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Abstract—The utility of the SPAD-502 chlorophyll meter for nondestructive and rapid field determination of leaf nitrogen (N)
has been demonstrated in agricultural crops, but this technology has not yet been extended to woody crop applications.
Upper canopy leaves from a 5-year-old plantation of two eastern cottonwood (Populus deltoides Bartr. ex Marsh.) clones
established on a former agricultural field were collected to determine the relationship between SPAD values and foliar N. The
two clones, Stoneville-66 and Stoneville-75, differed in chlorophyll concentrations but had similar leaf N concentrations;
relationships between N, chlorophyll, and SPAD values were not influenced by clone. Total chlorophyll was closely associated
with total N concentration (mass basis) and content (area basis) (r> = 0.76 and 0.66, respectively), and SPAD values accurately
predicted total N concentration and content (r2 = 0.74 and 0.67, respectively). Results from this study indicate that SPAD-502
values < 32 signify a N deficiency level severe enough to limit the productivity of eastern cottonwood. The SPAD-502
chlorophyll meter shows promise as a tool for rapid field estimation of leaf N concentration or content in eastern cottonwood
trees. Our findings support the development of this technology for use in eastern cottonwood or other short-rotation woody
crop applications. Future investigations should be expanded to examine other eastern cottonwood clones on other site types

and to standardize sampling protocols for various stages of tree phenology.

INTRODUCTION

Previous research has demonstrated the utility of the
SPAD-502 chlorophyll meter (Soil-Plant Analysis
Development Section, Minolta Corp., Osaka, Japan) for
nondestructive and rapid estimation of leaf nitrogen (N) in
agricultural crops, including corn (Zea mays L.), rice
(Oryza sativa L.), and cotton (Gossypium hirsutum L.)
(Dwyer and others 1994; Peng and others 1993; Turner
and Jund 1991; Wood and others 1992a, 1992b). Using
this tool to schedule fertilizer applications in a production
setting allows managers to increase yields while reducing
excessive fertilization that may contaminate surface and
ground water (MacKown and Sutton 1998, Shapiro 1999).
In spite of the development of this technology in the agri-
cultural community, few studies have explored the value of
the SPAD-502 for estimating leaf N of woody crop species.
Yet, there is a need for rapid estimation of leaf N in manag-
ing short-rotation woody crops; foliar N pools are critical for
maximizing tree productivity for fiber, biofuel, and carbon
sequestration purposes. Previous work conducted on apple
(Malus domestica Borkh.) and red maple (Acer rubrum L.)
illustrates both the potential and the limitations for extend-
ing this technology to applications that involve tree species
(Campbell and others 1990, Neilsen and others 1995,
Sibley and others 1996).

Eastern cottonwood (Populus deltoides Bartr. ex Marsh.) is
a fast-growing, broadleaf tree species endemic to alluvial
sites in the Central and Southeastern United States
(Cooper 1990). Because of its rapid growth rate, eastern
cottonwood is cultivated extensively in plantations for pulp
fiber and timber production throughout regions of North
America and Asia (Cao and Conner 1999, Krinard and
Johnson 1980). Additionally, there has been a recent surge

of interest in using eastern cottonwood plantations for
biofuel production, carbon sequestration, soil quality
improvement, and catalyzing forest ecosystem restoration
on land formerly in row crop production (Stanturf and
others 1998, Thornton and others 1998). Compared with
other plantation tree species, eastern cottonwood makes
high demands on soil nutrients, requiring high levels of
available soil N to maximize growth (Blackmon and White
1972, Carter and White 1971). Eastern cottonwood
requires leaf N concentrations of at least 2 percent to
maximize volume production (Blackmon and White 1972).

When plantations are established on former agricultural
fields where soil N has been depleted by previous row
cropping, N is commonly the limiting nutrient (Blackmon
1977, Blackmon and White 1972), and fertilization is often
needed to reach maximum productivity. Plantation mana-
gers needing to assess cottonwood nutrient status lack a
rapid field technique for estimating leaf N levels. The
objective of this study was to determine if the SPAD-502
chlorophyll meter could be used to estimate leaf N con-
centration and N content in eastern cottonwood trees
established for fiber production on a former agricultural
field in the Lower Mississippi River Alluvial Valley.

MATERIALS AND METHODS

The leaf material examined in this study was harvested
from a 5-year-old eastern cottonwood plantation located on
the Yazoo National Wildlife Refuge, Sharkey County, MS
(32°58' N., 90°44'W.). The 24.3-ha cottonwood plantation
was established in March 1995 as a component of a large-
scale study on forest restoration on former agricultural land
(Schweitzer and others 1997). The regeneration and cul-
tural practices used by the Crown Vantage Paper Company
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in their fiber production operations were followed during
plantation establishment; this included a deep application
of soluble N prior to planting, but no subsequent fertilizer
was applied [for details see Schweitzer and Stanturf (1999)
and Schweitzer and others (1997)]. Sharkey clay (very fine,
smectitic, thermic, Chromic Epiaquerts) was the predomin-
ant soil series on this alluvial site, and the site received an
average annual precipitation of 1,318 mm (Scott and
Carter 1962).

The eastern cottonwood plantation was established in three
8.1-ha stands (blocks) based on surface soil characteristics
that differed according to variation in localized flooding. In
early June 2000, eight sample plots were randomly deline-
ated in each of the three stands. Four plots were installed
in plantings of the commercially available clone Stoneville-
66 (ST-66), while the other four were installed in plantings
of the commercially available clone Stoneville-75 (ST-75).
These particular clones were chosen for the current study
for their widespread commercial deployment and the differ-
ence in growth they exhibit during early stand development
(Schweitzer and Stanturf 1999). For example, ST-66 aver-
aged 14.7 m tall after five growing seasons, 31 percent
taller than the average height of ST-75 (11.2 m) (Fisher
and others 2002).

After the sample plots were established, we collected a
single leaf sample from 4 adjacent trees in each plot (96
samples: 3 blocks, 2 clones, 4 plots, 4 sample trees). We
restricted sampling to mature leaves from the upper one-
third of the western aspect of the crown of each sample
tree. Furthermore, all leaves were sampled from the same
leaf plastocron index (LPI) position (LPI 7 or 8) to ensure
nutrient stability (Isebrands and Larson 1973). Sample
leaves were harvested between 6 a.m. and 10 a.m. with an
extension pole and clipper and were free of insect and
disease damage. Dew was blotted from the leaf surface
with tissue paper then three readings with a SPAD-502
chlorophyll meter were taken between the midrib and the
leaf margin. After chlorophyll meter sampling, sample
leaves were placed in polyethylene bags containing moist
tissue paper and transported to the laboratory in a
refrigerated box.

In the laboratory, the petiole and midrib were dissected
from each sample leaf, creating two leaf blade halves. We
measured area and green weight of each leaf blade half

before randomly selecting one-half for chlorophyll analysis
and the other half for N analysis. We conducted chlorophyll
analysis according to the methods outlined by Hiscox and
Israelstam (1979); results are presented here as total
chlorophyll concentration (mass basis) (mg g,,”) and total
chlorophyll content (area basis) (mg dm2).

Leaf tissue used for N analysis was dried at 70 °C and
ground in a ball mill to pass a 100-mesh sieve (Culmo and
others 1989). Total N in sample leaf tissue and standards
was assessed with a dry combustion technique using a PE
2400 Series Il CHNS/O Analyzer (Perkin-Elmer Corporation,
Norwalk, CT). Nitrogen analysis results are presented here
as total N concentration (mass basis) (percent) and total N
content (area basis) (mg dm?).

We conducted statistical analyses on leaf morphological,
chlorophyll, and N variables on sample plot means (mean
of four sample trees) according to a randomized block design
using SAS software (SAS Institute, Inc., Cary, NC). Regres-
sion analyses were used to model relationships between
leaf N and chlorophyll and between SPAD values and leaf N.
N and chlorophyll values used in the modeling procedures
received a natural log transformation to homogenize
variance and meet normality assumptions (Myers 1990).

RESULTS AND DISCUSSION

The two eastern cottonwood clones studied in this exper-
iment, ST-66 and ST-75, exhibited differences in leaf
morphology and chemistry. ST-75 developed leaf blades
with a 25-percent larger area and a 23-percent greater
mass than those of ST-66, but leaf mass per area
remained similar between the two clones (table 1). N
concentrations in leaf tissues were similar for each clone
and averaged 1.6 percent across the study site (table 1).
Foliar N levels in this study were equivalent to those
reported for other eastern cottonwood plantations estab-
lished on former agricultural fields (Blackmon and White
1972), but were below the optimal 2 percent defined by
Blackmon and White (1972) for maximizing productivity.
Similar N concentrations and leaf mass per area led to
comparable levels of N content per leaf among clones.
However, chlorophyll concentration and chlorophyll content
of ST-75 leaves were 14 percent and 16 percent greater,
respectively, than those of ST-66 (table 1). These findings
indicate that ST-75 has a greater proportion of leaf N
associated with the chlorophyll fraction than does ST-66. In

Table 1—Leaf morphology, nitrogen and chlorophyll characteristics of two eastern
cottonwood clones growing in a 5-year-old plantation, Sharkey County, MS

Variable Clone ST-66 Clone ST-75 P-value

------- mean + standard error® - - - - - - -
Blade area (dm?) 0.66 + 0.03 b 0.83 £ 0.05 a 0.0027
Blade mass (g,,) 0.64 £+ 0.03 b 0.79 £ 0.06 a 0.0022
Blade mass per area (g,, dm?) 097 +0.02a 0.96=+0.01a 0.4734
Total nitrogen concentration (percent) 1.55+0.10 a 1.67 £ 0.05 a 0.0845
Total nitrogen content (mg dm2) 15.0+0.71 a 159 + 0.58 a 0.1209
Total chlorophyll concentration (mg g, ™) 269 +0.16 b 3.08 £ 0.15a 0.0125
Total chlorophyll content (mg dm2) 3.65+0.19b 422 +0.19 a 0.0025

2The sample size for each mean is 12 (3 blocks x 4 plots), and means in a row followed by the same

letter do not differ at the 0.05 probability level.
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support of the this finding, calculation of N:chlorophyll
ratios revealed that ST-66 had 1 mg of chlorophyll for every
4.1 mg of leaf N, while leaves of ST-75 had 1 mg of chloro-
phyll for every 3.7 mg of leaf N.

Several different models were fit to leaf data to describe
relationships between total N (percent and mg dm?) and
total chlorophyll (mg g, and mg dm?), and between SPAD
values and total N (percent and mg dm?2). A curvilinear
relationship represented by equation 1 consistently pro-
vided the highest coefficient of determination (r?) values for
all relationships.

y:exp[a+bx+cx2} (1)
Simple linear and curvilinear functions have been used to

model these relationships in agronomic crops, as several
factors including edaphic conditions, plant phenology, and
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Figure 1—Relationships between total chlorophyll concentration and
total nitrogen concentration (A) and between total chlorophyll
content and total nitrogen content (B) of eastern cottonwood leaves,
Sharkey County, MS.

temporal variation can influence response (Westcott and
Wraith 1995; Wood and others 1992a, 1992b). Though the
two cottonwood clones exhibited different chlorophyll levels
and apparently partitioned differing proportions of N in their
chlorophyll fractions, intercept and slope coefficients from
models of individual clones did not differ from coefficients
of models in which clones were pooled. Thus, results pre-
sented here are from the pooled datasets that were used
to fit the single curves presented in figures 1A, 1B, 2A, and
2B. Model coefficients for the line in figure 1A are a =
-0.399398, b = 1.161110, and ¢ = -0.160611. Model
coefficients for the line in figure 1B are a = -0.999735, b =
0.241596, and ¢ = -0.005651. Model coefficients for the
line in figure 2A are a = -2.682481, b = 0.196621, and ¢ =
-0.002897. Model coefficients for the line in figure 2B are a
= 0.596826, b = 0.125604, and ¢ = -0.001680.

Total chlorophyll concentration of eastern cottonwood
leaves was strongly associated with leaf N concentration
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Figure 2—Relationships between total nitrogen concentration and
SPAD readings (A) and between total nitrogen content and SPAD
readings (B) for eastern cottonwood leaves, Sharkey County, MS.
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(P = 0.0001, r> = 0.76) (fig. 1A). Within the range of our
data, a 0.5-percent increase in N concentration yielded a
0.93-mg g, rise in total chlorophyll concentration. As with
N concentration, a significant amount of the variation in
leaf chlorophyll content could be attributed to N content (P
= 0.0001, r? = 0.66) (fig. 1B). However, a greater degree of
unexplained variation was associated with this area-based
relationship than with the previously described mass-based
relationship (figs. 1A and 1B).

Minolta SPAD-502 values showed a strong positive associ-
ation to total N concentration in eastern cottonwood leaves
(P =0.0001, r? = 0.74) (fig. 2A). Fit of prediction curves for
eastern cottonwood leaves were in the range reported for
several apple cultivars (Neilsen and others 1995). Further-
more, our findings are in contrast to those of Sibley and
others (1996), who were unable to demonstrate a significant
relationship between SPAD-502 values and foliar N in sev-
eral red maple cultivars, though others have reported r?
values as > 0.90 for corn and tall fescue (Festuca
arundinacea Schreb.) (Kantety and others 1996, Wood and
others 1992a). Peng and others (1995), who studied rice,
suggested that foliar N predictions could be improved if
SPAD values were used to estimate N content (area basis)
rather than concentration. Findings from this study do not
support those of Peng and others (1995); predicting total N
content of eastern cottonwood leaves with the SPAD-502
was not as precise as predicting total N concentration (figs.
2A and 2B).

Research conducted by Blackmon and White (1972) and
Blackmon (1977) suggested that volume production in
eastern cottonwood is greatest when foliar N levels exceed
2 percent. Our observations of leaf N concentrations from
the plantation were generally well below this critical amount.
The lack of observations > 2 percent prevented us from
identifying a SPAD-502 value that would define sufficient
foliar N for maximizing eastern cottonwood productivity.
However, based on our observations, SPAD-502 values

< 32, when measured in the upper canopy, are probably
indicative of a N deficiency severe enough to limit eastern
cottonwood volume production.

CONCLUSIONS

We used SPAD-502 chlorophyll meter values to accurately
determine foliar N concentrations and contents in two
clones of 5-year-old eastern cottonwood trees. Though
leaves from ST-66 and ST-75 exhibited different amounts of
chlorophyll, the coefficients of the regression equations
used to predict leaf N were not influenced by clonal variety.
Results from this study indicate that SPAD-502 values < 32
are indicative of foliar N concentrations under 2 percent,
the threshold N concentration below which volume produc-
tion of eastern cottonwood is N limited. This research
demonstrates the potential utility of the SPAD-502 chloro-
phyll meter for rapid field determination of foliar N concen-
tration and content in eastern cottonwood trees. This tech-
nology could provide short-rotation woody crop managers
a quick screening method to identify and quantify N defi-
ciencies in eastern cottonwood stands. Future investigations
should be expanded to examine other eastern cottonwood
clones on other site types and to standardize sampling
protocols for various stages of tree phenology.
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