of water at the site of
cellulose synthesis. For example, Yakir (1992) showed that
leaf cellulose δ18O of a maize leaf blade was 27.6‰, while
leaf water δ18O was 5.4‰, which is inconsistent with εO of
27‰.
To explain the final δ18O signature of grass blade bulk
leaf cellulose we must take into account both the developmental aspects of grass blade expansion and the dynamics of
leaf water 18O enrichment that are unique to grass blades
(Fig. 1). With the exception of the absolute tip of the leaf,
new growth in a grass blade occurs at the intercalary
meristem located at the base of the leaf (Fahn 1990), so that
the oldest portion of the leaf is the tip, and new cellulose is

added at the base. Superimposed on this growth pattern is
the large and distinct isotope enrichment that has been
observed along the length of the leaf, where the water at the
base of the leaf can be as much as 50‰ less enriched in 18O
than water at the tip (Helliker and Ehleringer 2000). Any
model that explains the δ18O of bulk leaf cellulose of grasses
must take into account the production of sucrose across the
leaf in an 18O-enriched water environment, and the use of
that sucrose to produce cellulose at the intercalary meristem,
a relatively unenriched water environment.
Recently, Barbour and Farquhar (2000) developed a
general biochemical model to explain δ18Ocl in plants:
δ18Ocl = δ18Owx + (δ18Owl – δ18Owx)(1 – pex × px) + εO (2)
where δ18Owx represents the isotope ratio of source water,
pex is the proportion of exchangeable oxygen atoms during

34‰
27‰
Sucrose is
translocated
basally for leaf
cellulose
synthesis

20‰
13‰

Intercalary meristem
water
δ18Owm = –8‰*

Bulk leaf water
δ18Owl = 16‰

7‰
–6‰

Culm water
δ 18Owx = –13‰
Fig. 1. Mechanistic model of cellulose formation in grass leaves. There is a high degree of
progressive enrichment where the leaf tip may be 40‰ more enriched than the leaf base. Sucrose
is formed in the highly enriched environment of the leaf and translocated to the intercalary
meristem for cellulose synthesis. The intercalary meristem is much less enriched than bulk leaf
water and the translocated sucrose. Hence, the cellulose formed is comprised of the oxygen
isotope ratio of the enriched leaf water and the considerably less enriched meristem water. δ18O
water values are from Zea mexicana (teosinte). *, meristem water value was assumed, not
measured.
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cellulose synthesis, and px is the proportion of xylem and/or
phloem water within the cells where cellulose is being
synthesized. In a best-fit analysis, Barbour and Farquhar
(2000) found pex × px to be 0.38 for cotton leaves. By
applying the Barbour and Farquhar model to five C3 and five
C4 grass species, we can access the ability of the model to
explain the bulk leaf cellulose δ18O in monocotyledonous
leaves, which have a distinctly different leaf expansion
pattern than dicotyledonous leaves.
In this study, the following questions were examined;
(i) how are C3/C4 18O leaf-water differences influenced by
relative humidity, (ii) are leaf water 18O differences recorded
as organic 18O differences and, (iii) can we successfully
model the δ18O signature of bulk leaf cellulose (defined as
the whole leaf from ligule to tip) of grass leaves with Eqn 2?
It was expected that as the evaporative gradient for water
loss decreased, overall 18O leaf-water enrichment would also
decrease and consequently, leaf water differences between
the two photosynthetic types would diminish. Furthermore,
it was expected that the leaf water δ18O signature would be
recorded in the organic δ18O signature of bulk leaf cellulose,
and that the δ18O of bulk leaf cellulose would follow Eqn 2.
Materials and methods
Plant material and growth conditions
In our experiments, we used five C3 grasses and five C4 grasses
(species listed in Table 1). For each species, n = 3 at each of three
growth environments, which will be referred to as high (HH), medium
(MH), and low (LH) relative humidity. The growth environment
characteristics were; (i) HH with a 24-h mean relative humidity of 99%
and temperature of 25.9°C, with a midday mean relative humidity of
Table 1. Leaf water δ18O of C3 and C4 grasses
The δ18O of bulk leaf water (from ligule to tip) for all grass species
examined, sampled mid-way through the experiment. Each value
represents a mean of three plants. C3 and C4 means are significantly
different at a growth humidity if followed by * (P<0.01). Source water
was –15.8‰

δ18Owl (‰)
Growth conditions
C3 grasses
Agropyron desertorum
Agrostis stolonifera
Alopecurus pratensis
Bromus inermis
Lolium multiflorum
C4 grasses
Andropogon gerardii
Bouteloua curtipendula
Eragrostis curvula
Leptochloa dubia
Muhlenbergia wrightii
C3 mean
C4 mean

HH

MH

LH

–9.4 ± 1.6
–9.7 ± 1.1
–9.2 ± 1.7
–9.0 ± 0.5
–9.2 ± 0.8

–9.0 ± 0.9
–7.3 ± 1.3
–8.1 ± 1.3
–7.2 ± 0.3
–8.8 ± 0.6

7.7 ± 1.6
9.2 ± 2.8
8.3 ± 3.6
8.2 ± 1.7
8.0 ± 1.2

–8.7 ± 0.8
–6.7 ± 0.9
–9.4 ±1.8
–8.4 ± 1.2
–9.0 ± 1.1

–7.6 ± 0.3
–7.7 ± 1.6
–8.2 ± 0.7
–7.7 ± 1.2
–8.0 ± 1.7

15.1 ± 3.7
12.7 ± 0.3
12.4 ± 4.2
14.2 ± 2.8
9.0 ± 2.6

–9.3 ± 1.0
–8.4 ± 1.4

–8.1 ± 1.1
–7.8 ± 1.1

8.3 ± 0.5
12.6 ± 3.2*

96% and temperature of 31.8°C with a leaf-to-air vapour pressure
deficit (VPd) of 0.2 kPa, (ii) MH environment with a 24-h mean
relative humidity of 87% and temperature of 24.7°C, with a midday
mean relative humidity of 81% and temperature of 30.1°C with a VPd
of 0.8 kPa, and (iii) LH environment with a 24-h mean relative
humidity of 37% and temperature of 22.1°C, with a midday mean
relative humidity of 34% and temperature of 23.1°C and a VPd of
2.6 kPa. Midday means represent the 2 h of the photoperiod where
maximum temperatures and minimum relative humidities were
achieved. Mean source water and atmospheric water vapour δ18O did
not differ significantly between chambers and were –15.8 and –27.4‰,
respectively.
To maintain an isotopically-constant water source for all plants,
plants were grown from germination in 1-L pots with a 1 :1:1 sterilized
soil/perlite/vermiculite mixture contained within 190-L open-top
plastic chambers (stock tanks; Rubbermaid Inc., Wooster, OH, USA).
The chambers had source-water entry and exit ports on either end, and
tap water was fed to each chamber at a rate of approximately 8 mL s–1.
The water level in the chambers was kept constant at a level that
submerged all but the upper 1.5 cm of the 1-L pots. Aquarium pumps
(2–4) oxygenated the source water in each chamber, with the airflow
separated into ten diffusers distributed evenly throughout the bottom of
the chambers. Thermocouples (wet and dry bulb) were placed at plant
height within each chamber to measure air temperature and relative
humidity throughout the experiments. Photon flux density at plant
height averaged approximately 1000 µmol m–2 s–1 (Li-Cor light sensor;
Lincoln, NE, USA) throughout a 16-h photoperiod. Thermocouples
and light sensor were averaged at 15-min intervals with a data logger
(Campbell Scientific model 21X; Logan, UT, USA).
For high HH and MH growth environments, Plexiglas tops were
sealed to the upper lips of the chambers. Relative humidity differences
between the HH and MH treatments were achieved simply by varying
the tightness of the seal between Plexiglas and the upper lip of the
chambers. In both the HH and MH environments, the aquarium pumps
were the sole source of O2 and CO2 for the plants. The [CO2] within
these chambers was monitored (Li-Cor 6252) to assure that CO 2
remained near ambient concentrations. The Plexiglas chamber tops had
two 20-cm2 removable Plexiglas insertions. These insertions were
replaced by soft plastic (Tygon; Saint-Gobain Performance Plastics,
Akron, OH, USA) sampling ports during leaf water sampling. By
sampling leaf water in this manner, any change in relative humidity or
chamber temperature during the sampling period was prevented (data
not shown). There was no Plexiglas top on the LH chamber; thus this
chamber experienced Salt Lake City (UT, USA) ambient relative
humidity. Closed-cell foam was placed at water level around each of
the plants in the LH chamber to mitigate evaporative enrichment of
source water.
Sample collection and isotope analysis
Leaf samples for water analysis were immediately sealed in glass vials
after excision, and later extracted by cryogenic distillation (Ehleringer
and Osmond 1989). With the exception of Figs 1 and 2, all leaf water
and leaf cellulose δ18O values represent the whole leaf blade from
ligule to tip, and are referred to as ‘bulk leaf water’ (δ18Owl) and ‘bulk
leaf cellulose’ (δ18Ocl). Leaf water samples were taken at midday in the
middle of the growth experiment (week 3 of 6). Leaf cellulose samples
were taken at the end of week 6. Preliminary studies using these
growth chambers showed that conditions were constant enough to
result in no significant change in midday δ18Owl from week to week
(Helliker and Ehleringer 2000). Samples of chamber inlet and outlet
water were taken prior to sampling leaf material. All water samples
were analysed by the CO2:H2O equilibration technique of Socki et al.
(1992), and the isotope ratio was determined by on-column injection
into a gas chromatograph (GC)–isotope ratio mass spectrometer
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The Gat–Bowser model
Direct samples of progressive enrichment along the leaf were taken
under LH conditions only. The Gat–Bowser model was used to predict
progressive enrichment under HH and MH conditions. The ‘string of
lakes’ equation developed by Gat and Bowser (1991) has been
previously shown to adequately explain the progressive leaf water
enrichment in grasses (Helliker and Ehleringer 2000):

δn = δn–1 +


ε
 δa + h  – δn–1


1+

F × (1 – h)

(3)

Eh
where the subscript n represents the nth element in a series, δa and δn–1
refer to the δ18O of atmospheric water vapour (measured as –27.4‰)
and water entering a leaf section (for the first element at the base of a
leaf we assumed δn–1 was equal to source water, –15.8‰), respectively.
Relative humidity is represented by h and ε = εeq + (1 – h) εk, where εeq
(temperature dependent, 9.4‰ at 25°C) and εk (28.5‰) represent the
equilibrium and kinetic fractionation factors, respectively. F and E
represent the flux into, and the evaporative flux out of, an element. The
assumptions to apply this model are isotopic steady-state conditions
and well-mixed pools of water.
The evaporative flux (E) was assumed to be the same in each string
element. There was no assumed capacitance and we assumed
steady-state flux conditions where F1 = Etotal, F2 = Etotal – E1, F3 = Etotal
– (E1 + E2), and so on. The value or units of F and E are unimportant
under these assumptions as F is divided by E in the Gat–Bowser model
so that units and order of magnitude cancel. The absolute number of
elements in the series is important, because as segment numbers
increase the level of 18O enrichment within each segment decreases
and the enrichment in the terminal segment increases, while not
changing the mean δ18O of all the segments combined (only when
assuming E is constant along all segments; see Helliker and Ehleringer
2000). For predictions in Fig. 3, six series elements (|n| = 6) were used.

The δ18O of bulk leaf water (whole leaves, sampled from
the ligule to the blade tip) of all species became more
enriched as relative humidity decreased, as would be
expected. In all growth conditions the mean C4 value was
more enriched than mean C3 values. However only at the LH
growth conditions were the differences significant (P<0.01;
Table 1), with a mean C3/C4 difference of 4.3‰. Leaf
temperatures were not measured in the HH and MH
chambers. However, leaf temperatures measured in the LH
chamber showed no significant differences across species
(data not shown). Therefore, we assumed that any difference
in transpiration that may have existed between species was
not affecting leaf temperature and hence evaporative enrichment of 18O.

δ18O leaf cellulose
The mean values of δ18O of bulk leaf cellulose of C3 and C4
grasses at the HH growth environment were 16.2 and
17.1‰, respectively (Table 2). The same pattern and degree
of separation held in the MH growth environment, where the
C3 and C4 means were 15.1 and 16.4‰, respectively. In the
LH experiment, leaf cellulose of C3 grasses was 3–8‰ less
18O enriched than C grasses, with a mean difference of
4
about 5‰, which is very similar to previously observed
differences (Sternberg and DeNiro 1983; Sternberg et al.
1984a, b). In Fig. 3, we plotted the observed δ18Ocl versus
δ18Owl for all species at all growth conditions. The highly
significant correlation (P<0.0001; 18Ocl = 0.72δ18Owl + 22.23;
r2=0.97) implied that δ18Owl was the primary control of
Leaf segment water δ18O (‰)
–10
tip

(IRMS) system in continuous flow mode (GC – Varian model 3300;
Walnut Creek, CA, USA; MS – model 252; Thermo Finnigan, San
Jose, CA, USA). The equilibration technique and GC–IRMS set-up are
described in Helliker and Ehleringer (2000). Leaf materials for
cellulose extraction were placed in coin envelopes and dried at 70°C.
α-Cellulose was extracted from whole leaf material using methods of
Leavitt and Danzer (1992) and Roden and Ehleringer (1999). The δ18O
of leaf α-cellulose was determined on a Delta S isotope ratio mass
spectrometer (Thermo Finnigan) by the pyrolysis method described by
Saurer et al. (1998) and Roden and Ehleringer (1999).
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δ18O leaf water

C4 grasses
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When grass blades were sectioned and the δ18O of leaf water
of each section was determined, all grass species showed
large progressive enrichment along the leaf blade (Fig. 2).
Some base-to-tip δ18O differences exceeded 40‰ with an
all species mean base-to-tip difference of 32‰. For a given
species, the number of leaf segments (from 2–4 segments)
was determined by overall leaf length, which varied substantially between species. Because of this, direct comparison of
progressive 18O leaf water enrichment across species was
not possible. Leaf section samples were taken only at the LH
conditions. For comparison at the MH and HH conditions,
Gat–Bowser model predictions are also presented in Fig. 2.

HH MH

0

A. gerardii
B. curtipendula
E. curvula
L. dubia
M. wrightii

Fig. 2. δ18O of leaf water for leaf segments of all grass species.
Samples were taken in the LH experiment only. Segments do not
correspond to any uniform length or water/mass quantity. For a given
species, the number of leaf segments (2–4) was determined by overall
leaf length, which varied substantially between species. Because of
this, direct comparison of progressive enrichment across species was
not possible. The lines indicate predicted evaporative enrichment of
segments using the Gat–Bowser model (Eqn 3) at each growth relative
humidity. Parameters for the Gat–Bowser model are listed in the text.
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δ18Ocl. Predicted values of δ18Ocl from Eqns 1 and 2 are
plotted in Fig. 4. For predictions of δ18Ocl, we used observed
δ18Owl from Table 1, εO = 27‰. pex × px was obtained by
best fit and was 0.25.

Table 2. Leaf cellulose δ18O of C3 and C4 grasses
The δ18O of bulk leaf cellulose (from ligule to tip) for all grass species
examined. Each value represents a mean of three plants. C 3 and C4
means are significantly different at a growth humidity if followed by
* (P<0.01)

Growth conditions
C3 grasses
Agropyron desertorum
Agrostis stolonifera
Alopecurus pratensis
Bromus inermis
Lolium multiflorum
C4 grasses
Andropogon gerardii
Bouteloua curtipendula
Eragrostis curvula
Leptochloa dubia
Muhlenbergia wrightii

HH

δ18Ocl (‰)
MH

LH

16.3 ± 1.4
16.1 ± 0.1
16.0 ± 0.5
16.9 ± 0.6
15.8 ± 0.7

15.1 ± 1.1
15.5 ± 0.7
13.9 ± 0.6
16.0 ± 0.3
15.0 ± 1.2

27.1 ± 0.3
26.5 ± 1.0
26.1 ± 0.4
27.4 ± 0.2
27.7 ± 0.7

17.9 ± 1.3
16.9 ± 0.3
16.6 ± 0.2
17.3 ± 1.4
16.9 ± 1.2

17.0 ± 1.8
16.3 ± 0.8
15.5 ± 0.2
17.3 ± 0.5
15.8 ± 0.8

34.0 ± 0.1
32.5 ± 2.0
30.8 ± 1.1
34.1 ± 0.3
30.9 ± 0.4

Discussion
Several studies have shown a distinct difference in δ18O of
leaf cellulose of C3 and C4 plants (Sternberg and DeNiro
1983; Sternberg et al. 1984a, b). Yet, a leaf water study by
Flanagan et al. (1991) showed that there was no effect of
photosynthetic pathway on the δ18O of leaf water. It is
suspected that the basis of this observation is that published
18O cellulose studies had been conducted on C dicots and
3
C4 grasses, whereas the 18O leaf water study was a
comparison of C3 and C4 dicots. One might conclude from
these studies that the observed differences in leaf cellulose
δ18O between C3 and C4 plants were a result of differences
in leaf water or source water between dicots and grasses,
and/or differences in timing of metabolic activity (Sternberg
1989). In these studies, comparisons were made among
plants that have different physiology, morphology and,
potentially, phenology. Those concerns were avoided by
working solely with C3 and C4 grasses grown in identical
environments to elucidate leaf water and cellulose patterns
of δ18O.
One of the initial predictions was that the 18O leaf water
differences between C3 and C4 grasses would diminish as
relative humidity increased. The hypothesis was supported,
because leaf water differences between C3 and C4 grasses
were significant under the LH growth conditions.

16.2 ± 0.4 15.1 ± 0.8 27.0 ± 0.7
17.1 ± 0.5* 16.4 ± 0.8* 32.5 ± 1.6*
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Fig. 3. Oxygen isotope ratios of observed bulk leaf cellulose (δ18Ocl)
versus observed bulk leaf water (δ18Owl) for all grasses at all growth
RH. C4 grasses are represented by open circles, C3 grasses by closed
circles. The least squares line is δ18Ocl = 0.7218Owl + 22.23; r2=0.97.
The relationship is significant at P<0.0001.
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Fig. 4. Predicted leaf cellulose δ18O versus observed leaf cellulose
δ18O for all grasses at all growth relative humidities. Open squares
represent predictions from the model of Barbour and Farquhar (2000;
pex × px = 0.25). Closed triangles represent predictions from Eqn 1
(δ18Owl + 27‰). Predictions of δ18Ocl were obtained by using observed
δ18Owl from Table 1 and εO = 27‰ for all calculations. The dashed line
represents a 1:1 correlation.
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Additionally, there was a definite trend for leaf water of C4
grasses to be more 18O-enriched than the leaf water of C3
grasses at all growth conditions. Leaf water measurements
were made at one point in time and hence, did not allow for
an integrated picture of leaf water throughout the growth
period. If it is assumed that δ18Owl was a primary factor in
determining δ18Ocl, as Fig. 3 suggests, then cellulose
measurements can be viewed as an integration of leaf water
over the whole growth period. The δ18Ocl values of C4
grasses were significantly more enriched than those of C3
grasses at all growth conditions, and εO was not different
between photosynthetic types. Considering this, it was
concluded that the leaf water of C4 grasses was always more
18O enriched than in C grasses, even under growth
3
conditions where the minimum relative humidity was as
high as 96%.
In the HH growth condition, the leaf water differences
between C3 and C4 grasses were small, and the δ18O of water
at the site of cellulose synthesis was very close to bulk leaf
water, as indicated by the close fit of δ18Owl + 27‰ in the
HH conditions (triangles in Fig. 4). These two results are
important, as they show that εO was the same across a
variety of C3 and C4 species and similar to a previously
published value of 27‰. At low relative humidity in the LH
growth conditions, the C3/C4 differences in δ18Owl became
apparent, and this difference was manifested in distinctly
different δ18Ocl between C3 and C4 grasses.
Across all growth conditions and species, δ18Owl
explained about 97% of the variation in δ18Ocl (Fig. 3).
However, the offset of δ18Ocl from δ18Owl by 22‰ requires
explanation. There is substantial evidence in the literature
for a constant εO value of 27‰ across a range of plant types
(Sternberg 1989; Yakir and DeNiro 1990) and chemical
experimental systems (the labelling of acetone in water;
Sternberg and DeNiro 1983; Sternberg 1989). When we
subtracted mean δ18Owl from mean δ18Ocl we obtained a
value of 25.5‰ in the HH treatment, which was very near
the previously observed value of 27‰. This value decreased
to 23.7 and 19.3‰ in the MH and LH treatments, respectively. Additionally, 18O data for both C3 and C4 grasses fell
on the same line in Fig. 3, which suggests a common
underlying pattern of cellulose synthesis in grasses that is
independent of photosynthetic pathway. It is unlikely that
the oxygen isotope fractionation factor (εO) from leaf water
to cellulose decreased as relative humidity decreased. It is
more likely that the heterogeneity of leaf water associated
with the location of sucrose and cellulose synthesis tended
to mask the full expression of εO. Or more succinctly, δ18Owl
was an increasingly weak indicator of the δ18O of water at
the site of cellulose synthesis as relative humidity decreased.
During grass blade development, either from the apical
meristem or from elongation at the intercalary meristem,
cellulose precursors are imported from more mature leaves
and/or from the metabolically active portion of the elongating
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leaf (Fig. 1). The δ18O of sucrose formed in the leaf should be
equal to δ18Owl + 27‰. During cellulose synthesis, some of
the oxygen in sucrose will be exchanged with water at the
meristem and will obtain the oxygen isotope signature of
meristem water + 27‰. As relative humidity decreases, the
δ18O of meristem water and bulk leaf water should become
less similar (Fig. 2). This would explain why, as relative
humidity decreased, δ18Owl + 27‰ became a poorer predictor
of δ18Ocl. The changing relationship between meristem water
and bulk leaf water δ18O could also explain that while the
δ18Owl values of the MH treatment were intermediate of the
HH and LH treatments, the δ18Ocl values were not.
Barbour and Farquhar (2000) developed a general biochemical model to explain the δ18Ocl of plant leaves, and
successfully applied the model to cotton leaves. We applied
this model to our results and found that it performed as well
when applied to grass leaves (Fig. 4). When using a pex × px
= 0.25, we obtained a slope of 1 (y = 1.007x + 0.6) for
predicted versus observed δ18Ocl for grass leaves. For cotton
leaves, Barbour and Farquhar found that pex × px = 0.38. The
different pex × px values between cotton leaves and grasses
was expected, considering the different manner of leaf
expansion between cotton and grass leaves. If pex values are
bounded between 0.4 and 0.5, then the px values would
range between 0.95 and 0.76 for cotton leaves. This
estimation is well suited for dicot leaves, where all portions
of dicot leaves expand more or less simultaneously, and
where the leaves are fully expanded (or near full expansion)
before becoming photosynthetically active. Hence, all of the
water within the expanding dicot leaf could be xylem or
phloem water. This is not the case for grass blade expansion.
If the same boundaries are applied for grass leaves, then px
would range between 0.62 and 0.5. This is reasonable
considering that cell elongation occurs at the base of a
physiologically active leaf where xylem and phloem water
could readily mix with enriched leaf water.
There are several estimates in the literature for the
proportion of oxygen atoms that are exchanged with water
during cellulose synthesis (pex). Barbour and Farquhar
(2000) showed theoretically that there need be no a priori
assumption that pex is a fixed value, even within one plant.
However, numerous studies show close agreement between
estimates of pex, even across study systems that are as
contrasting as cultured carrot cells and greenhouse-grown
trees. The most commonly observed, empirically tested,
values of pex range between 0.4 and 0.5 (Sternberg et al.
1986; Yakir 1992; Roden and Ehleringer 1999a, b; Barbour
and Farquhar 2000). Roden et al. (2000) determined pex to
be 0.42 in several tree species grown in controlled greenhouse conditions and in wide-ranging field conditions, thus
representing the most robust estimation of pex in higher
plants.
By using the Barbour and Farquhar model (Eqn 2) the
δ18Ocl of grass blade cellulose was successfully explained.

Cellulose δ18O in C3 and C4 grasses

In the Barbour and Farquhar model, a single value for
pex × px was found by the best-fit method that worked well
for ten different grass species at three different growth
conditions. This suggests that similar growth patterns are
present in all the grasses tested, irrespective of photosynthetic pathway or growth conditions, and that both pex
and px remain relatively constant across grass species. The
leaf expansion patterns of grasses offer a unique method to
directly test for the value of pex. If the δ18O of water at the
site of cellulose expansion is quantified over a range of
growth conditions, hence obtaining an isotopic signature for
px, then a value of pex can be constrained.
Based on the pattern of grass blade expansion, it is
hypothesized that the length of the leaf blade may represent a
historical ‘isotopic record’ of environmental characteristics.
That is, longitudinally, 18O of a grass blade may be directly
analogous to 18O variation across a tree ring. As such, there
should be an isotopic record of seasonal environmental
change along a grass blade. The testing of this hypothesis, as
well as quantitatively sampling for the δ18O of water in the
expanding region of the grass blade will help refine the
values of pex and px and further our understanding of oxygen
isotope processes in grass organics.
Acknowledgments
We thank S. Schwinning and M. Beilstein for assistance in
sampling plant material. D. ‘Vinny’ Collins provided assistance in constructing the growth chambers. C. Cook, M. Lott,
W. Ike and B. Dog provided assistance in isotope analysis.
J. Roden was extremely helpful in the early stages of this
work. G. D. Farquhar, M. Barbour and an anonymous
reviewer provided many helpful comments. Funding for this
research was provided by a National Aeronautics and Space
Administration Earth System Science Fellowship to B. R. H.
References
Barbour MM, Farquhar GD (2000) Relative humidity- and
ABA-induced variation in carbon and oxygen isotope ratios of
cotton leaves. Plant, Cell and Environment 23, 473–485.
Barbour MM, Shurr U, Henry BK, Wong SC, Farquhar GD (2000)
Variation in the oxygen isotope ratio of phloem sap sucrose from
castor bean: Evidence in support of the Péclet effect. Plant
Physiology 123, 671–679.
Craig H, Gordon LI (1965) Deuterium and oxygen 18 variations in the
ocean and marine atmosphere. In ‘Stable isotopes in oceanographic
studies and paleotemperatures’. (Ed. E Tongiorigi) pp. 9–130.
(Consiglio Nazionale delle Ricerche Laboratorio di Geologia
Nucleare: Pisa)
DeNiro MJ, Epstein S (1981) Isotopic composition of cellulose from
aquatic organisms. Geochimica et Cosmochimica Acta 45,
1885–1894.
Ehleringer JR, Osmond CB (1989) Stable isotopes. In ‘Plant
physiological ecology field methods and instrumentation’.
(Eds RW Pearcy, JR Ehleringer, HA Mooney and PW Rundel)
pp. 281–300. (Chapman and Hall: London)

441

Fahn A (1990) ‘Plant anatomy (4th edn).’ (Pergamon Press: Oxford)
Farquhar GD, Lloyd J (1993) Carbon and oxygen isotope effects on the
exchange of carbon dioxide between plants and the atmosphere.
In ‘Stable isotopes and plant carbon-water relations’.
(Eds JR Ehleringer, AE Hall and GD Farquhar) pp. 47–70.
(Academic Press: San Diego)
Farquhar GD, Hubick KT, Condon AG, Richards RA (1989) Carbon
isotope fractionation and plant water-use efficiency. In ‘Stable
isotopes in ecological research’. (Eds PW Rundel, JR Ehleringer
and KA Nagy) pp. 21–40. (Springer Verlag: New York)
Farris F, Strain BR (1978) The effects of water-stress on leaf H2O18
enrichment. Radiation and Environmental Biophysics 15, 167–202.
Flanagan LB, Bain JF, Ehleringer JR (1991) Stable oxygen and
hydrogen isotope composition of leaf water in C3 and C4 plant
species under field conditions. Oecologia 88, 394–400.
Gat JR, Bowser C (1991) The heavy isotope enrichment of water in
coupled evaporative systems. In ‘Stable isotope geochemistry: a
tribute to Samuel Epstein’. (Eds HPJ Taylor, JR O’Neil and
IR Kaplan) pp. 159–168. (The Geochemical Society: St Louis)
Helliker BR, Ehleringer JR (2000) Establishing a grassland signature
in veins: 18O in the leaf water of C3 and C4 grasses. Proceedings of
the National Academy of Sciences USA 97, 7894–7898.
Leavitt SW, Danzer SR (1992) Methods for batch processing small
wood samples to holocellulose for stable-carbon isotope analysis.
Analytical Chemistry 65, 87–89.
Luo YH, Sternberg L (1992) Spatial D/H heterogeneity of leaf water.
Plant Physiology 99, 348–350.
Roden JS, Ehleringer JS (1999a) Hydrogen and oxygen isotope ratios
of tree ring cellulose for field-grown riparian trees. Oecologia 123,
481–489.
Roden JS, Ehleringer JS (1999b) Hydrogen and oxygen isotope ratios
of tree-ring cellulose for riparian trees grown long-term under
hydroponically controlled environments. Oecologia 121, 467–477.
Roden JS, Lin G, Ehleringer JR (2000) A mechanistic model for
interpretation of hydrogen and oxygen isotope ratios in tree-ring
cellulose. Geochimica et Cosmochimica Acta 64, 21–35.
Saurer M, Robertson I, Siegwolf R, Leuenberger M (1998) Oxygen
isotope analysis of cellulose: an inter-laboratory comparison.
Analytical Chemistry 70, 2074–2080.
Socki RA, Karlsson HR, Gibson EK (1992) Extraction technique for
the determination of oxygen-18 in water using pre-evacuated glass
vials. Analytical Chemistry 64, 829–831.
Sternberg LSL (1989) Oxygen and hydrogen isotope ratios in plant
cellulose: mechanisms and applications. In ‘Stable isotopes in
ecological research’. (Eds PW Rundel, JR Ehleringer and
KA Nagy) pp. 124–141. (Springer Verlag: New York)
Sternberg L, DeNiro MJ (1983) Isotopic composition of cellulose from
C3, C4, and CAM plants growing near one another. Science 220,
947–949.
Sternberg LO, DeNiro MJ, Johnson HB (1984a) Isotope ratios of
cellulose from plants having different photosynthetic pathways.
Plant Physiology 74, 557–561.
Sternberg LO, DeNiro MJ, Ting IP (1984b) Carbon, hydrogen, and
oxygen isotope ratios of cellulose from plants having intermediary
photosynthetic modes. Plant Physiology 74, 104–107.
Sternberg LO, DeNiro MJ, Savidge RA (1986) Oxygen isotope
exchange between metabolites and water during biochemical
reactions leading to cellulose synthesis. Plant Physiology 82,
423–427.
Wang X-F, Yakir D (1995) Temporal and spatial variations in the
oxygen-18 content of leaf water in different plant species. Plant,
Cell and Environment 18, 1377–1385.

442

B. R. Helliker and J. R. Ehleringer

Yakir D (1992) Water compartmentation in plant tissue: isotopic
evidence. In ‘Water and life: comparative analysis of water
relationships at the organismic, cellular, and molecular levels’.
(Eds GN Somero, CB Osmond and CL Bolis) pp. 205–222.
(Springer-Verlag: Berlin)
Yakir D, DeNiro MJ (1990) Oxygen and hydrogen isotope
fractionation during cellulose metabolism in Lemna gibba L. Plant
Physiology 93, 325–332.
Yakir D, DeNiro MJ, Ephrath JE (1990a) Effects of water stress on
oxygen, hydrogen and carbon isotope ratios in two species of cotton
plants. Plant, Cell and Environment 13, 949–955.

Yakir D, DeNiro MJ, Gat JR (1990b) Natural deuterium and oxygen-18
enrichment in leaf water of cotton plants grown under wet and dry
conditions: evidence for water compartmentation and its dynamics.
Plant, Cell and Environment 13, 49–56.

Manuscript received 8 May 2001, accepted 5 October 2001

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

