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Abstract

Bacterial communities associated with seagrass bed sedi-
ments are not well studied. The work presented here
investigated several factors and their impact on bacterial
community diversity, including the presence or absence
of vegetation, depth into sediment, and season. Double-
gradient denaturing gradient gel electrophoresis (DG-
DGGE) was used to generate banding patterns from the
amplification products of 16S rRNA genes in 1-cm sedi-
ment depth fractions. Bioinformatics software and other
statistical analyses were used to generate similarity scores
between sections. Jackknife analyses of these similarity
coefficients were used to group banding patterns by depth
into sediment, presence or absence of vegetation, and by
season. The effects of season and vegetation were strong
and consistent, leading to correct grouping of banding
patterns. The effects of depth were not consistent enough
to correctly group banding patterns using this technique.
While it is not argued that bacterial communities in
sediment are not influenced by depth in sediment, this
study suggests that the differences are too fine and
inconsistent to be resolved using 1-cm depth fractions
and DG-DGGE. The effects of vegetation and season on
bacterial communities in sediment were more consistent
than the effects of depth in sediment, suggesting they exert
stronger controls on microbial community structure.

Introduction

Seagrasses are submerged flowering plants that grow
rooted in coastal sediments of intertidal, subtidal, or

shallow coastal zones [12], including the waters contig-
uous with the Gulf of Mexico in the USA. Seagrasses
found in the northern Gulf of Mexico, and in Santa Rosa
Sound in northwest Florida in particular, include
Halodule wrightii (shoal grass) and Thalassia testudinum
(turtle grass), among others. Seagrass habitats are in
decline, both in the USA and around the world [1, 30].
Seagrass bed coverage in Santa Rosa Sound has declined
from historical levels, and their preservation has been the
subject of study and monitoring, with the hopes of
restoring lost habitats [22, 23, 34]. Seagrasses provide
several vital estuarine ecosystem functions, and their
protection and restoration are important. Seagrasses link
sediment and water column nutrient cycles and provide a
buffer to erosion by trapping sediment and suspended
material [14, 37, 40]. A large variety of micro-, meso-,
and macrofauna are found within the margins of the
seagrass beds. Many fish and decapod crustaceans
(including species recognized for their economic value
[25, 35]) are found in seagrass beds at significantly higher
densities than in nonvegetated sandy habitats.

A great many bacterial species found in the sedi-
ments of seagrass beds are absent in sediment habitats
outside of seagrass beds [6, 36]. It has been shown that
bacteria inhabit the roots of the seagrasses [18–20, 28]
and may form synergistic relationships. While it is known
that certain bacterial species are important to seagrass
ecosystems, the scope and scale of bacteria that are
beneficial to seagrasses are not known. Bacterial commu-
nities associated with seagrass bed sediment in affected
areas may differ from those associated with sediment in
more pristine seagrass habitats, providing an indicator of
seagrass health, just as seagrass beds themselves are
indicators of water quality [4, 16]. A better understanding
of these interactions could help define possible causes ofCorrespondence to: J.B. James; E-mail: james.joe@epa.gov
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seagrass decline and enhance efforts in seagrass restora-
tion. It is therefore important to define the dynamics of
bacterial communities associated with seagrasses.

Many strategies for examining microbial diversity
entail analysis of ribosomal RNA (rRNA) sequences, in-
cluding denaturing gradient gel electrophoresis (DGGE)
[26, 29]. DGGE is a genetic fingerprinting technique that
enables the separation of equally sized DNA fragments
obtained by polymerase chain reaction (PCR) according
to sequence differences [11]. The separation occurs during
electrophoresis as a result of the differential Bmelting^ of
the different amplicons in a DNA product as they en-
counter a linearly increasing concentration of a denatur-
ant mixture (urea and formamide) [26]. Double-gradient
DGGE (DG-DGGE) further incorporates a gradient in
acrylamide concentration to further sharpen banding
patterns [8]. For the work here, we employed DG-DGGE
as it was expected to provide the resolution needed to
assess the microbial diversity in seagrass bed sediments.

Because the bacterial communities in sediments
associated with seagrasses are poorly described, this study
was undertaken to investigate some fundamental char-
acteristics of bacterial community composition in rela-
tion to seagrasses. This was accomplished by examining
differences in bacterial communities based on presence
or absence of vegetation, depth into the sediment, and
season.

Materials and Methods

Study Site. The area just offshore of the Naval Live
Oaks (NLO) Preserve in Gulf Breeze, FL, was chosen for
study (Fig. 1). The shoreline in this location is part of the
Gulf Islands National Seashore, maintained by the US
National Park Service. The 2 mi of adjacent shoreline is
free of direct commercial or residential activities and
inputs. This site is considered to be pristine for the
purposes of this study and most likely contains the highest
quality seagrass environment in the Santa Rosa Sound
system. A readily accessible mixed bed of seagrasses,

including T. testudinum and H. wrightii, was found in
the shallow, near-shore waters of this site.

Collection of Sediment Cores. Sediment cores
were collected in February, June, and October of 2001.
The depth from the surface of the water to the sediment
was approximately 1–1.5 m. Three cores, each approxi-
mately 10 cm deep and 3.5 cm in diameter, were taken in
vegetated and unvegetated sediment at each sampling
time, for a total of 18 cores. The vegetated cores were taken
from within the seagrass bed, and unvegetated samples
were taken within 10 m of the vegetated sites. Upon
retrieval, the cores were sealed at both ends with rubber
stoppers and immediately placed on ice.

Cores were processed within 2 h of collection. The top
eight 1-cm sections (by depth from the surface) were
placed into sterile 50-mL BD Falcon conical centrifuge
tubes (BD Biosciences, San Jose, CA, USA). Small
amounts of plant tissue were not removed from the
sediment. A total of 144 sediment core sections were
obtained and stored at _20-C until DNA extraction was
performed.

DNA Extraction. Microbial cell lysis and DNA
extraction of the samples were performed using the
UltraClean Soil DNA Isolation Kit (MoBio Inc., Solana
Beach, CA, USA) according to the manufacturer’s
protocols with the noted modifications. Frozen sediment
samples were thawed, and 0.5 g was added to MoBio Bead
Solution tubes. After the addition of MoBio Solution S1,
three cycles of freezing/thawing (_70/60-C) were
performed. The tubes were transferred to a Mini-
BeadBeater-8 (BioSpec Products, Inc., Bartlesville, OK,
USA) homogenizer and mixed for 1.5 min at the highest
setting. The tubes were centrifuged, and the supernatants
were transferred to clean tubes, followed by 250 mL of
MoBio Solution S2. When evidence of humic acids or
tannins was present, indicated by coloration of the silica
spin filter, additional washes with MoBio Solution S4 were
performed until the coloration was significantly
diminished or eliminated. The DNA was eluted and stored
at _20-C. The concentration of the product was deter-
mined by electrophoresis and comparison to a standard
DNA ladder of known concentrations (Low DNA Mass
Ladder, Invitrogen, Carlsbad, CA, USA).

Polymerase Chain Reaction. Each PCR reaction
contained GeneAmp 1� PCR Gold buffer, 2.5 mM MgCl2,
0.2 mM dNTPs, 0.2 mM GMST-341fGC [forward uni-
versal bacterial 16S primer (underlined) with 40-bp GC
clamp at the 50end: CGCCCGCCGCGCCCCGCGCCC
GTCCCGCCGCCCCCGCCCGCCTACGGGAGGCAG
CAG] [26], 0.2 mM 907r (reverse universal bacterial 16S
primer: CCGTCAATTCCTTTGAGTTT) [21], 2.2 U
AmpliTaq Gold (Applied Biosystems, Inc., Foster City,

Figure 1. Naval Live Oaks site, Gulf Islands National Seashore,
Gulf Breeze, FL.
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CA, USA), and approximately 120 ng template DNA.
Triplicate samples were amplified in using a GeneAmp
PCR System 9700 (PE Applied Biosystems) under the f-
ollowing reaction conditions: 94-C for 5 min, 20 cycles of
94-C for 1 min, 65-C for 1 min (decreasing 0.5-C/cycle),
72-C for 3 min, 10 cycles of 94-C for 1 min, 55-C for 1
min, 72-C for 3 min, 72-C for 7 min, 4-C hold. PCR
products were analyzed via agarose gel electrophoresis
and stained with ethidium bromide. The gel image was
digitized using the Kodak Digital Science Image Station
and analysis software as described above. Replicates of
sample products were pooled and concentrated to 30-mL
total volume using a SpeedVac DNA 110 evaporator (S-
avant Instruments, Inc., Farmingdale, NY).

Double Gradient Denatur ing Gradient Gel

Electrophoresis. DG-DGGE analysis of PCR-amplified
16S rRNA gene fragments was performed as described by
Cremonesi et al. [8] and Muyzer and Smalla [27] with the
D-Gene system (Bio-Rad, Hercules, CA, USA). The 1-mm-
thick, 6–8% (w/v) polyacrylamide gel with a 20–70%
denaturing gradient was poured discontinuously, using a
0.5- to 1-cm stacker of polyacrylamide gel without
denaturant [24]. The manufacturer defines a 100%
chemical denaturant solution as 7 M urea and 40%
formamide. The gels were electrophoresed for 18 h in 1�
Tris–acetate–EDTA (TAE) buffer at 60-C using a constant
voltage of 62 V. Gels were stained with SYBR Gold
(Molecular Probes, Eugene, OR, USA) and photographed
on a UV transillumination table with a Polaroid camera
equipped with a SYBR Gold filter (Molecular Probes). The
gel photos were then digitized using an HP Scanjet ADF (Palo
Alto, CA, USA). Gels containing bands sufficiently bright
and clearly discernable from the background were used.
PCR-amplified 16S rRNA genes from Ralstonia sp., Bacillus
cereus, Stenotrophomonas maltophilia, Microbacterium sp.,
and Cellulosimicrobium cellulans provided an external five-
band standard for alignment and normalization of band
migration between gels [33]. These procedures resulted in
banding patterns for 121 1-cm sediment core sections. The
23 remaining samples either gave poor amplification results

or poor band resolution when the PCR products were
analyzed by DGGE.

Computer-Assisted Statistical Analysis

Lane and Band Analysis. The digitized image of each
usable gel was entered into a BioNumerics (Applied Maths,
Austin, TX, USA) database. Lanes were converted to
densitometric curves. The curves were analyzed using
software-determined thresholds, and bands were identified
based on software-determined optimal thresholds. The gels
were normalized using the five external standards described
earlier and internal standards (bands consistent across
several lanes in a gel). Gel photographs were examined
with a magnifying glass, and any bands (operational
taxonomic units) missed by the software were added and
any bands that were clearly artifacts recognized by the
software were deleted. Close inspection with the manual
insertion and deletion of bands, as appropriate, was
considered to result in a more accurate reflection of the
community banding pattern than that obtained from the
raw computer-generated pattern.

Similarity matrices. The Bionumerics package used
the Dice algorithm [9] with the numbers of common and
total bands to generate similarity coefficients between
banding patterns. For two banding patterns A and B, the
Dice similarity coefficient is calculated as,

SimilarityDice ¼ 2�
X

AB
� �.

2�
X

AB
� �

þ
X

Ab
� �

þ
X

aB
� �h i

ð1Þ

where AB is the number of bands common to both
banding patterns, Ab is the number of bands found in
banding pattern A but not banding pattern B, and aB is
the number of bands found in banding pattern B but
not banding pattern A.

The Bionumerics program was used to calculate the
best optimization and tolerance values for the compar-

Table 1. Total number of banding patterns from core sections (121) divided into groups with reference to depth into sediment, month
of collection, and presence of vegetation

Depth
(1-cm intervals)

No. of sediment
core sections

Month
(of collection)

No. of sediment
core sections Vegetation

No. of sediment
core sections

0–1 15 Feb (2) 43 Vegetated 50
1–2 15 June (6) 46 Unvegetated 71
2–3 17 Oct (10) 33
3–4 15
4–5 16
5–6 16
6–7 14
7–8 13

121 121 121
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ison. Within Bionumerics, optimization refers an adjust-
ment of bands beyond normalization and was necessary
when imperfect normalization resulted in residual shifts.
Likewise, tolerance refers to the total distance that bands
in different lanes differed by before they were determined
to be distinct. The default values were used for optimi-
zation and tolerance and were 0.17 and 3.5%, respec-
tively. At these values, bands that differed by more than
3.5% of the total length of the normalized lane would be
determined to be distinct. Fuzzy logic was employed
when determining similarity scores. Use of fuzzy logic in
Bionumerics results in bands being scored as identical
only when there was zero distance between them,
meaning that with additional distance (in pixels) in band
position, the matching score was decreased until the
maximal position tolerance (3.5%) was reached, after
which the similarity score was zero. This allowed larger
tolerances to be chosen while still obtaining meaningful
clustering (Del Rosario, Applied Maths, pers. comm.).

Construction of Groups for Jackknife Analysis. The
data of the DG-DGGE from 16S rRNA genes amplified from
the extracts from the NLO sediment core sections were
placed intogroupsasshown in Table1. Each group contained
any banding pattern from the corresponding descriptor, i.e.,
month, depth, or vegetation. In this study, month of samp-
ling was used as a proxy for season: February samples
represented the sediment bacterial community before the
seagrass growing season, June samples represented the
sediment bacterial community in the middle of the seagrass

growing season, and October samples represented the
bacterial community at the end of the growing season as
the seagrasses were dying back. The Month groups were
February, June, and October. Likewise, two groups were
composed based on vegetation, one each representing
vegetated (Veg) and unvegetated (Unveg) sediments. Sam-
ples were separated into eight groups composed of 1-cm
depth intervals into the sediment (0–1, 1–2, 2–3, 3–4, 4–5, 5–
6, 6–7, and 7–8).

Jackknife analysis [32] tests for the fidelity of a group
with its assigned members. This was performed by the
removal of a banding pattern from its group and its
presentation as a test subject against all groups. The
banding pattern was then assigned to the group with
which it shared the greatest similarity. This procedure
was performed for every sample. Average similarity was
used for the assignment of patterns to groups, and ties
were spread equally among groups to avoid the bias
associated with assigning ties to the originating group.
Estimated rates of correct classification (ERCC) for
group assignments were determined. ERCC was calcu-
lated as described in Ringbauer et al. [33]:

ERCC ¼ 100%� Ncorrectð Þ= Ntotalð Þ ð2Þ

where Ncorrect was the number of banding patterns
from a group that were correctly identified, and Ntotal

was the total number of banding patterns from the
same group. A correct assignment was the assignment
of a sample to the group to which the sample was
known to belong.

The random ERCC was conservatively calculated as

Random ERCC ¼ 100%� Nmaxð Þ= Ntotalð Þ ð3Þ

where Nmax was the number of banding patterns in
the largest group used in an assignment, and Ntotal

was the total number of banding patterns in the group.
The ERCC was compared with the random ERCC to
determine if assignments were significantly better than
assignments to groups at random using the binomial
table of confidence limits for percentages [39].

Table 2. Assignment of banding patterns to month groups by
jackknife analysis (Dice coefficient)

Month collected

Banding patterns (%) assigned to groups

Feb Jun Oct

Feb 81.4 4.7 14.0
June 24.4 57.8 17.8
Oct 21.2 6.1 72.7

ERCCs of patterns to host class are in boldface. The mean ERCC was
70.7%.

Table 3. Assignment of banding patterns to 1-cm depth interval groups by jackknife analysis (Dice coefficient)

Section
depth (cm)

Banding patterns (%) assigned to groups

0–1 1–2 2–3 3–4 4–5 5–6 6–7 7–8

1 46.7 40.0 6.7 6.7 0.0 0.0 0.0 0.0
2 40.0 26.7 6.7 20.0 0.0 0.0 6.7 0.0
3 17.6 29.4 23.5 11.8 0.0 5.9 11.8 0.0
4 26.7 46.7 6.7 13.3 0.0 0.0 6.7 0.0
5 12.5 37.5 18.8 18.8 0.0 12.5 0.0 0.0
6 6.3 25.0 25.0 12.5 6.3 0.0 18.8 6.3
7 7.1 42.9 14.3 7.1 0.0 7.1 14.3 7.1
8 15.4 30.8 15.4 7.7 0.0 0.0 23.1 7.5

ERCCs of patterns to host class are in boldface. The mean ERCC was 16.5%.
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Results

Number of Bands in Banding Patterns. DG-DGGE
patterns of sediment bacterial communities were com-
posed of between 3 and 31 bands. These numbers only
include bands of 16S rRNA gene PCR products amplified
from the sediment cores found within the range of the
external standards run on every DG-DGGE. Any band
found outside the range of standards was not used, as it
was not subjected to the normalization process that made
the gels comparable to one another. The data were not
normally distributed, as determined using the Shapiro–
Wilk test (p G 0.05), and thus were transformed and
analyzed using a nonparametric procedure (Wilcoxon
rank sums and Kruskal–Wallis test). Only when the
numbers of bands in a profile were sorted by month was
a significant effect evident as the number of bands in the
June group was significantly different from the number
of bands in the February and October groups, which
were not significantly different from one another. No
significant differences in the number of bands were
found when the banding patterns were divided by depth
or vegetation presence/absence.

Similarity Matrices and Jackknife Analysis. Matrices
were constructed based on maximum similarity coefficients
derived by the band-based [Dice: Eq. (1)] correlation
methods (data not shown). The similarity coefficients
ranged from 65.1% down to 0.0%.

Discriminant analysis of sediment bacterial commu-
nity banding patterns was performed by cross-validation
using jackknife analysis. Assignments of banding patterns
to groups based on month are shown in Table 2. It is
notable that when incorrect assignments were made for
February and October samples, they were made to each
other with a higher frequency than they were to the June
group. Incorrect assignment of June samples appeared to
be spread fairly evenly to both February and October. This
is important as conditions (e.g., temperature and seagrass
status) in February and October are more alike to one
another than conditions in June. Overall, season appeared
to have a strong and consistent effect on grouping the
microbial communities, as the mean ERCC for the month
groups as a whole was 70.7%, significantly higher than the
random ERCC for month groups (38.0%).

Assignments of banding patterns to groups based on
1-cm depth intervals into sediment were not evenly
spread among groups. Using 1-cm depth intervals to
divide groups did not provide evidence of consistent and
significant effects of depth into sediment on microbial
communities. A full 68.0% of assignments were to the
0- to 1-cm depth and 1- to 2-cm depth groups, despite
the fact that these groups only contained 24.8% of the
total banding patterns. The mean ERCC for group
assignment by 1-cm depth was 16.5%, and the random
ERCC was 14.0% (Table 3).

The presence or absence of vegetation had a consistent
and significant effect on the assignment of banding pat-
terns (Table 4). The mean ERCC for group assignment by
the presence or absence of vegetation was 74.4%, whereas
the random ERCC was 58.7%.

All the ERCCs for the different groups as determined
by jackknife analysis were compared with the random
ERCC (Table 5). Significant differences between the
ERCCs were determined using the binomial table of
confidence limits for percentages [36]. The ERCC for the
month groups and the ERCC for the vegetation groups
were significantly higher than random, with 99% confi-
dence. These groups also appeared to have a fairly even
assignment of banding patterns to groups, as compared to
the uneven assignments in the depth group.

Discussion

The microbial communities of seagrass vegetated and
unvegetated sediments were successfully investigated
using DG-DGGE analysis of PCR amplicons of 16S
rRNA genes. This method provided a rapid overview of
the community profile when jackknife analysis was used
to assign banding patterns to groups using similarity
coefficients generated with the band-based Dice coeffi-
cient. The method cannot afford quantitative analysis of
microbial communities on the basis of band intensities
because of possible PCR bias and the sensitivity of the
software to localized gel backgrounds associated with
bands. The microbial communities of seagrass vegetated
and unvegetated sediment at the NLO site in the Santa
Rosa Sound could be consistently separated by this
method, based on season as well as the presence or
absence of vegetation. On the other hand, the commu-
nities could not be distinguished by depth intervals into

Table 4. Assignment of banding patterns to vegetation groups by
jackknife analysis (Dice coefficient)

Presence
of vegetation

Banding patterns (%) assigned to groups

Vegetated Unvegetated

Vegetated 82.0 18.0
Unvegetated 31.0 69.0

ERCCs of patterns to host class are in boldface. The mean ERCC was
74.4%.

Table 5. Comparison of ERCCs of groups by jackknife analysis
(Dice coefficient)

Group
type

ERCC
(%)

Random
ERCC (%)

Statistical
difference (P)

Month 70.7 38.0 Yes (p G 0.01)
Depth 16.5 14.0 No
Vegetation 74.4 58.7 Yes (p G 0.01)
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sediment. Although this study does not refute the fact
that depth into sediment greatly influences the microbial
community, it highlights the fact that such influences
may not be consistent enough over the seasons or in the
presence or absence of vegetation as to be elucidated
using this community DNA fingerprinting technique. It
is also possible that the DGGE method is insufficiently
sensitive to detect differences with depth.

The ERCC for assignments based on month (as a
proxy for season) was high, and a likely explanation is
that the bacterial communities for a given month were
likely responding to the seasonal status of the seagrasses.
Microbial activities in seagrass bed sediments show
strong seasonality and are highest when the plants are
actively growing [10, 38].

The ERCC for assignments based on the presence of
vegetation was also significantly higher than random.
Seagrass bed sediments support higher numbers of
bacteria and greater bacterial activities than nonvegetated
sediments because of enrichment with organic carbon
[10, 19, 20, 38]. Bacterial communities in unvegetated
sediment do not experience these inputs and would be
expected to differ at some level from the seagrass bed
sediment communities. In contrast, Bagwell et al. [2]
obtained one reproducible DGGE banding pattern for
nifH sequences amplified from seagrass bed sediments in
an oligotrophic environment and nearby nonvegetated
sediments. Similarly, Smith et al. [38] concluded that the
community composition of sulfate-reducing bacteria,
based on comparisons of dissimilatory sulfite reductase
genes, at the same site used in the present study did not
vary substantially between vegetated and unvegetated
sediments. Smith et al. [38] did find some small groups
of sulfate-reducing bacteria unique to either the vegetat-
ed or nonvegetated sediment and suggested they could
represent responses to available carbon sources, either
root exudates or benthic algae, respectively. Similarities
in microbial communities between vegetated and non-
vegetated sediment are therefore to be expected, as
indicated by Bagwell et al. [2], Smith et al. [38], and by
the consistent grouping found in this study based on
month. Yet, the microbial community in each type of
sediment, particularly in temperate environments, is likely
to have its own distinct characteristics.

Depth into sediment had a less consistent effect on the
bacterial communities. This can be explained in part by the
great influence of oxic conditions on bacterial communities.
Oxygen is rapidly depleted with depth into the sediment,
typically within millimeters [5, 13]. However, seagrasses
exude oxygen into the sediment, creating an oxygen
gradient into the rhizosphere [3, 7, 5, 15, 31] extending
to (and upwards of, during daylight) 50 mm from the root
surface outward into the sediment [5]. As a result, bacteria
in the immediate rhizosphere may have some similarity to
bacteria found in the oxic zone at the sediment surface,

regardless of the latter’s condition with respect to vegeta-
tion. The vertical shift toward the surface by the oxic zone
in the summer may also occur in the zones where other
specialized metabolizers would be found. Sulfate reduction
rates (SRR) of vegetated and unvegetated sediments were
measured in the winter and summer of 2001 by Smith et al.
[38] at the same study site. When they looked at SRR by
depth, it was possible to differentiate unvegetated sediments
from vegetated sediments within a season. Also, it was
possible to differentiate one season from another for a
particular plot of sediment. However, when both season and
vegetation were considered, it was more difficult to
differentiate by SRR, as the SRR for unvegetated sediment
in summer was similar to that of vegetated sediment in
winter, especially in the upper 2 cm. Taking this into
account, it is apparent that there were depths where different
types of communities existed in different months, especially
depths near the surface and the transition from aerobic
metabolism to anaerobic metabolism. These shallow depths
tended to draw more assignments that would have been
expected. This was demonstrated in the large number of
assignments to the 0–1, 1–2, and 0–2 cm depth intervals.
Although relative depth within a sediment core may be
useful for separation of bacterial communities, the variability
was too great for depth to be used reliably when comparing
communities from different sediment cores. Whereas it was
expected that the effects of depth would sort the microbial
communities with greater resolution, these results are
consistent with the results of similar studies [17].

Jackknife analysis sorted complex DG-DGGE pat-
terns into groups based on vegetation and month. The
differences in the communities were likely because of
small percentages of the bacteria that changed in
abundance, depending on season or vegetation. There
have been few studies on microbial community diversity
interactions with seagrasses. Our results provide addi-
tional evidence for interactions of sediment microbial
communities with seagrasses.
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29. Nübel, U, Engelen, B, Felske, A, Snaidr, J, Wieshuber, A, Amann, RI,
Ludwig, W, Backhaus, H (1996) Sequence heterogeneities of genes
encoding 16S rRNAs in Paenibacillus polymyxa detected by
temperature gradient gel electrophoresis. J Bacteriol 174: 5636–5643

30. Orth, RJ, Moore, KA (1983) Chesapeake Bay: An unprecedented
decline in submerged aquatic vegetation. Science 222: 51–53

31. Pederson, O, Binzer, T, Borum, J (2004) Sulphide intrusion in
eelgrass (Zostera marina L.). Plant Cell Environ 27: 595–602

32. Quenouille, MH (1956) Notes on bias in estimation. Biometrika
61: 353–360

33. Ringbauer, JA, James, JB, Genthner, FJ (2006) Impact of large-
scale poultry farms on aquatic microbial communities: a molecular
investigation. J Water Health 04: 77–86

34. Schwenning, LM (2001) Seagrass Management Plan for Big
Lagoon and Santa Rosa Sound. Florida Department of Environ-
mental Protection, Pensacola, FL

35. Sheridan, P, Henderson, C, McMahan, G (2003) Fauna of natural
seagrass and transplanted Halodule wrightii (shoal grass) beds in
Galveston Bay, Texas. Restor Ecol 11: 139–154

36. Shieh, WY, Yang, JT (1997) Denitrification in the rhizosphere of the
two seagrasses Thalassia hemprichii (Ehrenb.) Aschers and Hal-
odule uninervis (Forsk.) Aschers. J Exp Mar Biol Ecol 218: 229–241

37. Short, FT, Short, CA (1984) The seagrass filter: purification of
estuarine and coastal waters. In: Kennedy, VS (Ed.) The Estuary as
a Filter. Academic Press, Orlando, pp 395–413

38. Smith, AC, Kostka, JE, Devereux, R, Yates, DF (2004) Seasonal
composition and activity of sulfate-reducing prokaryotic commu-
nities in seagrass bed sediments. Aquat Microb Ecol 37: 183–195

39. Sokal, RR, Rohlf, FJ (1987) Introduction to Biostatistics. W.H.
Freeman and Company, New York, pp 333–337

40. Ward, LG, Kemp, WM, Boynton, WR (1984) The influence of
waves and seagrass communities on suspended particulates in an
estuarine embayment. Mar Geol 59: 85–103

J.B. JAMES ET AL.: Seagrass Bed Bacterial Communities 661

http://www.npwrc.usgs.gov/resource/literatr/ruppia/ruppia.htm
http://www.npwrc.usgs.gov/resource/literatr/ruppia/ruppia.htm

	Analysis of Bacterial Communities in Seagrass Bed Sediments �by Double-Gradient Denaturing Gradient Gel Electrophoresis �of PCR-Amplified 16S rRNA Genes
	Abstract
	Introduction
	Materials and Methods
	Study Site
	Collection of Sediment Cores
	DNA Extraction
	Polymerase Chain Reaction
	Double Gradient Denaturing Gradient Gel Electrophoresis
	Computer-Assisted Statistical Analysis</Heading1>&nbsp;
	Lane and Band Analysis
	Similarity matrices
	Construction of Groups for Jackknife Analysis

	Results
	Number of Bands in Banding Patterns
	Similarity Matrices and Jackknife Analysis

	Discussion
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AardvarkPSMT
    /AceBinghamSH
    /AddisonLibbySH
    /AGaramond-Italic
    /AGaramond-Regular
    /AkbarPlain
    /Albertus-Bold
    /AlbertusExtraBold-Regular
    /AlbertusMedium-Italic
    /AlbertusMedium-Regular
    /AlfonsoWhiteheadSH
    /Algerian
    /AllegroBT-Regular
    /AmarilloUSAF
    /AmazoneBT-Regular
    /AmeliaBT-Regular
    /AmerigoBT-BoldA
    /AmerTypewriterITCbyBT-Medium
    /AndaleMono
    /AndyMacarthurSH
    /Animals
    /AnneBoleynSH
    /Annifont
    /AntiqueOlive-Bold
    /AntiqueOliveCompact-Regular
    /AntiqueOlive-Italic
    /AntiqueOlive-Regular
    /AntonioMountbattenSH
    /ArabiaPSMT
    /AradLevelVI
    /ArchitecturePlain
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialMTBlack-Regular
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeLight
    /ArialUnicodeLight-Bold
    /ArialUnicodeLight-BoldItalic
    /ArialUnicodeLight-Italic
    /ArrowsAPlentySH
    /ArrusBT-Bold
    /ArrusBT-BoldItalic
    /ArrusBT-Italic
    /ArrusBT-Roman
    /Asiana
    /AssadSadatSH
    /AvalonPSMT
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-BookOblique
    /AvantGardeITCbyBT-Demi
    /AvantGardeITCbyBT-DemiOblique
    /AvantGardeITCbyBT-Medium
    /AvantGardeITCbyBT-MediumOblique
    /BankGothicBT-Light
    /BankGothicBT-Medium
    /Baskerville-Bold
    /Baskerville-Normal
    /Baskerville-Normal-Italic
    /BaskOldFace
    /Bauhaus93
    /Bavand
    /BazookaRegular
    /BeauTerrySH
    /BECROSS
    /BedrockPlain
    /BeeskneesITC
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BenguiatITCbyBT-Bold
    /BenguiatITCbyBT-BoldItalic
    /BenguiatITCbyBT-Book
    /BenguiatITCbyBT-BookItalic
    /BennieGoetheSH
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BernhardBoldCondensedBT-Regular
    /BernhardFashionBT-Regular
    /BernhardModernBT-Bold
    /BernhardModernBT-BoldItalic
    /BernhardModernBT-Italic
    /BernhardModernBT-Roman
    /Bethel
    /BibiGodivaSH
    /BibiNehruSH
    /BKenwood-Regular
    /BlackadderITC-Regular
    /BlondieBurtonSH
    /BodoniBlack-Regular
    /Bodoni-Bold
    /Bodoni-BoldItalic
    /BodoniBT-Bold
    /BodoniBT-BoldItalic
    /BodoniBT-Italic
    /BodoniBT-Roman
    /Bodoni-Italic
    /BodoniMTPosterCompressed
    /Bodoni-Regular
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolFive
    /BookshelfSymbolFour
    /BookshelfSymbolOne-Regular
    /BookshelfSymbolThree-Regular
    /BookshelfSymbolTwo-Regular
    /BookwomanDemiItalicSH
    /BookwomanDemiSH
    /BookwomanExptLightSH
    /BookwomanLightItalicSH
    /BookwomanLightSH
    /BookwomanMonoLightSH
    /BookwomanSwashDemiSH
    /BookwomanSwashLightSH
    /BoulderRegular
    /BradleyHandITC
    /Braggadocio
    /BrailleSH
    /BRectangular
    /BremenBT-Bold
    /BritannicBold
    /Broadview
    /Broadway
    /BroadwayBT-Regular
    /BRubber
    /Brush445BT-Regular
    /BrushScriptMT
    /BSorbonna
    /BStranger
    /BTriumph
    /BuckyMerlinSH
    /BusoramaITCbyBT-Medium
    /Caesar
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-Italic
    /CalligrapherRegular
    /CameronStendahlSH
    /Candy
    /CandyCaneUnregistered
    /CankerSore
    /CarlTellerSH
    /CarrieCattSH
    /CaslonOpenfaceBT-Regular
    /CassTaylorSH
    /CDOT
    /Centaur
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturyOldStyle-BoldItalic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /Cezanne
    /CGOmega-Bold
    /CGOmega-BoldItalic
    /CGOmega-Italic
    /CGOmega-Regular
    /CGTimes-Bold
    /CGTimes-BoldItalic
    /CGTimes-Italic
    /CGTimes-Regular
    /Charting
    /ChartreuseParsonsSH
    /ChaseCallasSH
    /ChasThirdSH
    /ChaucerRegular
    /CheltenhamITCbyBT-Bold
    /CheltenhamITCbyBT-BoldItalic
    /CheltenhamITCbyBT-Book
    /CheltenhamITCbyBT-BookItalic
    /ChildBonaparteSH
    /Chiller-Regular
    /ChuckWarrenChiselSH
    /ChuckWarrenDesignSH
    /CityBlueprint
    /Clarendon-Bold
    /Clarendon-Book
    /ClarendonCondensedBold
    /ClarendonCondensed-Bold
    /ClarendonExtended-Bold
    /ClassicalGaramondBT-Bold
    /ClassicalGaramondBT-BoldItalic
    /ClassicalGaramondBT-Italic
    /ClassicalGaramondBT-Roman
    /ClaudeCaesarSH
    /CLI
    /Clocks
    /ClosetoMe
    /CluKennedySH
    /CMBX10
    /CMBX5
    /CMBX7
    /CMEX10
    /CMMI10
    /CMMI5
    /CMMI7
    /CMMIB10
    /CMR10
    /CMR5
    /CMR7
    /CMSL10
    /CMSY10
    /CMSY5
    /CMSY7
    /CMTI10
    /CMTT10
    /CoffeeCamusInitialsSH
    /ColetteColeridgeSH
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CommercialPiBT-Regular
    /CommercialScriptBT-Regular
    /Complex
    /CooperBlack
    /CooperBT-BlackHeadline
    /CooperBT-BlackItalic
    /CooperBT-Bold
    /CooperBT-BoldItalic
    /CooperBT-Medium
    /CooperBT-MediumItalic
    /CooperPlanck2LightSH
    /CooperPlanck4SH
    /CooperPlanck6BoldSH
    /CopperplateGothicBT-Bold
    /CopperplateGothicBT-Roman
    /CopperplateGothicBT-RomanCond
    /CopticLS
    /Cornerstone
    /Coronet
    /CoronetItalic
    /Cotillion
    /CountryBlueprint
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CSSubscript
    /CSSubscriptBold
    /CSSubscriptItalic
    /CSSuperscript
    /CSSuperscriptBold
    /Cuckoo
    /CurlzMT
    /CybilListzSH
    /CzarBold
    /CzarBoldItalic
    /CzarItalic
    /CzarNormal
    /DauphinPlain
    /DawnCastleBold
    /DawnCastlePlain
    /Dekker
    /DellaRobbiaBT-Bold
    /DellaRobbiaBT-Roman
    /Denmark
    /Desdemona
    /Diploma
    /DizzyDomingoSH
    /DizzyFeiningerSH
    /DocTermanBoldSH
    /DodgenburnA
    /DodoCasalsSH
    /DodoDiogenesSH
    /DomCasualBT-Regular
    /Durian-Republik
    /Dutch801BT-Bold
    /Dutch801BT-BoldItalic
    /Dutch801BT-ExtraBold
    /Dutch801BT-Italic
    /Dutch801BT-Roman
    /EBT's-cmbx10
    /EBT's-cmex10
    /EBT's-cmmi10
    /EBT's-cmmi5
    /EBT's-cmmi7
    /EBT's-cmr10
    /EBT's-cmr5
    /EBT's-cmr7
    /EBT's-cmsy10
    /EBT's-cmsy5
    /EBT's-cmsy7
    /EdithDaySH
    /Elephant-Italic
    /Elephant-Regular
    /EmGravesSH
    /EngelEinsteinSH
    /English111VivaceBT-Regular
    /English157BT-Regular
    /EngraversGothicBT-Regular
    /EngraversOldEnglishBT-Bold
    /EngraversOldEnglishBT-Regular
    /EngraversRomanBT-Bold
    /EngraversRomanBT-Regular
    /EnviroD
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /ErasITC-Ultra
    /ErnestBlochSH
    /EstrangeloEdessa
    /Euclid
    /Euclid-Bold
    /Euclid-BoldItalic
    /EuclidExtra
    /EuclidExtra-Bold
    /EuclidFraktur
    /EuclidFraktur-Bold
    /Euclid-Italic
    /EuclidMathOne
    /EuclidMathOne-Bold
    /EuclidMathTwo
    /EuclidMathTwo-Bold
    /EuclidSymbol
    /EuclidSymbol-Bold
    /EuclidSymbol-BoldItalic
    /EuclidSymbol-Italic
    /EuroRoman
    /EuroRomanOblique
    /ExxPresleySH
    /FencesPlain
    /Fences-Regular
    /FifthAvenue
    /FigurineCrrCB
    /FigurineCrrCBBold
    /FigurineCrrCBBoldItalic
    /FigurineCrrCBItalic
    /FigurineTmsCB
    /FigurineTmsCBBold
    /FigurineTmsCBBoldItalic
    /FigurineTmsCBItalic
    /FillmoreRegular
    /Fitzgerald
    /Flareserif821BT-Roman
    /FleurFordSH
    /Fontdinerdotcom
    /FontdinerdotcomSparkly
    /FootlightMTLight
    /ForefrontBookObliqueSH
    /ForefrontBookSH
    /ForefrontDemiObliqueSH
    /ForefrontDemiSH
    /Fortress
    /FractionsAPlentySH
    /FrakturPlain
    /Franciscan
    /FranklinGothic-Medium
    /FranklinGothic-MediumItalic
    /FranklinUnic
    /FredFlahertySH
    /Freehand575BT-RegularB
    /Freehand591BT-RegularA
    /FreestyleScript-Regular
    /Frutiger-Roman
    /FTPMultinational
    /FTPMultinational-Bold
    /FujiyamaPSMT
    /FuturaBlackBT-Regular
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldItalic
    /FuturaBT-Book
    /FuturaBT-BookItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-ExtraBlackCondensed
    /FuturaBT-ExtraBlackCondItalic
    /FuturaBT-ExtraBlackItalic
    /FuturaBT-Light
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FuturaBT-MediumCondensed
    /FuturaBT-MediumItalic
    /GabbyGauguinSH
    /GalliardITCbyBT-Bold
    /GalliardITCbyBT-BoldItalic
    /GalliardITCbyBT-Italic
    /GalliardITCbyBT-Roman
    /Garamond
    /Garamond-Antiqua
    /Garamond-Bold
    /Garamond-Halbfett
    /Garamond-Italic
    /Garamond-Kursiv
    /Garamond-KursivHalbfett
    /Garcia
    /GarryMondrian3LightItalicSH
    /GarryMondrian3LightSH
    /GarryMondrian4BookItalicSH
    /GarryMondrian4BookSH
    /GarryMondrian5SBldItalicSH
    /GarryMondrian5SBldSH
    /GarryMondrian6BoldItalicSH
    /GarryMondrian6BoldSH
    /GarryMondrian7ExtraBoldSH
    /GarryMondrian8UltraSH
    /GarryMondrianCond3LightSH
    /GarryMondrianCond4BookSH
    /GarryMondrianCond5SBldSH
    /GarryMondrianCond6BoldSH
    /GarryMondrianCond7ExtraBoldSH
    /GarryMondrianCond8UltraSH
    /GarryMondrianExpt3LightSH
    /GarryMondrianExpt4BookSH
    /GarryMondrianExpt5SBldSH
    /GarryMondrianExpt6BoldSH
    /GarryMondrianSwashSH
    /Gaslight
    /GatineauPSMT
    /Gautami
    /GDT
    /Geometric231BT-BoldC
    /Geometric231BT-LightC
    /Geometric231BT-RomanC
    /GeometricSlab703BT-Bold
    /GeometricSlab703BT-BoldCond
    /GeometricSlab703BT-BoldItalic
    /GeometricSlab703BT-Light
    /GeometricSlab703BT-LightItalic
    /GeometricSlab703BT-Medium
    /GeometricSlab703BT-MediumCond
    /GeometricSlab703BT-MediumItalic
    /GeometricSlab703BT-XtraBold
    /GeorgeMelvilleSH
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Gigi-Regular
    /GillSansBC
    /GillSans-Bold
    /GillSans-BoldItalic
    /GillSansCondensed-Bold
    /GillSansCondensed-Regular
    /GillSansExtraBold-Regular
    /GillSans-Italic
    /GillSansLight-Italic
    /GillSansLight-Regular
    /GillSans-Regular
    /GoldMinePlain
    /Gonzo
    /GothicE
    /GothicG
    /GothicI
    /GoudyHandtooledBT-Regular
    /GoudyOldStyle-Bold
    /GoudyOldStyle-BoldItalic
    /GoudyOldStyleBT-Bold
    /GoudyOldStyleBT-BoldItalic
    /GoudyOldStyleBT-Italic
    /GoudyOldStyleBT-Roman
    /GoudyOldStyleExtrabold-Regular
    /GoudyOldStyle-Italic
    /GoudyOldStyle-Regular
    /GoudySansITCbyBT-Bold
    /GoudySansITCbyBT-BoldItalic
    /GoudySansITCbyBT-Medium
    /GoudySansITCbyBT-MediumItalic
    /GraceAdonisSH
    /Graeca
    /Graeca-Bold
    /Graeca-BoldItalic
    /Graeca-Italic
    /Graphos-Bold
    /Graphos-BoldItalic
    /Graphos-Italic
    /Graphos-Regular
    /GreekC
    /GreekS
    /GreekSans
    /GreekSans-Bold
    /GreekSans-BoldOblique
    /GreekSans-Oblique
    /Griffin
    /GrungeUpdate
    /Haettenschweiler
    /HankKhrushchevSH
    /HarlowSolid
    /HarpoonPlain
    /Harrington
    /HeatherRegular
    /Hebraica
    /HeleneHissBlackSH
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Narrow
    /Helvetica-Narrow-Bold
    /Helvetica-Narrow-BoldOblique
    /Helvetica-Narrow-Oblique
    /Helvetica-Oblique
    /HenryPatrickSH
    /Herald
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HogBold-HMK
    /HogBook-HMK
    /HomePlanning
    /HomePlanning2
    /HomewardBoundPSMT
    /Humanist521BT-Bold
    /Humanist521BT-BoldCondensed
    /Humanist521BT-BoldItalic
    /Humanist521BT-Italic
    /Humanist521BT-Light
    /Humanist521BT-LightItalic
    /Humanist521BT-Roman
    /Humanist521BT-RomanCondensed
    /IBMPCDOS
    /IceAgeD
    /Impact
    /Incised901BT-Bold
    /Incised901BT-Light
    /Incised901BT-Roman
    /Industrial736BT-Italic
    /Informal011BT-Roman
    /InformalRoman-Regular
    /Intrepid
    /IntrepidBold
    /IntrepidOblique
    /Invitation
    /IPAExtras
    /IPAExtras-Bold
    /IPAHighLow
    /IPAHighLow-Bold
    /IPAKiel
    /IPAKiel-Bold
    /IPAKielSeven
    /IPAKielSeven-Bold
    /IPAsans
    /ISOCP
    /ISOCP2
    /ISOCP3
    /ISOCT
    /ISOCT2
    /ISOCT3
    /Italic
    /ItalicC
    /ItalicT
    /JesterRegular
    /Jokerman-Regular
    /JotMedium-HMK
    /JuiceITC-Regular
    /JupiterPSMT
    /KabelITCbyBT-Book
    /KabelITCbyBT-Ultra
    /KarlaJohnson5CursiveSH
    /KarlaJohnson5RegularSH
    /KarlaJohnson6BoldCursiveSH
    /KarlaJohnson6BoldSH
    /KarlaJohnson7ExtraBoldCursiveSH
    /KarlaJohnson7ExtraBoldSH
    /KarlKhayyamSH
    /Karnack
    /Kartika
    /Kashmir
    /KaufmannBT-Bold
    /KaufmannBT-Regular
    /KeplerStd-Black
    /KeplerStd-BlackIt
    /KeplerStd-Bold
    /KeplerStd-BoldIt
    /KeplerStd-Italic
    /KeplerStd-Light
    /KeplerStd-LightIt
    /KeplerStd-Medium
    /KeplerStd-MediumIt
    /KeplerStd-Regular
    /KeplerStd-Semibold
    /KeplerStd-SemiboldIt
    /KeystrokeNormal
    /Kidnap
    /KidsPlain
    /Kindergarten
    /KinoMT
    /KissMeKissMeKissMe
    /KoalaPSMT
    /KorinnaITCbyBT-Bold
    /KorinnaITCbyBT-KursivBold
    /KorinnaITCbyBT-KursivRegular
    /KorinnaITCbyBT-Regular
    /KristenITC-Regular
    /Kristin
    /KunstlerScript
    /KyotoSong
    /LainieDaySH
    /LandscapePlanning
    /Lapidary333BT-Bold
    /Lapidary333BT-BoldItalic
    /Lapidary333BT-Italic
    /Lapidary333BT-Roman
    /Latha
    /LatinoPal3LightItalicSH
    /LatinoPal3LightSH
    /LatinoPal4ItalicSH
    /LatinoPal4RomanSH
    /LatinoPal5DemiItalicSH
    /LatinoPal5DemiSH
    /LatinoPal6BoldItalicSH
    /LatinoPal6BoldSH
    /LatinoPal7ExtraBoldSH
    /LatinoPal8BlackSH
    /LatinoPalCond4RomanSH
    /LatinoPalCond5DemiSH
    /LatinoPalCond6BoldSH
    /LatinoPalExptRomanSH
    /LatinoPalSwashSH
    /LatinWidD
    /LatinWide
    /LeeToscanini3LightSH
    /LeeToscanini5RegularSH
    /LeeToscanini7BoldSH
    /LeeToscanini9BlackSH
    /LeeToscaniniInlineSH
    /LetterGothic12PitchBT-Bold
    /LetterGothic12PitchBT-BoldItal
    /LetterGothic12PitchBT-Italic
    /LetterGothic12PitchBT-Roman
    /LetterGothic-Bold
    /LetterGothic-BoldItalic
    /LetterGothic-Italic
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LetterGothic-Regular
    /LibrarianRegular
    /LinusPSMT
    /Lithograph-Bold
    /LithographLight
    /LongIsland
    /LubalinGraphMdITCTT
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSansUnicode
    /LydianCursiveBT-Regular
    /Magneto-Bold
    /Mangal-Regular
    /Map-Symbols
    /MarcusHobbesSH
    /Mariah
    /Marigold
    /MaritaMedium-HMK
    /MaritaScript-HMK
    /Market
    /MartinMaxxieSH
    /MathTypeMed
    /MatisseITC-Regular
    /MaturaMTScriptCapitals
    /MaudeMeadSH
    /MemorandumPSMT
    /Metro
    /Metrostyle-Bold
    /MetrostyleExtended-Bold
    /MetrostyleExtended-Regular
    /Metrostyle-Regular
    /MicrogrammaD-BoldExte
    /MicrosoftSansSerif
    /MikePicassoSH
    /MiniPicsLilEdibles
    /MiniPicsLilFolks
    /MiniPicsLilStuff
    /MischstabPopanz
    /MisterEarlBT-Regular
    /Mistral
    /ModerneDemi
    /ModerneDemiOblique
    /ModerneOblique
    /ModerneRegular
    /Modern-Regular
    /MonaLisaRecutITC-Normal
    /Monospace821BT-Bold
    /Monospace821BT-BoldItalic
    /Monospace821BT-Italic
    /Monospace821BT-Roman
    /Monotxt
    /MonotypeCorsiva
    /MonotypeSorts
    /MorrisonMedium
    /MorseCode
    /MotorPSMT
    /MSAM10
    /MSLineDrawPSMT
    /MS-Mincho
    /MSOutlook
    /MSReference1
    /MSReference2
    /MTEX
    /MTEXB
    /MTEXH
    /MT-Extra
    /MTGU
    /MTGUB
    /MTLS
    /MTLSB
    /MTMI
    /MTMIB
    /MTMIH
    /MTMS
    /MTMSB
    /MTMUB
    /MTMUH
    /MTSY
    /MTSYB
    /MTSYH
    /MT-Symbol
    /MTSYN
    /Music
    /MVBoli
    /MysticalPSMT
    /NagHammadiLS
    /NealCurieRuledSH
    /NealCurieSH
    /NebraskaPSMT
    /Neuropol-Medium
    /NevisonCasD
    /NewMilleniumSchlbkBoldItalicSH
    /NewMilleniumSchlbkBoldSH
    /NewMilleniumSchlbkExptSH
    /NewMilleniumSchlbkItalicSH
    /NewMilleniumSchlbkRomanSH
    /News702BT-Bold
    /News702BT-Italic
    /News702BT-Roman
    /Newton
    /NewZuricaBold
    /NewZuricaItalic
    /NewZuricaRegular
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NigelSadeSH
    /Nirvana
    /NuptialBT-Regular
    /OCRAbyBT-Regular
    /OfficePlanning
    /OldCentury
    /OldEnglishTextMT
    /Onyx
    /OnyxBT-Regular
    /OpenSymbol
    /OttawaPSMT
    /OttoMasonSH
    /OzHandicraftBT-Roman
    /OzzieBlack-Italic
    /OzzieBlack-Regular
    /PalatiaBold
    /PalatiaItalic
    /PalatiaRegular
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /PalmSpringsPSMT
    /Pamela
    /PanRoman
    /ParadisePSMT
    /ParagonPSMT
    /ParamountBold
    /ParamountItalic
    /ParamountRegular
    /Parchment-Regular
    /ParisianBT-Regular
    /ParkAvenueBT-Regular
    /Patrick
    /Patriot
    /PaulPutnamSH
    /PcEncodingLowerSH
    /PcEncodingSH
    /Pegasus
    /PenguinLightPSMT
    /PennSilvaSH
    /Percival
    /PerfectRegular
    /Pfn2BlackItalic
    /Phantom
    /PhilSimmonsSH
    /Pickwick
    /PipelinePlain
    /Playbill
    /PoorRichard-Regular
    /Poster
    /PosterBodoniBT-Italic
    /PosterBodoniBT-Roman
    /Pristina-Regular
    /Proxy1
    /Proxy2
    /Proxy3
    /Proxy4
    /Proxy5
    /Proxy6
    /Proxy7
    /Proxy8
    /Proxy9
    /Prx1
    /Prx2
    /Prx3
    /Prx4
    /Prx5
    /Prx6
    /Prx7
    /Prx8
    /Prx9
    /Pythagoras
    /Raavi
    /Ranegund
    /Ravie
    /Ribbon131BT-Bold
    /RMTMI
    /RMTMIB
    /RMTMIH
    /RMTMUB
    /RMTMUH
    /RobWebsterExtraBoldSH
    /Rockwell
    /Rockwell-Bold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /RomanC
    /RomanD
    /RomanS
    /RomanT
    /Romantic
    /RomanticBold
    /RomanticItalic
    /Sahara
    /SalTintorettoSH
    /SamBarberInitialsSH
    /SamPlimsollSH
    /SansSerif
    /SansSerifBold
    /SansSerifBoldOblique
    /SansSerifOblique
    /Sceptre
    /ScribbleRegular
    /ScriptC
    /ScriptHebrew
    /ScriptS
    /Semaphore
    /SerifaBT-Black
    /SerifaBT-Bold
    /SerifaBT-Italic
    /SerifaBT-Roman
    /SerifaBT-Thin
    /Sfn2Bold
    /Sfn3Italic
    /ShelleyAllegroBT-Regular
    /ShelleyVolanteBT-Regular
    /ShellyMarisSH
    /SherwoodRegular
    /ShlomoAleichemSH
    /ShotgunBT-Regular
    /ShowcardGothic-Reg
    /Shruti
    /SignatureRegular
    /Signboard
    /SignetRoundhandATT-Italic
    /SignetRoundhand-Italic
    /SignLanguage
    /Signs
    /Simplex
    /SissyRomeoSH
    /SlimStravinskySH
    /SnapITC-Regular
    /SnellBT-Bold
    /Socket
    /Sonate
    /SouvenirITCbyBT-Demi
    /SouvenirITCbyBT-DemiItalic
    /SouvenirITCbyBT-Light
    /SouvenirITCbyBT-LightItalic
    /SpruceByingtonSH
    /SPSFont1Medium
    /SPSFont2Medium
    /SPSFont3Medium
    /SpsFont4Medium
    /SPSFont4Medium
    /SPSFont5Normal
    /SPSScript
    /SRegular
    /Staccato222BT-Regular
    /StageCoachRegular
    /StandoutRegular
    /StarTrekNextBT-ExtraBold
    /StarTrekNextPiBT-Regular
    /SteamerRegular
    /Stencil
    /StencilBT-Regular
    /Stewardson
    /Stonehenge
    /StopD
    /Storybook
    /Strict
    /Strider-Regular
    /StuyvesantBT-Regular
    /StylusBT
    /StylusRegular
    /SubwayRegular
    /SueVermeer4LightItalicSH
    /SueVermeer4LightSH
    /SueVermeer5MedItalicSH
    /SueVermeer5MediumSH
    /SueVermeer6DemiItalicSH
    /SueVermeer6DemiSH
    /SueVermeer7BoldItalicSH
    /SueVermeer7BoldSH
    /SunYatsenSH
    /SuperFrench
    /SuzanneQuillSH
    /Swiss721-BlackObliqueSWA
    /Swiss721-BlackSWA
    /Swiss721BT-Black
    /Swiss721BT-BlackCondensed
    /Swiss721BT-BlackCondensedItalic
    /Swiss721BT-BlackExtended
    /Swiss721BT-BlackItalic
    /Swiss721BT-BlackOutline
    /Swiss721BT-Bold
    /Swiss721BT-BoldCondensed
    /Swiss721BT-BoldCondensedItalic
    /Swiss721BT-BoldCondensedOutline
    /Swiss721BT-BoldExtended
    /Swiss721BT-BoldItalic
    /Swiss721BT-BoldOutline
    /Swiss721BT-Italic
    /Swiss721BT-ItalicCondensed
    /Swiss721BT-Light
    /Swiss721BT-LightCondensed
    /Swiss721BT-LightCondensedItalic
    /Swiss721BT-LightExtended
    /Swiss721BT-LightItalic
    /Swiss721BT-Roman
    /Swiss721BT-RomanCondensed
    /Swiss721BT-RomanExtended
    /Swiss721BT-Thin
    /Swiss721-LightObliqueSWA
    /Swiss721-LightSWA
    /Swiss911BT-ExtraCompressed
    /Swiss921BT-RegularA
    /Syastro
    /Sylfaen
    /Symap
    /Symath
    /SymbolGreek
    /SymbolGreek-Bold
    /SymbolGreek-BoldItalic
    /SymbolGreek-Italic
    /SymbolGreekP
    /SymbolGreekP-Bold
    /SymbolGreekP-BoldItalic
    /SymbolGreekP-Italic
    /SymbolGreekPMono
    /SymbolMT
    /SymbolProportionalBT-Regular
    /SymbolsAPlentySH
    /Symeteo
    /Symusic
    /Tahoma
    /Tahoma-Bold
    /TahomaItalic
    /TamFlanahanSH
    /Technic
    /TechnicalItalic
    /TechnicalPlain
    /TechnicBold
    /TechnicLite
    /Tekton-Bold
    /Teletype
    /TempsExptBoldSH
    /TempsExptItalicSH
    /TempsExptRomanSH
    /TempsSwashSH
    /TempusSansITC
    /TessHoustonSH
    /TexCatlinObliqueSH
    /TexCatlinSH
    /Thrust
    /Times-Bold
    /Times-BoldItalic
    /Times-BoldOblique
    /Times-ExtraBold
    /Times-Italic
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Times-Oblique
    /Times-Roman
    /Times-Semibold
    /Times-SemiboldItalic
    /TimesUnic-Bold
    /TimesUnic-BoldItalic
    /TimesUnic-Italic
    /TimesUnic-Regular
    /TonyWhiteSH
    /TransCyrillic
    /TransCyrillic-Bold
    /TransCyrillic-BoldItalic
    /TransCyrillic-Italic
    /Transistor
    /Transitional521BT-BoldA
    /Transitional521BT-CursiveA
    /Transitional521BT-RomanA
    /TranslitLS
    /TranslitLS-Bold
    /TranslitLS-BoldItalic
    /TranslitLS-Italic
    /TransRoman
    /TransRoman-Bold
    /TransRoman-BoldItalic
    /TransRoman-Italic
    /TransSlavic
    /TransSlavic-Bold
    /TransSlavic-BoldItalic
    /TransSlavic-Italic
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /TribuneBold
    /TribuneItalic
    /TribuneRegular
    /Tristan
    /TrotsLight-HMK
    /TrotsMedium-HMK
    /TubularRegular
    /Tunga-Regular
    /Txt
    /TypoUprightBT-Regular
    /UmbraBT-Regular
    /UmbrellaPSMT
    /UncialLS
    /Unicorn
    /UnicornPSMT
    /Univers
    /UniversalMath1BT-Regular
    /Univers-Bold
    /Univers-BoldItalic
    /UniversCondensed
    /UniversCondensed-Bold
    /UniversCondensed-BoldItalic
    /UniversCondensed-Italic
    /UniversCondensed-Medium
    /UniversCondensed-MediumItalic
    /Univers-CondensedOblique
    /UniversExtended-Bold
    /UniversExtended-BoldItalic
    /UniversExtended-Medium
    /UniversExtended-MediumItalic
    /Univers-Italic
    /UniversityRomanBT-Regular
    /UniversLightCondensed-Italic
    /UniversLightCondensed-Regular
    /Univers-Medium
    /Univers-MediumItalic
    /URWWoodTypD
    /USABlackPSMT
    /USALightPSMT
    /Vagabond
    /Venetian301BT-Demi
    /Venetian301BT-DemiItalic
    /Venetian301BT-Italic
    /Venetian301BT-Roman
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VinerHandITC
    /VinetaBT-Regular
    /Vivaldii
    /VladimirScript
    /VoguePSMT
    /Vrinda
    /WaldoIconsNormalA
    /WaltHarringtonSH
    /Webdings
    /Weiland
    /WesHollidaySH
    /Wingdings-Regular
    /WP-HebrewDavid
    /XavierPlatoSH
    /YuriKaySH
    /ZapfChanceryITCbyBT-Bold
    /ZapfChanceryITCbyBT-Medium
    /ZapfDingbatsITCbyBT-Regular
    /ZapfElliptical711BT-Bold
    /ZapfElliptical711BT-BoldItalic
    /ZapfElliptical711BT-Italic
    /ZapfElliptical711BT-Roman
    /ZapfHumanist601BT-Bold
    /ZapfHumanist601BT-BoldItalic
    /ZapfHumanist601BT-Italic
    /ZapfHumanist601BT-Roman
    /ZappedChancellorMedItalicSH
    /ZurichBT-BlackExtended
    /ZurichBT-Bold
    /ZurichBT-BoldCondensed
    /ZurichBT-BoldCondensedItalic
    /ZurichBT-BoldItalic
    /ZurichBT-ExtraCondensed
    /ZurichBT-Italic
    /ZurichBT-ItalicCondensed
    /ZurichBT-Light
    /ZurichBT-LightCondensed
    /ZurichBT-Roman
    /ZurichBT-RomanCondensed
    /ZurichBT-RomanExtended
    /ZurichBT-UltraBlackExtended
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /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 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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 (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


