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[1] Groundwater biogeochemistry is adversely impacted when municipal solid waste
leachate, rich in nutrients and anthropogenic compounds, percolates into the subsurface
from leaking landfills. Detecting leachate contamination using statistical techniques is
challenging because well strategies or analytical techniques may be insufficient for
detecting low levels of groundwater contamination. We sampled profiles of the microbial
community from monitoring wells surrounding a leaking landfill using terminal
restriction fragment length polymorphism (T‐RFLP) targeting the 16S rRNA gene. Results
show in situ monitoring of bacteria, archaea, and the family Geobacteraceae improves
characterization of groundwater quality. Bacterial T‐RFLP profiles showed shifts correlated
to known gradients of leachate and effectively detected changes along plume fringes that
were not detected using hydrochemical data. Experimental sediment microcosms exposed to
leachate‐contaminated groundwater revealed a shift from a b‐Proteobacteria and
Actinobacteria dominated community to one dominated by Firmicutes and d‐Proteobacteria.
This shift is consistent with the transition from oxic conditions to an anoxic, iron‐reducing
environment as a result of landfill leachate‐derived contaminants and associated redox
conditions. We suggest microbial communities are more sensitive than hydrochemistry
data for characterizing low levels of groundwater contamination and thus provide a
novel source of information for optimizing detection and long‐term monitoring strategies
at landfill sites.
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1. Introduction

[2] Inadequate waste disposal practices over the past
century have resulted in disposal sites cited as a significant
source of groundwater contamination in both the United
States and Europe [U.S. Environmental Protection Agency
(EPA), 2000; European Environmental Agency, 2003]. As
recently as the 1980s, landfills designated to accept munic-
ipal and commercial solid wastes in the United States could
be unlined and sited without consideration to site hydro-
geology and were often subject to industrial or hazardous
waste dumping. As a result, municipal solid waste landfill
(MSWLF) leachates percolating into the subsurface have
impacted groundwater resources by discoloration, adverse

smell, increased loading of carbon and nitrogen nutrients,
elevated anion and cation species, and the leaching of
various trace metals or anthropogenic organic compounds
that adversely affect public and environmental health (e.g.,
arsenic, benzene, and trichloroethene) [Christensen et al.,
1994; Kjeldsen et al., 2002].
[3] The first line of protection between MSWLFs and the

subsurface environment is groundwater monitoring wells
placed strategically up‐gradient and down‐gradient of dis-
posal activities. Regular sampling of the detection well net-
work and statistical methods are used to track changes in
physiochemical water quality parameters during the land-
fill’s active life and a 30 year postclosure period [EPA, 1993,
2009]. Unfortunately, the variability of leachate composition
and its associated water quality impacts [Gibbons et al.,
1999; Kjeldsen et al., 2002] necessitate the monitoring of
dozens of parameters during this time. In addition, detection
efficiency is lower if numbers of sentinel wells or their
spatial distribution are insufficient relative to site hydro-
geologic characteristics [Hudak, 1999, 2005]. As a result,
contamination may spread over a larger area prior to its
detection or characterization, reducing remediation effi-
ciency and increasing remedial and long‐term monitoring
costs [Massmann and Freeze, 1987].
[4] Methods to improve the detection efficiency of

groundwater‐monitoring networks have primarily focused
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on physical and chemical properties of aquifer systems,
such as better characterization of subsurface heterogeneities
[Meyer et al., 1994], modifications to traditional statistical
methods for water quality trend detection [Gibbons, 1996],
and optimization of well network design using computa-
tional methods [Loaiciga et al., 1992; American Society of
Civil Engineers, 2003; Reed and Minsker, 2004]. One area
that is not well researched is the improvement of detection
sensitivity in existing monitoring well networks through the
incorporation of biological data sources such as microbial
community composition.
[5] Groundwater microbial ecology is strongly influ-

enced by subsurface biogeochemical processes [Anderson
and Lovley, 1997; Chapelle, 2000; Griebler and Lueders,
2009] and, in particular, the presence and concentra-
tion of landfill leachate‐derived nutrients [Beeman and
Suflita, 1987; Barlaz et al., 1989; Ludvigsen et al., 1999;
Cozzarelli et al., 2000; Röling et al., 2001]; therefore, the
relative distribution or patterns of microorganisms associ-
ated with leachate composition should be indicative of its
spatiotemporal impact in the subsurface. Molecular genetic
techniques now allow rapid description of the microbio-
logical community in subsurface environments [Madsen,
2000]. These approaches have been successfully applied to
the broad characterization and biodegradation potential of
the microbial ecology in shallow contaminated groundwater
aquifers [Watanabe et al., 2000; Lovley, 2003; Weiss and
Cozzarelli, 2008; Mouser et al., 2009]. One challenge to
using molecular genetic‐based microbial information for
improving the detection of leachate pollution is the large
amount of multivariate data generated from a discrete
sample and the incorporation of these data into traditional
statistical methodologies.
[6] The objective of this work was to explore the use of

molecular genetic data generated by targeting the 16S rRNA
gene of two broad prokaryote groups, archaea and bacteria,
and the dissimilatory iron‐reducing bacterial family Geo-

bacteraceae [Lovley et al., 1993; Caccavo et al., 1994;
Snoeyenbos‐West et al., 2000; Holmes et al., 2007] for
detecting the onset of landfill leachate contamination using
multivariate statistical methods. At the field scale, ground-
water microbial community profiles provided increased
sensitivity for detecting leachate contamination along a
known plume fringe over hydrochemical information alone.
Experimental sediment microcosms confirmed an association
between leachate composition and the increased abundance
of certain bacterial community members. Our results suggest
that combining molecular genetic data from bacterial com-
munities with a limited set of biogeochemical parameters may
be one way to improve detection sensitivity and efficiency
of groundwater‐monitoring strategies at MSWLF sites.

2. Background and Methods

2.1. Study Area Hydrogeology and Plume Delineation

[7] The Schuyler Falls Sanitary Landfill is an unlined,
30 acre waste disposal site in Clinton County, New York
(Figure 1), that received municipal, commercial, and
industrial wastes between 1977 and 1996 [Barton and
Loguidice, Personal Consultants 1996]. The landfill is
located in deltaic sands and silt that are underlain by Pleis-
tocene age till and outwash soils deposited over dolomite
bedrock [Fisher, 1968; Denny, 1974; Barton and Loguidice,
Personal Consultants, 1996]. Surface soil depths range from
15 to 40 m from west to east. Clinton County receives a
mean annual rainfall of about 90 cm. Average rates of
advective groundwater transport in the deltaic unit are on
the order of 25 m/yr northeast toward the Saranac River
(Figure 1b) and eventually to Lake Champlain.
[8] The detection of anthropogenic organic compounds

in down‐gradient monitoring wells prompted hydrogeo-
logic investigations and a detailed EM‐34 electromagnetic
survey that revealed leachate contamination in surficial
soils and groundwater toward the east and south of

Figure 1. (a) Location of Schuyler Falls in northeastern New York. (b) Plan view of Schuyler Falls land-
fill indicating the monitoring well locations, the direction of groundwater flow, and the extent of the land-
fill leachate plume based on electromagnetic surveys. B, background; F, fringe; C, contaminated.
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the landfill (Figure 1b) [Barton and Loguidice, Personal
Consultants, 1996]. We used the apparent conductivity data
from the EM‐34 geophysical survey to characterize the
degree of spatial correlation and to estimate the extent of
subsurface contaminated by leachate. Experimental semi-
variograms were produced for 10 and 20 m horizontal dipole
(HD) and 10 and 20 m vertical dipole (VD) EM surveys
(664 total survey points). Semivariogram models were best
fit to the experimental data using the nonlinear model fitting
function in JMP version 5.1 (SAS Institute Inc., Cary, North
Carolina). Values of apparent conductivity for each of the
four surveys were estimated across a 15 m regularly spaced
grid of the site using the method of ordinary kriging in
MATLAB version 6.1 software (MathWorks Inc., Natick,
Massachusetts) [Journel and Huijbregts, 1978; de Marsily,
1986; Goovaerts, 1997]. A conservative parameter field of
leachate contamination was produced by selecting the max-
imum apparent conductivity for each grid cell from the four
survey estimates. Although geophysical surveys are gener-
ally not conducted at MSWLF sites unless evidence suggests
a leak has occurred or for the purpose of characterizing dump
perimeters (e.g., when historic boundary data are unavail-
able), the high‐resolution geophysical data available at this
site were used to classify groundwater‐monitoring locations
into three management “zones” of interest (background
(labeled B), fringe (labeled F), and contaminated (labeled C)
as shown in Figure 1b) and to validate microbial community
composition results.

2.2. Groundwater Sampling

[9] Groundwater samples were obtained from the 22
monitoring wells shown in Figure 1b using dedicated bail-
ers or bladder pumps. Samples were purged according to
standard practices, and field measurements (temperature,
turbidity, oxidation reduction potential (ORP), pH, and con-
ductance) were assessed. Groundwater samples for hydro-
chemical analysis were placed immediately on ice and
transported to Columbia Analytical Services (Rochester,
New York) for analysis of Appendix IX constituents [EPA,
1993]. Samples for microbial community analysis were col-
lected in 500 mL HDPE bottles, placed on ice, and trans-
ported to the University of Vermont where they were pelleted
by centrifugation at 20,000 rpm, flash frozen, and stored at
−20°C until extraction.

2.3. Experimental Microcosm Construction
and Sampling

[10] Microcosms were constructed with deltaic sand
and silt soils collected from 8 feet below ground surface
and stored on ice [Denny, 1974; Barton and Loguidice,
Personal Consultants, 1996]. Within 12 h, 40 g of soil
was mixed with 50 mL of groundwater that was collected
from a background (B‐1) or a leachate‐contaminated well
(C‐1, Figure 1b). Microcosms were developed in duplicate
with six groundwater mixtures, 0% (all from B‐1), 5%
(2.5 mL from C‐1 combined with 47.5 mL from B‐1
groundwater, etc.), 10%, 25%, 50%, and 100%. After 14 days
of incubation at 25°C, microcosms were sampled as
described below for biogeochemical parameters and micro-
bial community analysis.
[11] Analysis of redox chemistry was conducted using

a mercury drop electrode. Under anaerobic gassing (80%

N2:20% CO2), 10 mL of groundwater was collected and
measured for redox species O2, Mn2+, Fe2+, and FeS(aq)
using methods described previously [Druschel et al., 2008].
Sediments and pore water (approximately 5 g) were sampled
for microbial community analysis using presterilized spa-
tulas, flash frozen, and stored at −20°C. Groundwater (25–
40 mL) was collected for analysis of cations and nitrogen
species (NH4

+, NO3
−, and TIN) at the University of Vermont

Agricultural and Environmental Testing Center as previ-
ously described [Morales et al., 2006].

2.4. Nucleic Acid Extractions, Amplification, and Clone
Library Construction

[12] Nucleic acids for T‐RFLP analysis and clone library
construction were extracted from soils and groundwater
using the MoBio Powersoil DNA Isolation Kit (MoBio
Laboratories, Carlsbad, California). Polymerase chain reac-
tion (PCR) amplification of the 16S rRNA gene for T‐RFLP
analysis was done using three primer pairs targeting archaea
(46F/907R) [Lane et al., 1985; Ovreas et al., 1997], bac-
teria (8F/1392R) [Lane et al., 1985], and Geobacteraceae
(8F/825R) [Snoeyenbos‐West et al., 2000] using PCR
reagents described previously [Anderson et al., 2003].
[13] Archaeal targets were amplified using a denaturing

step of 4 min at 94°C followed with 35 cycles of denatur-
ation (30 s, 95°C), primer annealing (1 min, 56°C), and the
primer extension (1 min, 72°C), followed by a final elon-
gation step of 5 min at 72°C. Geobacteraceae targets were
amplified using the same steps as archaea, with the excep-
tion of primer annealing temperature and time (20 s, 55°C).
For amplification of bacterial targets, a denaturing step of
5 min at 95°C was followed with 28 cycles of denaturation
(30 s, 95°C), primer annealing (30 s, 57°C), and primer
extension (3 min, 72°C), followed by a final elongation step
of 7 min at 72°C. The minimum number of cycles for PCR
reactions was determined by visual inspection of the DNA
band in gel electrophoresis using PCR gradient analysis.
Forward primers were labeled with tetrachloro‐6‐carboxy
(archaea) (TET, Sigma‐Genosys, The Woodlands, Texas),
6‐carboxy (bacteria) (6‐FAM, Sigma‐Genosys), and phos-
phoramidite (Geobacteraceae) (NED, Applied Biosystems,
Foster City, California) fluorescein dyes. PCR amplification
was verified on a 2% agarose gel, cleaned using a QIAquick
PCR purification kit (Qiagen, Valencia, California), and
quantified using spectrophotometry (NanoDrop, Wilming-
ton, Delaware).
[14] The 16S rRNA gene libraries were generated using

unlabeled primers 8F/1392R as described above and cloned
into the TOPO TA vector pCR 2.1 and chemically competent
TOP10 cells (Invitrogen, Carlsbad, California) according to
the manufacturer’s instructions. Inserts from 48 clones for
each library were amplified with M13 primer, sequenced,
and aligned using the Lasergene software (DNASTAR, Inc.,
Madison, Wisconsin). Phylogenetic placement for clone
library sequences was assigned by BLAST analysis [Altschul
et al., 1990]. All genetic analyses were done at the Vermont
Cancer Center DNA Analysis Facility.

2.5. T‐RFLP Microbial Community Profiling
and Data Analysis

[15] Restriction digests (10 mL total volume) were per-
formed with enzyme MspI by mixing fluorescently labeled
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and purified PCR product (150 ng, quantified using a
NanoDrop spectrophotometer), enzyme buffer, 5 units (U) of
enzyme, and water as previously described [Morales et al.,
2006]. One microliter of each digest was mixed with
0.4 mL Genscan 500 ROX size standard (Applied Biosys-
tems), brought to 10 mL total volume in deionized form-
amide, and quantified using capillary electrophoresis (ABI
Prism 3100‐Avant Genetic Analyzer, Applied Biosystems).
Negative controls were run for each primer set. T‐RFLP
profiles were analyzed using GeneMapper (Applied Bio-
systems) with parameters set to exclude fragments shorter
than 20 base pairs (bp) or larger than 600 bp and those under
50 fluorescence units [Blackwood et al., 2003]. Several
levels of duplication were used in this study. Capillary
electrophoresis of samples was conducted in triplicate to
assess the consistency of base pair size calling determina-
tions, to quantify the variability in fragment peak heights,
and to establish the minimum fluorescence intensity of
T‐RFLP fragments (T‐RF) to be included in further statis-
tical analysis [Osborn et al., 2000]. Fragments were binned
into T‐RFs at a spacing of 1.0 ± 0.2 bp standard deviation
[Dunbar et al., 2001]. T‐RFs were excluded from the set
if they occurred in less than two of the three triplicate runs or
were below 50 fluorescence units. Bias associated with T‐RF
absence (i.e., similarities caused by double zeros) was min-
imized by requiring T‐RFs to be present in a minimum
of two field samples and in both duplicate microcosms for
inclusion in statistical analysis. Thus, average and standard
deviations for T‐RF peak fluorescence intensity presented
for the six different levels of leachate treatment represent
n = 6 values across the duplicate microcosms.

2.6. Statistical Methods

[16] Principal component analysis (PCA) on correlation
matrices was used to detect correlations within hydro-
chemical data and T‐RFLP microbial community profiles
and to transform data into statistically independent vari-
ables for classifying contamination levels (e.g., background,
fringe, or contaminated). Four separate PCAs were con-
ducted on hydrochemistry, on bacterial community composi-
tion, on all three microbial communities (archaea, bacteria,
and Geobacteraceae), and between hydrochemistry and the
combined microbial community profiles.
[17] For each microcosm treatment, we report the number

of T‐RFs shared across duplicate microcosms and two dif-
ferent diversity indices: the Shannon‐Wiener Index H ′ and
the Jaccard Index J. The Shannon‐Wiener Index is calculated
as H ′ = −

P
� ln �, where p represents the relative abundance

of a T‐RF in a given fingerprint [Hill et al., 2003]. The
Jaccard Index is calculated as J(a, b) = a[b

a\b, where [ is the
number of shared T‐RFs (or union) between two fingerprints
(a, b) and \ is the number of total T‐RFs, or intersection
between fingerprints (a, b) [Chao et al., 2005]. In this
application, the Shannon‐Wiener Index describes the sample
diversity by accounting both for abundance and evenness of
T‐RF phylotypes, while the Jaccard Index measures phylo-
type similarity between any two samples on a scale of 0–1,
with a value of 1 indicating identical phylotype composition.
Jaccard Index values were calculated between the back-
ground treatment and all other treatments. Relevant T‐RFs
were compared to the Ribosomal Database II using Mica and
FragSort [Sciarini and Michel, 2005] as described previously

[Morales et al., 2006]. Significance levels for statistical
analyses, including testing for normality, analysis of variance
(ANOVA), Tukey‐Kramer method, and Spearman’s Rho
correlation analyses, were conducted at the a = 0.05 level in
JMP software.

3. Results

3.1. Statistical Analysis of Hydrochemistry
and Microbial Community Composition

[18] Leachate‐contaminated groundwater‐monitoring loca-
tions (C‐1 through C‐3) had significantly elevated levels
of 14 parameters compared with background wells, while
fringe locations differed from background only by ORP and
iron levels (Table 1). Univariate methods were unable to
detect significant differences for any of the 25 parameters
listed in Table 1 across all three levels of groundwater
quality (background, fringe, and contaminated).
[19] Using multivariate statistical methods, PCA revealed

that a large proportion of the groundwater hydrochemistry
data set variance (∼80%) could be explained in four prin-
cipal components. Consistent with univariate statistical tech-
niques, the first principal component score, PC1, plotted
across the x axis in Figure 2a, showed large differences in
groundwater quality between the three contaminated loca-
tions (C‐1 through C‐3) when compared with all other fringe
and background locations. Differences among fringe and
background wells were not well pronounced, as evidenced
by the overlap in B and F well designations in Figure 2a. PC1
described about 48% of the variance in the groundwater
hydrochemistry data set and was significantly correlated (r >
0.8) to general leachate indicators, including TOC, COD,
TDS, Mg and Na, specific conductance, chloride, hardness,
and alkalinity (see Auxiliary Materials, Table S1).1 PC2,
plotted across the y axis in Figure 2a, described an additional
16% of the data set variance, with significant correlations to
BOD, sources of organic and inorganic nitrogen (TON and
NH3), and phenols, along with Ca and K. The third and
fourth PCs explained about 16% of the total data set variance
and were largely correlated to redox parameters, including
pH, ORP, NO3

−, Fe, Mn, and SO4
2− (Auxiliary Materials,

Table S1).
[20] T‐RFLP analysis revealed a total of 40, 115, and 54

T‐RFs for archaea, bacteria, and Geobacteraceae primers,
respectively, across the 22 monitoring locations. When PCA
was conducted using bacterial community profiles, 12 PCs
were needed to describe the large majority (∼80%) of data
set variance. However, plots of PC1 and PC2, describing
only 11% and 9% of the data set variance, respectively,
indicate that despite data set variability, bacterial profiles
detected differences among the monitoring wells that were
consistent with the monitoring location’s position relative to
the unlined landfill and leachate plume (Figure 2b). Fringe
locations near the up‐gradient landfill perimeter (F‐3 and
F‐4) were separated along PC1 (x axis), while contami-
nated and fringe locations near the leading edge of the
plume (C‐1 through C‐3, F‐1, F‐2, and F‐7) were sepa-
rated from background locations across PC2.
[21] The addition of archaea and Geobacteraceae T‐RFs

created a similar pattern of separation to bacterial community

1Auxiliary materials are available in the HTML. doi:10.1029/
2010WR009459.
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composition used alone (Figure 2c). The combined microbial
PCA required 12 PCs to explain more than 80% of the data
set variance, with fringe wells separating from others across
PC1 (x axis) and contaminated wells separating from back-
ground monitoring locations along PC2 (y axis). Monitor-
ing location F‐6 fell within the background locations in the
bacterial PCA but within the contaminated locations in the
combined microbial PCA (Figures 2b and 2c, respectively).
[22] The largest degree of separation between all three

groups of monitoring locations (background, fringe, and
contaminated) was observed when the microbial community
profiles were combined with the hydrochemistry data in a
fourth PCA analysis (Figure 2d). Twelve components were
again necessary to explain more than 80% of the data set
variance. Yet despite the data set variability, contaminated
locations separate clearly from others across PC1 (12% of the
data set variance), and fringe locations separate from back-
ground locations across PC2 (11% of the variance). PC1
loadings remain strongly correlated to leachate indicators,
including sources of carbon, nitrogen, and ionic concentra-
tions (Ca, Cl, K, Mg, and Na), in addition to significant
loadings from T‐RFs belonging to Geobacteraceae, bacteria,
and archaea (see Auxiliary Materials, Table S2). The second
PC is strongly correlated to ORP, Fe, and NO3

−, along with a
dozen microbial fragments. Parameter loadings on the third
PC include pH and various T‐RFs (see Auxiliary Materials,
Table S2).

3.2. Biogeochemistry in Microcosm Treatments

[23] Microcosms were constructed with site soils and
mixtures of groundwater collected from a background well
(B‐1) or leachate‐impacted well (C‐1) to replicate the
spatiotemporal “fringe” effect (biogeochemical transition

between aerobic, nitrate‐reducing, and iron‐reducing elec-
tron accepting processes) observed in the PCA analyses.
Microcosms with 5% or less C‐1 groundwater exhibited
detectable levels of oxygen and nitrate, while little ammo-
nium, dissolved iron, or iron sulfide concentrations had
accumulated (Table 2). For microcosms treated with 10%–
25% C‐1 groundwater, low levels of oxygen and nitrate (near
equipment/analytical detection limits) are detectable con-
current with reduced electron acceptors: Fe2+, Mn2+, and
FeS(aq). Once C‐1 groundwater concentrations surpass 50%,
oxygen and nitrate levels are depleted, and reduced concen-
trations of iron and manganese species begin to accumulate
at higher levels.
[24] Using univariate and multivariate statistical analysis

of hydrochemistry as a guide for parameters indicative of
leachate contamination, we tested what level of known
leachate (0%–100%) could be detected for nine different
parameters in Table 2. These included iron species (Fe, Fe2+,
and FeS), forms of inorganic and organic nitrogen (NH4

+, TIN,
and TON), and cation species (K, Mg, and Na). Only inor-
ganic nitrogen (NH4

+ and TIN) could be used to detect dif-
ferences across all six treatments (see footnotes in Table 2).
Cationic species, including K and Na, detected four levels
across microcosms, while Mg detected only three. Total Fe
detected only two levels of microcosm treatments, while
reduced iron species (Fe2+ and FeS) detected three. No sta-
tistical differences were observed in organic nitrogen (TON)
(Table 2).

3.3. Bacterial Community Dynamics in Microcosm
Treatments

[25] Bacterial community dynamics in response to bio-
geochemical changes due to leachate were assessed from

Table 1. Summary of Water Quality Parameters for Background, Fringe, and Landfill Leachate–Contaminated Groundwater Monitoring
Locationsa

Parameter Background Wells (B1–B11) Fringe Wells (F1–F8) Contaminated Wells (C1–C3)

Temperature (°C) 8.9 ± 1.2 10 ± 1.1 11.1 ± 2
Oxidation reduction potential (ORP, mV) 48 ± 55 (a) −16 ± 35 (b) −38 ± 13 (b)
pH 7.0 ± 0.4 6.6 ± 0.4 6.8 ± 0.3
Specific conductance (mS/cm) 520 ± 340 (a) 1380 ± 630 (a) 7070 ± 1850 (b)
Turbidity (NTUs) 39 ± 72 17 ± 18 50 ± 10
Alkalinity (as CaCO3) 230 ± 160 (a) 550 ± 245 (a) 3440 ± 900 (b)
Hardness (as CaCO3) 302 ± 179 (a) 427 ± 166 (a) 1420 ± 498 (b)
Total dissolved solids (TDS) 367 ± 214 (a) 592 ± 240 (a) 3547 ± 802 (b)
Chloride (Cl−) 25 ± 37 (a) 49 ± 43 (a) 728 ± 228 (b)
Sulfate (SO4

2−) 52 ± 40 47 ± 41 11 ± 14.7
Nitrate (NO3

−) 1.9 ± 2.0 0.5 ± 0.2 <0.5 ± 0
Ammonia (NH3) 0.14 ± 0.26 (a) 31 ± 29 (a) 347 ± 177 (b)
Total organic nitrogen (TON) 0.31 ± 0.24 0.5 ± 0.7 3.3 ± 5.8
Total organic carbon (TOC) 3.3 ± 2.2 (a) 17.5 ± 8.4 (a) 328 ± 271 (b)
Chemical oxygen demand (COD) 8.9 ± 4.7 (a) 48 ± 20.8 (a) 1056 ± 850 (b)
Biological oxygen demand (BOD) 2.0 ± 0 (a) 17.8 ± 14.5 (a) 230 ± 340 (b)
Total phenols 0.005 ± 0 (a) 0.007 ± 0.005 (a) 0.4 ± 0.7 (b)
Calcium (Ca) 88 ± 57.5 (a) 91 ± 53 (a) 276 ± 230 (b)
Cadmium (Cd) 0.005 ± 0 0.005 ± 0 0.005 ± 0
Iron (Fe) 1.2 ± 1.6 (a) 48 ± 28 (b) 47 ± 37 (b)
Lead (Pb) 0.005 ± 0 0.005 ± 0.001 0.005 ± 0
Magnesium (Mg) 20.1 ± 13.7 (a) 37 ± 20 (a) 178 ± 35 (b)
Manganese (Mn) 1.4 ± 2.7 2.7 ± 2.0 1.3 ± 1.0
Potassium (K) 4.7 ± 3.1 (a) 28.0 ± 30 (a) 233 ± 161 (b)
Sodium (Na) 18 ± 19 (a) 53 ± 38 (a) 692 ± 220 (b)

aValues represent the mean concentration plus standard deviation (in parentheses) for the reported parameters in units of milligrams per liter (mg/L)
unless otherwise denoted. Cations are reported as dissolved species. Letters in parentheses indicate significant differences among locations (P < 0.05;
Tukey‐Kramer test for multiple comparisons among means). If no letters are given, no significant differences were observed among the three groups
of monitoring wells.
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microcosms by analysis of the 16S rRNA gene. A total of
86 bacterial T‐RFs were detected across the gradient of
microcosm treatments in this study, with their frequencies
shown in Figure S1 in the auxiliary material. At a bacterial
ecology level, neither the number of T‐RFs (48 ± 8.2) nor
the Shannon‐Wiener Diversity Index H ′ (3 ± 0.4) were
significantly correlated to the percent leachate (Spearman’s
Rho > −0.77, p > 0.07). In contrast, the Jaccard Index cal-
culated between background (B‐1, 0% leachate) microcosms
and all others decreased significantly as the percent of
leachate increased (Spearman’s Rho > −0.99, p < 0.001)
(Figure 3a).
[26] Analysis of 16S rRNA gene clone libraries indicates

a shift in bacterial community composition from clones with
high similarity to Actinobacteria, a‐ and b‐Proteobacteria,
and Verrucomicrobia under background (B‐1, 0% leachate)
conditions to one with clones with high similarity to
Chloroflexi, Firmicutes, and a‐ and d‐Proteobacteria under
leachate‐contaminated conditions (C‐1, 100% leachate)
(Figure 4). Clone sequences similar to a diversity of a‐

and b‐Proteobacteria (90%–98% similarity) made up the
largest percentage of bacteria in background microcosms
and included species within the Bradyrhizobiaceae, Caulo-
bacteraceae, Methylobacteriaceae, Comamonadaceae, and
Burkholderiaceae families. Background microcosms had a
number of Actinobacteria clones with high similarity to
Actinomycetales (91%–97%) and clones with high similar-
ity to the Opitutus species (91%–95%) within the division
Verrucomicrobia.
[27] The microcosms containing leachate (C‐1, 100%

leachate) were abundant in clones with high similarity to
organisms typically involved in the cycling of both simple
and complex organics under iron‐ and sulfate‐reducing
conditions, such as Chloroflexi, Firmicutes, and a‐ and
d‐Proteobacteria (Figure 4). Within the phylum Firmicutes,
this included clones with sequences similar to Clostridium,
Sporobacter, and Desulfotomaculum species (84%–97%).
Microcosms with C‐1 groundwater were abundant in clones
highly similar to the Desulfuromonadales, including Geo-
bacter and Pelobacter species (87%–97%). Clones with

Figure 2. The first two component scores (PC1 and PC2) for principal component analysis conducted
on (a) groundwater hydrochemistry, (b) 16S rRNA gene bacterial community composition, (c) microbial
community composition (archaea, bacteria, and Geobacteraceae), and (d) combined hydrochemistry and
microbial community composition collected from monitoring wells surrounding an unlined landfill.
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similarity to several Dehaloccoides species (85%) within the
Chloroflexi phylum were also more abundant in microcosms
containing leachate‐contaminated groundwater.
[28] The mean peak height intensities of nine frag-

ments were positively correlated to the percent leachate
(i.e., fragment intensity increased with increased leachate
(Spearman’s Rho > 0.82, p < 0.05)), while the mean
intensities of 22 other fragments were negatively (inversely)
correlated to leachate (fragment intensity decreased when
percent leachate increased (Spearman’s Rho > −0.82, p <
0.05)). A comparison of observed to in silico predicted
fragments indicated that shifts in T‐RF patterns were con-
sistent with clone library results. T‐RFs that increased in
abundance with percent leachate matched in silico frag-
ments belonging to Bacteroidetes, Firmicutes, and a‐ and
d‐Proteobacteria, while those that decreased in abundance
with percent leachate were related to in silico fragments
matching Actinobacteria, Chloroflexi, Firmicutes, and a‐
and b‐Proteobacteria (Table 3).
[29] Specific examples of T‐RF shifts in response to

increased leachate treatment were plotted for six fragments
found to be significantly correlated to leachate content. In
Figure 3b, fragment 161 (in silico matches to Firmicutes
Bacillales and a‐Proteobacteria, Table 3) was detected
across all treatments, increasing threefold when 50% or
more C‐1 groundwater was added to microcosms. T‐RFs
471 (in silico match to Firmicutes Clostridia) and T‐RF 504
(in silico match to d‐Proteobacteria) were below detection at
25% and 10% leachate, respectively, yet increased in
abundance with leachate composition (Figure 3b). The in
silico matches to T‐RF 504 included Desulfovibrio sp. and
Geobacter sp.
[30] A similar inverse trend was observed for fragments

with significant negative correlations to leachate. T‐RFs 68,
which matched in silico fragments similar to Firmicutes
Lactobacillales, decreased by more than threefold with the
onset of leachate and was not observed at analytical detec-
tion limits when 100% leachate was applied to microcosms.

T‐RF 136 (in silico match to b‐Proteobacteria Burkholder-
iales) decreased only slightly with 25% or less leachate but
was reduced to below detection limits at 50% or higher
leachate levels (Table 3 and Figure 3c). Fragments matching
Actinobacteridae and b‐ and g‐Proteobacteria were found
as in silico matches to T‐RF 143. The peak fluorescence of
T‐RF 143 decreased by more than fourfold from 0% to 25%
leachate, then remained below detection limits with larger
percentages of leachate. The in silico matches to T‐RF 143
included Burkholderia sp. and Pseudomonas sp.

4. Discussion

4.1. Statistical Characterization of a Groundwater
Fringe

[31] Multivariate analyses have been used to link specific
microbial community changes in response to ecosystem
changes [Dollhopf et al., 2001; Fields et al., 2006; Morales
et al., 2006; Brielmann et al., 2009; Feris et al., 2009].
Specifically, PCA has previously been used for assessing
correlations between hydrochemistry and microbial com-
position in leachate‐contaminated groundwater [Ludvigsen
et al., 1997; Röling et al., 2001] and to produce indepen-
dent variables for estimating the spatial correlation of
microbial communities in leachate‐contaminated ground-
water [Mouser et al., 2005]. While the degree of autocorre-
lation for microbial communities in pristine and contaminated
sediments is estimated at less than 1 m [Mummey and Stahl,
2003; Brad et al., 2008], the spatiotemporal dynamics of
microbial populations in groundwater is not well established
and should be considered in monitoring strategies. Multi-
variate statistical analyses performed here confirm that for
one snapshot in time, profiles of bacteria, archaea, and
Geobacteraceae more distinctly identified fringe monitoring
locations, while hydrochemistry data were more efficient
in separating contaminated locations. This is consistent
with observations by others [Fields et al., 2006] suggesting
that microbial phylogeny and functionality in intermediate

Table 2. Summary of Biogeochemical Parameters Sampled From Groundwater and Sediment Microcosms Incubated Over a 14 Day
Perioda

Parameter 0% 5% 10% 25% 50% 100%

O2 (mg/L) 2.3 ± 0.6 3.2 ± 0.2 1.7 ± 0.3 2.4 ± 0.4 <1 ± 0.1 <1 ± 0.5
NO3

− (mg/L) 2.0 ± 1.1 <0.9 ± 0 0.9 ± 0 1.0 ± 0.1 <0.9 ± 0 <0.9 ± 0
Mn (mM) 4.4 ± 0.01 5.1 ± 0.03 5.3 ± 0.31 5.3 ± 0.7 4.9 ± 0.8 5.7 ± 0.2
Mn2+ (mM) 280 ± 19 233 ± 2 262 ± 32 174 ± 6 283 ± 13 346 ± 5
Fe (mM) <0.8 ± 0.2 (a) <0.8 ± 0.1 (a) 1.7 ± 0.8 (a) 1.1 ± 0 (a) 5 ± 2 (a, b) 7.4 ± 0.7 (b)
Fe2+ (mM) <5 ± 3 (a) <5 ± 0 (a) 54 ± 32 (a, b) 21 ± 9 (a, b) 187 ± 61 (b, c) 252 ± 31 (c)
FeS (mA) <5 ± 2 (a) <5 ± 0 (a) 35 ± 21 (a, b) 13 ± 5 (a, b) 120 ± 39 (b, c) 162 ± 20 (c)
SO4

2− (mM) 199 ± 28 262 ± 13 263 ± 10 243 ± 21 244 ± 31 215 ± 23
NH4

+ (mM) 0.1 ± 0.02 (a) 0.4 ± 0.03 (b) 0.7 ± 0.02 (c) 1.5 ± 0.04 (d) 2.2 ± 0.03 (e) 6.4 ± 0.04 (f)
TIN (mg/L) 2 ± 0 (a) 6 ± 0 (b) 10 ± 0 (c) 21 ± 1 (d) 31 ± 0 (e) 90 ± 1 (f)
TON (mg/L) 61 ± 16 (a) 23 ± 13 (a) 10 ± 0 (a) 9 ± 3 (a) 20 ± 8 (a) 9 ± 6 (a)
Ca (mg/L) 78 ± 2 104 ± 4 103 ± 6 112 ± 17 104 ± 26 130 ± 1
K (mg/L) 26 ± 2 (a) 32 ± 1 (a, b) 35 ± 1 (a, b) 45 ± 3 (b) 61 ± 4 (c) 110 ± 3 (d)
Mg (mg/L) 12 ± 0.5 (a) 16 ± 0.5 (a, b) 17 ± 0.5 (a, b) 22 ± 2.2 (a, b) 25 ± 4.9 (b) 41 ± 1.4 (c)
Na (mg/L) 33 ± 1.3 (a) 35 ± 0.8 (a) 37 ± 0.1 (a) 48 ± 0.5 (b) 61 ± 0.8 (c) 99 ± 1.9 (d)
B (mg/L) 0.1 ± 0.05 0.1 ± 0.04 0.1 ± 0.04 0.3 ± 0.05 0.5 ± 0.05 1 ± 0.05
Cu (mg/L) 0.1 ± 0.004 0.1 ± 0.01 0.05 ± 0.002 0.1 ± 0.01 0.03 ± 0.01 0.01 ± 0.001
Zn (mg/L) 1 ± 0.01 1 ± 0.04 1 ± 0.11 1 ± 0.13 1 ± 0.09 1 ± 0.09

aValues represent the median concentration plus range (in parentheses) for the reported parameters in units of milligrams per liter (mg/L), milimolar
(mM), micromolar (uM), or microamp (uA). Percentages shown in the column heads represent the ratio of background groundwater from monitoring
location B‐1 relative to leachate‐contaminated groundwater from monitoring location C‐1, with 100% representing all C‐1 groundwater. Letters in
parentheses denote parameters tested for significant differences (P < 0.05; Tukey‐Kramer test for multiple comparisons among means). Where
differences among treatments were observed, letters vary across experimental treatments.
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monitoring locations are different from background and
contaminated locations. An improved characterization of
groundwater quality was achieved when microbial com-
munity profiles were combined with the hydrochemistry
information. The combined PCA separated background,
fringe, and contaminated locations across PC1 and PC2 in
loading patterns that are related to the primary electron
accepting processes and dominant microbial community in

the subsurface. Background locations remained clustered
together; fringe locations dominated by nitrate and low‐
level iron reduction were separated across PC2, while other
fringe locations and contaminated locations undergoing iron
and sulfate reduction were separated across PC1. The multi-
variate separation of discrete monitoring locations is con-
sistent, in general, with classification of plume zones based
on high‐resolution data collected using geophysical meth-
ods and interpolated using geostatistics and highlights the
value of biological information for an improved sensitiv-
ity in the monitoring network in the absence of a detailed
geophysical survey.
[32] This improved classification is important not only

from a detection standpoint but also for long‐termmonitoring
of leachate‐contaminated plumes. It allows for a more sen-
sitive measure of groundwater quality impacts from landfills
and provides a gauge of natural attenuation processes along a
site‐specific “subtle” to “gross” contamination spectrum.
Gross changes, such as those separating microbial commu-
nities present in the plume center of mass (C‐1 through C‐3)
or directly down‐gradient of the landfill (F‐1 and F‐5), would
probably be associated with statistically detectable differ-
ences in hydrochemistry, including increased ionic content,
organic carbon demand, or the presence of anthropogenic
compounds not typically observed in groundwater aquifers.
Subtle changes, as evidenced in differences observed in
fringe wells along the up‐gradient landfill perimeter (F‐3
and F‐4) and down‐gradient plume fringe (F‐2, F‐5, F‐7,
and F‐8), were related to decreased redox potentials,
increased available inorganic nitrogen, and increased iron
species across groundwater‐monitoring wells and in micro-
cosm treatments. Reduced iron is mobile; therefore, a shift
from oxic to anoxic conditions would be expected to pro-
duce increased levels of iron groundwater‐monitoring wells
down‐gradient from the leachate source. While these bio-
geochemical trends may be difficult to detect at relatively
low leachate content through statistical means, changes were
distinctly observable using microbial community profiles
and PCA statistical analysis.

4.2. Challenges in Using Hydrochemical Data
for Detecting Contamination

[33] Microcosm treatments replicated the spatiotemporal
biogeochemical gradient between oxic (aerobic and nitrate
reduction) and anoxic (iron and sulfate reduction) electron‐
accepting processes that have been described in other leach-
ate‐contaminated subsurface environments [Christensen
et al., 1994]. However, even across a known gradient
of leachate, statistically significant differences in hydro-
chemistry were difficult to detect in microcosms without a
larger percentage (what would be considered 50% or greater)
of leachate present. Cation species (Fe, K, Mg, and Na) tested
in microcosms separated into two to four statistical groups,
while redox‐sensitive iron species (Fe2+ and FeS(aq)) and
inorganic forms of nitrogen (NH4

+ and TIN) separated into
three and six groups, respectively. Thus, iron species and
inorganic nitrogen may be two of the better hydrogeo-
chemical parameters for detecting the onset of leachate in
the groundwater.
[34] At the field scale, we detected differences between

two distinct groups of water quality for a similar listing of
cation and nitrogen species to those noted in microcosm

Figure 3. (a) Ecological indices for duplicate microcosms,
including the number of T‐RFs, Shannon‐Wiener Index H ′,
and Jaccard Index J. (b) Change in fragment intensity for
three T‐RFs positively correlated to landfill leachate in
microcosm treatments. (c) Change in fragment intensity
for three T‐RFs inversely correlated to leachate treatment.
T‐RF peak fluorescence values represent triplicate fragment
height readings for duplicate microcosms (n = 6), with
means (bars) and standard deviations (whiskers).
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treatment; however, none of the 25 hydrochemical param-
eters analyzed at the site could differentiate fringe loca-
tions from either contaminated or background groundwater
quality. This demonstrates the difficulty in comparing
physiochemical trends using a traditional up‐gradient versus
down‐gradient monitoring strategy at landfills, specifically
if background water quality conditions are not character-
ized prior to the onset of waste disposal activities. Of the
14 parameters listed in Table 1 with statistical differences,
ORP levels and iron concentrations in fringe wells were
more similar to contaminated locations, while other noted
statistical differences grouped fringe wells with background
locations. ORP and iron were also two of the key hydro-
chemical drivers in the separation of fringe from background
locations once microbial community profiles were added to
hydrochemistry data in the combined PCA. Unfortunately,
while ORP and iron‐related biogeochemical changes may
be related to the onset of landfill leachate in this aqui-
fer example, it may also result from changes in surface
hydrology, groundwater recharge, or loading of organic
materials not related to landfill leachate [Chapelle et al.,
1995; Anderson and Lovley, 1997]. Thus, statistical dif-
ferences in plume biogeochemistry alone are not sufficient
for detecting or classifying landfill leachate contamination
in this example.
[35] Microbial community profiles provided an alternative

measure of groundwater quality information that compli-
mented hydrochemistry data and was related to the contam-
ination source. Overall biodiversity of sediment microcosms
was consistent with or slightly lower than numbers observed
in other shallow aquifers [Brielmann et al., 2009; Stein
et al., 2010]. At a broad level, the Jaccard Index showed

a divergence away from the background bacterial com-
munity composition as a larger percentage of leachate‐
contaminated groundwater was added to the microcosms.
Significant decreases in 25% of community members (22/86
of detected T‐RFs) due to the onset of contaminants is
consistent with a reduction in bacterial population com-
plexity and diversity observed in other studies [Griebler and
Lueders, 2009]. While its possible that shifts in T‐RF
community composition in the field and at the lab scale are
related solely to changes in cation species alone [Brielmann
et al., 2009], it is more likely that fringe‐observed differ-
ences in the microbial community are related to carbon and
nitrogen nutrient materials driving redox conditions, in par-
ticular, nitrate, iron, or sulfate‐reducing TEAPs and associ-
ated microbial biota. Community characterization derived
through T‐RF in silico analysis and the sequencing of the
16S rRNA gene indicate this shift is from a community
dominated by b‐Proteobacteria and Actinobacteria typical of
a pristine aquifer to one with a larger proportion of Firmi-
cutes and d‐Proteobacteria [Griebler and Lueders, 2009].
Certain Clostridia, such as clones with high similarity to
Sporobacter termitidis and Clostridium spp. observed here,
have been associated with the degradation of complex
organic materials derived from landfill leachates [Van Dyke
and McCarthy, 2002; Burrell et al., 2004] and may be
involved in similar decay processes at this site. Dissimilatory
metal‐reducing bacteria such as clones with high similarity
to Geobacter spp., Pelobacter spp., and Desulfovibrio sp.
observed here are capable of coupling the oxidation of
simple organics to the reduction sediment‐derived iron
[Snoeyenbos‐West et al., 2000; Anderson et al., 2003;
Cummings et al., 2003; Lin et al., 2005; Holmes et al., 2007].

Figure 4. Bacterial community composition based on 16S rRNA clone sequences extracted from micro-
cosms treated with background groundwater (B‐1) or leachate‐contaminated groundwater (C‐1).
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Thus, the increased abundance of these d‐Proteobacteria
driving the separation of fringe samples and in microcosms
containing a larger proportions of leachate is consistent
with their described role in other contaminated subsurface
environments.

4.3. Implications for Incorporating Microbial
Information in Monitoring Strategies

[36] Changes in key T‐RFs from microcosm treatments
showed that certain bacteria believed to belong to Bacter-
oidetes, Firmicutes, and a‐ and d‐Proteobacteria increase in
abundance with higher leachate composition. These bacteria
could be present in the subsurface prior to contamination
or advectively transported via leachate‐derived colloids
in the subsurface. In the latter case, bacteria may represent
an indicator organism or tracer tying the contaminated
groundwater to its leachate source, while in both cases,
bacteria may represent an increased sensitivity to landfill
leachate–related biogeochemical changes when analytical
methods are unable to quantify low levels of contaminants.
Fecal bacteria and molecular ribotyping methods have been
used for determining sources of surface water pollution in
watershed systems [Meays et al., 2004]; however, these
same tracking methods do not appear as efficient in the
subsurface owing to the rates of groundwater transport and
source specificity in porous media systems [Cimenti et al.,
2005]. Nevertheless, while this study was not designed to
link specific T‐RFs to leachate contamination, our results
suggest that microbial communities may potentially be used
for both purposes and that further research is warranted.
[37] This work provides a basis for improving detec-

tion methods through the incorporation of molecular‐based
microbial composition data and multivariate statistical anal-
yses. Tracking changes in the abundance of specific bacterial
species in the groundwater may prove to be infeasible for the
purpose of detection or long‐term monitoring strategies at
landfill sites because of the variability of leachate composi-
tion and site‐specific hydrogeologic characteristics. How-
ever, we show here that tracking shifts in T‐RF patterns
appear to be a sensitive means for detecting low levels of
leachate in groundwater from leaking MSWLFs, particularly
along plume fringes. It also suggests the possibility of opti-
mizing detection strategies using microbial information and
a limited set of hydrochemical parameters to lower long‐
term monitoring costs at landfills.
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Department of Environmental Conservation for providing access to public
data resources and hydrogeology technical insight on the site; and the

Table 3. Comparison of T‐RFs Observed in This Study to T‐RFs
Predicted From the Ribosomal Database II in Silico Digest
Analysisa

Observed
T‐RF (bp) Correlation

Predicted
T‐RF (bp)

Bacterial Phylum, Order, and Family
(Based on in Silico Digest Analysis)

Positive Correlation
92 0.82 92 Bacteroidetes Candidatus Cardinium
125 0.83 126 Unidentified/uncultured bacteria

127 Proteobacteria a‐Proteobacteria
Rhizobiales

158 0.89 158 Actinobacteria Actinobacteridae
Actinomycetales

161 0.89 161 Firmicutes Bacillales Bacillaceae
161 Proteobacteria a‐Proteobacteria

Rhizobiales
204 0.89 204 Actinobacteria Actinobacteridae

Actinomycetales
269 0.94 268 Fusobacteria Fusobacteriales

Fusobacteriaceae
471 0.94 473 Firmicutes Clostridia Clostridiales
504 0.93 505 Proteobacteria d‐Proteobacteria

Desulfovibrionales
506 Proteobacteria d‐Proteobacteria

Desulfuromonadales
517 0.93 517 Chloroflexi uncultured bacterium

Negative (Inverse) Correlation
61 −0.94 63 Proteobacteria d‐Proteobacteria

uncultured bacterium
62 −0.83 63 Proteobacteria d‐Proteobacteria

uncultured bacterium
65 −0.94 67 Actinobacteria Actinobacteridae

Actinomycetales
68 −0.99 69 Firmicutes Lactobacillales

Carnobacteriaceae
72 −0.89 72 Proteobacteria g‐Proteobacteria

Thiotrichales
89 −0.89 89 Bacteroidetes uncultured bacterium
91 −0.84 91 Bacteroidetes Flavobacteria

Flavobacteriales
110 −0.87 109 Unidentified/uncultured bacteria
115 −0.94 116 Unidentified/uncultured bacteria
117 −0.93 117 Chloroflexi Chloroflexales

Chloroflexaceae
127 −0.89 127 Proteobacteria a‐Proteobacteria

Rhizobiales
136 −0.93 135 Proteobacteria b‐Proteobacteria

Burkholderiales
136 Unidentified/uncultured bacteria

143 −0.94 143 Actinobacteria Actinobacteridae
Actinomycetales

143 Proteobacteria b‐Proteobacteria
Burkholderiales

143 Proteobacteria g‐Proteobacteria
Pseudomonadales

148 −0.83 148 Firmicutes Bacillales Bacillaceae
154 −0.93 154 Proteobacteria a‐Proteobacteria

Rhizobiales
167 −0.94 167 Firmicutes Bacillales Salinicoccus
175 −0.94 174 Actinobacteria Actinobacteridae

Actinomycetales
175 Proteobacteria a‐Proteobacteria

environmental samples
178 −0.94 179 Firmicutes Bacillales Bacillaceae
180 −0.87 180 Firmicutes Bacillales Bacillaceae

180 Firmicutes Clostridia Halanaerobiales
192 −0.99 192 Planctomycetes Planctomycetacia

Planctomycetales
192 Proteobacteria g‐Proteobacteria

environmental samples
227 −0.93 227 Proteobacteria g‐Proteobacteria

Oceanospirillales
227 Planctomycetes Planctomycetacia

Planctomycetales

Table 3. (continued)

Observed
T‐RF (bp) Correlation

Predicted
T‐RF (bp)

Bacterial Phylum, Order, and Family
(Based on in Silico Digest Analysis)

267 −0.87 266 Unidentified/uncultured bacteria
268 Fusobacteria Fusobacteriales

Fusobacteriaceae

aFragments reported in Table 3 were significantly correlated (Spearman’s
Rho > ±0.82, p < 0.05) to landfill leachate–contaminated groundwater in
microcosm treatments.

MOUSER ET AL.: DELINEATING GROUNDWATER CONTAMINATION USING MICROBES W12506W12506

10 of 12



Clinton County Executive Council for allowing research site access. We are
especially grateful for the helpful comments and recommendations pro-
vided by the anonymous reviewers of this manuscript. This research was
supported by a NSF EPSCoR graduate research assistantship and NSF
grant 0436330.

References
Altschul, S. F., W. Gish, W. Miller, E. W. Myers, and D. J. Lipman (1990),

Basic local alignment search tool, J. Mol. Biol., 215, 403–410,
doi:10.1006/jmbi.1990.9999.

American Society of Civil Engineers (2003), Long‐Term Groundwater
Monitoring: The State of the Art, Task Comm. on the State of the Art
in Long‐Term Groundwater Monit. Design, Environ. and Water Resour.
Inst., Reston, Va.

Anderson, R. T., and D. R. Lovley (1997), Ecology and biogeochemistry of
in situ groundwater bioremediation, in Advances in Microbial Ecology,
edited by J. G. Jones, pp. 289–350, Plenum, New York.

Anderson, R. T., et al. (2003), Stimulating the in situ activity of Geobacter
species to remove uranium from the groundwater of a uranium‐
contaminated aquifer, Appl. Environ. Microbiol., 69(10), 5884–5891,
doi:10.1128/AEM.69.10.5884-5891.2003.

Barlaz, M. A., D. M. Schaefer, and R. K. Ham (1989), Bacterial population
development and chemical characteristics of refuse decomposition in a
simulated sanitary landfill, Appl. Environ. Microbiol., 55(1), 55–65.

Barton and Loguidice, Personal Consultants (1996), Clinton County Land-
fill final closure investigation report, Syracuse, N. Y.

Beeman, R. E., and J. M. Suflita (1987), Microbial ecology of a shallow
unconfined groundwater aquifer polluted by municipal landfill leachate,
Microb. Ecol., 14, 39–54, doi:10.1007/BF02011569.

Blackwood, C. B., T. Marsh, S. H. Kim, and E. A. Paul (2003), Terminal
restriction fragment length polymorphism data analysis for quantitative
comparison of microbial communities, Appl. Environ. Microbiol.,
69(2), 926–932, doi:10.1128/AEM.69.2.926-932.2003.

Brad, T., B. M. Van Breukelen, M. Braster, N. M. Van Straalen, and
W. F. M. Roling (2008), Spatial heterogeneity in sediment‐associated
bacterial and eukaryotic communities in a landfill leachate‐contaminated
aquifer, FEMS Microbiol. Ecol., 65(3), 534–543, doi:10.1111/j.1574-
6941.2008.00533.x.

Brielmann, H., C. Griebler, S. I. Schmidt, R. Michel, and T. Lueders
(2009), Effects of thermal energy discharge on shallow groundwater
ecosystems, FEMS Microbiol. Ecol., 68, 273–286, doi:10.1111/
j.1574-6941.2009.00674.x.

Burrell, P. C., C. O’Sullivan, H. Song, W. P. Clarke, and L. L. Blackall
(2004), Identification, detection, and spatial resolution of Clostridium
populations responsible for cellulose degradation in a methanogenic land-
fill leachate bioreactor, Appl. Environ. Microbiol., 70(4), 2414–2419,
doi:10.1128/AEM.70.4.2414-2419.2004.

Caccavo, F., D. J. Lonergan, D. R. Lovley, M. Davis, J. F. Stolz, and
M. J. McInerney (1994), Geobacter sulfurreducens sp. nov., a hydrogen‐
and acetate‐oxidizing dissimilatory metal‐reducing microorganism, Appl.
Environ. Microbiol., 60(10), 3752–3759.

Chao, A., R. L. Chazdon, R. K. Colwell, and T.‐J. Shen (2005), A new
statistical approach for assessing similarity of species composition with
incident and abundance data, Ecol. Lett., 8, 148–159, doi:10.1111/
j.1461-0248.2004.00707.x.

Chapelle, F. H. (2000), The significance of microbial processes in hydro-
geology and geochemistry, Hydrogeol. J., 8(1), 41–46, doi:10.1007/
PL00010973.

Chapelle, F. H., P. B. McMahon, N. M. Dubrovsky, R. F. Fujii, E. T.
Oaksford, and D. A. Vroblesky (1995), Deducing the distribution of
terminal electron‐accepting processes in hydrologically diverse ground-
water systems, Water Resour. Res., 31(2), 359–371, doi:10.1029/
94WR02525.

Christensen, T. H., P. Kjeldsen, H.‐J. Albrechtsen, F. Heron, P. H. Nielsen,
P. L. Bjerg, and P. E. Holm (1994), Attenuation of landfill leachate pol-
lutants in aquifers, Crit. Rev. Environ. Sci. Technol., 24(2), 119–202,
doi:10.1080/10643389409388463.

Cimenti, M., N. Biswas, J. K. Bewtra, and A. Hubberstey (2005), Evalua-
tion of microbial indicators for the determination of bacterial groundwater
contamination sources, Water Air Soil Pollut., 168(1–4), 157–169,
doi:10.1007/s11270-005-0961-y.

Cozzarelli, I. M., J. M. Suflita, G. A. Ulrich, S. H. Harris, M. A. Scholl,
J. L. Schlottmann, and S. Christenson (2000), Geochemical and micro-
biological methods for evaluating anaerobic processes in an aquifer con-

taminated by landfill leachate, Environ. Sci. Technol., 34, 4025–4033,
doi:10.1021/es991342b.

Cummings, D. E., O. L. Snoeyenbos‐West, D. T. Newby, A. M. Niggemyer,
D. R. Lovley, L. A. Achenbach, and R. F. Rosenzweig (2003), Diversity
of Geobacteraceae species inhabiting metal‐polluted freshwater lake
sediments ascertained by 16S rDNA analyses, Microb. Ecol., 46(2),
257–269, doi:10.1007/s00248-002-0005-8.

de Marsily, G. (1986), Quantitative Hydrogeology: Groundwater Hydrol-
ogy for Engineers, Academic, San Diego, Calif.

Denny, C. S. (1974), Pleistocene geology of the northeast Adirondack
region, New York, U.S. Geol. Surv. Prof. Pap., 786.

Dollhopf, S. L., S. A. Hashsham, and J. M. Tiedje (2001), Interpreting 16S
rDNA T‐RFLP data: Application of self‐organizing maps and principal
component analysis to describe community dynamics and convergence,
Microb. Ecol., 42(4), 495–505, doi:10.1007/s00248-001-0027-7.

Druschel, G. K., D. Emerson, R. Sutka, and G. W. Luther (2008), Low
oxygen and chemical kinetic constraints on the geochemical niche of
neutrophilic iron(II) oxidizing microorganisms, Geochim. Cosmochim.
Acta, 72, 3358–3370, doi:10.1016/j.gca.2008.04.035.

Dunbar, J., L. O. Ticknor, and C. R. Kuske (2001), Phylogenetic specificity
and reproducibility and new method for analysis of terminal restriction
fragment profiles of 16S rRNA genes from bacterial communities, Appl.
Environ. Microbiol., 67(1), 190–197, doi:10.1128/AEM.67.1.190-
197.2001.

European Environmental Agency (2003), Europe’s environment: The third
assessment, Copenhagen.

Feris, K. P., P. W. Ramsey, S. M. Gibbons, C. Frazar, M. C. Rillig, J. N.
Moore, J. E. Gannon, and W. E. Holben (2009), Hyporheic microbial
community development is a sensitive indicator of metal contamination,
Environ. Sci. Technol., 43, 6158–6163, doi:10.1021/es9005465.

Fields, M. W., C. E. Bagwell, S. L. Carroll, T. Yan, X. Liu, D. B. Watson,
P. M. Jardine, C. S. Criddle, T. C. Hazen, and J. Zhou (2006), Phyloge-
netic and functional biomarkers as indicators of bacterial community
responses to mixed‐waste contamination, Environ. Sci. Technol., 40,
2601–2607, doi:10.1021/es051748q.

Fisher, D. W. (1968), Geology of the Plattsburgh and Rouses Point, New
York–Vermont, Quadrangles, N. Y. State Mus. and Sci. Serv., Albany.

Gibbons, R. D. (1996), Some conceptual and statistical issues in analysis of
groundwater monitoring data, Environmetrics, 7(2), 185–199,
doi:10.1002/(SICI)1099-095X(199603)7:2<185::AID-ENV204>3.0.
CO;2-D.

Gibbons, R. D., D. G. Dolan, H. May, K. O’Leary, and R. O’Hara (1999),
Statistical comparison of leachate from hazardous, codisposal, and
municipal solid waste landfills, Ground Water Monit. Rem., 19(4),
57–72, doi:10.1111/j.1745-6592.1999.tb00241.x.

Goovaerts, P. (1997), Geostatistics for Natural Resources Evaluation,
Oxford Univ. Press, New York.

Griebler, C., and T. Lueders (2009), Microbial biodiversity in groundwater
ecosystems, Freshwater Biol., 54, 649–677, doi:10.1111/j.1365-
2427.2008.02013.x.

Hill, T. C. J., K. A. Walsh, J. A. Harris, and B. F. Moffett (2003), Using
ecological diversity measures with bacterial communities, FEMS Micro-
biol. Ecol., 43, 1–11, doi:10.1111/j.1574-6941.2003.tb01040.x.

Holmes, D. E., et al. (2007), Subsurface clade of Geobacteraceae that pre-
dominates in a diversity of Fe(III)‐reducing subsurface environments,
ISME J., 1(8), 663–677, doi:10.1038/ismej.2007.85.

Hudak, P. F. (1999), A method for designing upgradient groundwater mon-
itoring networks, Environ. Monit. Assess., 57, 149–155, doi:10.1023/
A:1005996813478.

Hudak, P. F. (2005), Sensitivity of groundwater monitoring networks to
contaminant source width for various seepage velocities, Water Resour.
Res., 41, W08501, doi:10.1029/2005WR003968.

Journel, A. G., and C. Huijbregts (1978), Mining Geostatistics, Academic,
New York.

Kjeldsen, P., M. A. Barlaz, A. P. Rooker, A. Baun, A. Ledin, and T. H.
Christensen (2002), Present and long‐term composition of MSW landfill
leachate: A review, Crit. Rev. Environ. Sci. Technol., 32(4), 297–336,
doi:10.1080/10643380290813462.

Lane, D. J., B. Pace, G. J. Olsen, D. Stahl, M. L. Sogin, and N. R. Pace
(1985), Rapid determination of 16S ribosomal RNA sequences for phy-
logenetic analysis, Proc. Natl. Acad. Sci. U. S. A., 82, 6955–6959,
doi:10.1073/pnas.82.20.6955.

Lin, B., M. Braster, B. M. Van Breukelen, H. W. Van Verseveld, H. V.
Westerhoff, and W. F. M. Röling (2005), Geobacteraceae community
composition is related to hydrochemistry and biodegradation in an
iron‐reducing aquifer polluted by a neighboring landfill, Appl. Environ.

MOUSER ET AL.: DELINEATING GROUNDWATER CONTAMINATION USING MICROBES W12506W12506

11 of 12



Microbiol., 71(10), 5983–5991, doi:10.1128/AEM.71.10.5983-5991.
2005.

Loaiciga, H. A., R. J. Caharbeneau, L. G. Everett, G. E. Fogg, B. F. Hobbs,
and S. Rouhani (1992), Review of ground‐water quality monitoring
network design, J. Hydraul. Eng., 118(1), 11–37, doi:10.1061/(ASCE)
0733-9429(1992)118:1(11).

Lovley, D. R. (2003), Cleaning up with genomics: Applying molecular
biology to bioremediation, Nat. Rev. Microbiol., 1(1), 35–44,
doi:10.1038/nrmicro731.

Lovley, D. R., S. J. Giovannoni, D. C. White, J. E. Champine, E. J. P.
Phillips, Y. A. Gorby, and S. Goodwin (1993), Geobacter metallireducens
Gen‐nov sp‐nov, a microorganism capable of coupling the complete
oxidation of organic‐compounds to the reduction of iron and other metals,
Arch. Microbiol., 159(4), 336–344, doi:10.1007/BF00290916.

Ludvigsen, L., H.‐J. Albrechtsen, H. Holst, and J. B. Christensen (1997),
Correlating phospholipid fatty acids (PLFA) in a landfill leachate pol-
luted aquifer with biogeochemical factors by multivariate statistical
methods, FEMS Microbiol. Rev., 20, 447–460, doi:10.1111/j.1574-
6976.1997.tb00329.x.

Ludvigsen, L., H.‐J. Albrechtsen, D. B. Ringelberg, F. Ekelund, and T. H.
Christensen (1999), Distribution and composition of microbial popula-
tions in a landfill leachate contaminated aquifer (Grindsted, Denmark),
Microb. Ecol., 37, 197–207, doi:10.1007/s002489900143.

Madsen, E. L. (2000), Nucleic‐acid characterization of the identity and
activity of subsurface microorganisms, Hydrogeol. J., 8, 112–125,
doi:10.1007/s100400050012.

Massmann, F., and R. A. Freeze (1987), Groundwater contamination from
waste management sites: The interaction between risk‐based engineering
design and regulatory policy: 1. Methodology, Water Resour. Res.,
23(2), 351–367, doi:10.1029/WR023i002p00351.

Meays, C. L., K. Broersma, R. Nordin, and A. Mazumder (2004), Source
tracking fecal bacteria in water: a critical review of current methods,
J. Environ. Manage., 73, 71–79, doi:10.1016/j.jenvman.2004.06.001.

Meyer, P. D., A. J. Valocchi, and J. W. Eheart (1994), Monitoring network
design to provide initial detection of groundwater contamination, Water
Resour. Res., 30(9), 2647–2659, doi:10.1029/94WR00872.

Morales, S. E., P. J. Mouser, N. Ward, S. P. Hudman, D. S. Ross, N. J.
Gotelli, and T. A. Lewis (2006), Comparison of bacterial communities in
New England sphagnum bogs using terminal restriction fragment length
polymorphism (T‐RFLP), Microb. Ecol., 52(1), 34–44, doi:10.1007/
s00248-005-0264-2.

Mouser, P. J., D. M. Rizzo, W. F. M. Röling, and B. M. van Breukelen
(2005), A multivariate statistical approach to spatial representation of
groundwater contamination using hydrochemistry and microbial commu-
nity profiles, Environ. Sci. Technol., 39, 7551–7559, doi:10.1021/
es0502627.

Mouser, P. J., A. L. N’Guessan, H. Elifantz, D. E. Holmes, K. H. Williams,
M. J. Wilkins, P. E. Long, and D. Lovley (2009), Influence of heteroge-
neous ammonium availability on bacterial community structure and the
expression of nitrogen fixation and ammonium transporter genes during
in situ bioremediation of uranium‐contaminated groundwater, Environ.
Sci. Technol., 43(12), 4386–4392, doi:10.1021/es8031055.

Mummey, D. L., and P. D. Stahl (2003), Spatial and temporal variability
of bacterial 16S rDNA‐based T‐RFLP patterns derived from soil of
two Wyoming grassland ecosystems, FEMS Microbiol. Ecol., 46(1),
113–120, doi:10.1016/S0168-6496(03)00208-3.

Osborn, A. M., E. R. B. Moore, and K. N. Timmis (2000), An evaluation of
terminal‐restriction fragment length polymorphism (T‐RFLP) analysis
for the study of microbial structure and dynamics, Environ. Microbiol.,
2, 39–50, doi:10.1046/j.1462-2920.2000.00081.x.

Ovreas, L., L. Forney, F. L. Daae, and V. Torsvik (1997), Distribution
of bacterioplankton in meromictic Lake Saelenvannet, as determined
by denaturing gradient gel electrophoresis of PCR‐amplified gene
fragments coding for 16S rRNA, Appl. Environ. Microbiol., 63(9),
3367–3373.

Reed, P., and B. Minsker (2004), Striking the balance: Long‐term ground-
water monitoring design for conflicting objectives, J. Water Resour.
Plann. Manage., 130(2), 140–149, doi:10.1061/(ASCE)0733-9496
(2004)130:2(140).

Röling, W. F. M., B. M. Van Breukelen, M. Braster, B. Lin, and H. W. Van
Verseveld (2001), Relationship between microbial community structure
and hydrochemistry in a landfill leachate‐polluted aquifer, Appl. Environ.
Microbiol., 67(10), 4619–4629, doi:10.1128/AEM.67.10.4619-4629.
2001.

Sciarini, S. M., and F. Michel (2005), tRFLP Fragment Sorter, Ohio State
Univ., Columbus.

Snoeyenbos‐West, O. L., K. P. Nevin, R. T. Anderson, and D. R. Lovley
(2000), Enrichment of Geobacter species in response to stimulation of
Fe(III) reduction in sandy aquifer sediments, Microb. Ecol., 39(2),
153–167, doi:10.1007/s002480000018.

Stein, H., C. Kellermann, S. I. Schmidt, H. Brielmann, C. Steube, S. E.
Berkhoff, A. Fuchs, H. J. Hahn, B. Thulin, and C. Griebler (2010),
The potential use of fauna and bacteria as ecological indicators for the
assessment of groundwater quality, J. Environ. Monit., 12, 242–254,
doi:10.1039/b913484k.

U.S. Environmental Protection Agency (EPA) (1993), Solid waste disposal
facility criteria technical manual, Solid Waste and Emergency Resp.,
Washington, D. C.

U.S. Environmental Protection Agency (EPA) (2000), National water qual-
ity inventory, 1998 report to Congress: Groundwater and drinking water
chapters, Off. of Water, Washington, D. C.

U.S. Environmental Protection Agency (EPA) (2009), Statistical analysis
of groundwater monitoring data at RCRA facilities; Unified guidance,
Off. of Resour., Conserv. and Recovery, Washington, D. C.

Van Dyke, M. I., and A. J. McCarthy (2002), Molecular biological detec-
tion and characterization of Clostridium populations in municipal landfill
sites, Appl. Environ. Microbiol., 68(4), 2049–2053, doi:10.1128/
AEM.68.4.2049-2053.2002.

Watanabe, K., K. Watanabe, Y. Kodama, K. Syutsubo, and S. Harayama
(2000), Molecular characterization of bacterial populations in petro-
leum‐contaminated groundwater discharged from underground crude
oil storage cavities, Appl. Environ. Microbiol., 66(11), 4803–4809,
doi:10.1128/AEM.66.11.4803-4809.2000.

Weiss, J. V., and I. M. Cozzarelli (2008), Biodegradation in contaminated
aquifers: Incorporating microbial/molecular methods, Ground Water,
46(2), 305–322, doi:10.1111/j.1745-6584.2007.00409.x.

G. K. Druschel, Department of Geology, University of Vermont,
Burlington, VT 05405, USA.
N. Hayden, P. J. Mouser, and D. M. Rizzo, School of Engineering,

University of Vermont, Burlington, VT 05405, USA. (pjmouser@gmail.
com)
S. E. Morales, Division of Biological Sciences, University of Montana,

Missoula, MT 59812, USA.
P. O’Grady, Department of Environmental Science, Policy and

Management, University of California, Berkeley, CA 94720, USA.
L. Stevens, Department of Biology, University of Vermont, Burlington,

VT 05405, USA.

MOUSER ET AL.: DELINEATING GROUNDWATER CONTAMINATION USING MICROBES W12506W12506

12 of 12



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (ECI-RGB.icc)
  /CalCMYKProfile (Photoshop 5 Default CMYK)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Preserve
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
    /Courier
    /Courier-Bold
    /Courier-BoldOblique
    /Courier-Oblique
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Oblique
    /Symbol
    /Times-Bold
    /Times-BoldItalic
    /Times-Italic
    /Times-Roman
    /ZapfDingbats
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 400
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ()
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements true
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


