
METHODS
published: 16 February 2017

doi: 10.3389/feart.2017.00013

Frontiers in Earth Science | www.frontiersin.org 1 February 2017 | Volume 5 | Article 13

Edited by:

Donato Giovannelli,

Earth-Life Science Institute, Tokyo

Institute of Technology, Japan

Reviewed by:

Jason B. Sylvan,

Texas A&M University, USA

Elena Manini,

ISMAR-Istituto di Scienze Marine

(CNR), Italy

*Correspondence:

Adrienne Hoarfrost

adrienne.l.hoarfrost@unc.edu

Specialty section:

This article was submitted to

Microbiological Chemistry and

Geomicrobiology,

a section of the journal

Frontiers in Earth Science

Received: 27 October 2016

Accepted: 02 February 2017

Published: 16 February 2017

Citation:

Hoarfrost A, Snider R and Arnosti C

(2017) Improved Measurement of

Extracellular Enzymatic Activities in

Subsurface Sediments Using

Competitive Desorption Treatment.

Front. Earth Sci. 5:13.

doi: 10.3389/feart.2017.00013

Improved Measurement of
Extracellular Enzymatic Activities in
Subsurface Sediments Using
Competitive Desorption Treatment
Adrienne Hoarfrost *, Rachel Snider and Carol Arnosti

Department of Marine Sciences, University of North Carolina, Chapel Hill, NC, USA

Extracellular enzymatic activities initiate microbially-driven heterotrophic carbon cycling

in subsurface sediments. While measurement of hydrolytic activities in sediments is

fundamental to our understanding of carbon cycling, these measurements are often

technically difficult due to sorption of organic substrates to the sediment matrix. Most

methods that measure hydrolysis of organic substrates in sediments rely on recovery

of a fluorophore or fluorescently-labeled target substrate from a sediment incubation.

The tendency for substrates to sorb to sediments results in lower recovery of an added

substrate, and can result in data that are unusable or difficult to interpret. We developed

a treatment using competitive desorption of a fluorescently-labeled, high molecular

weight organic substrate that improves recovery of the labeled substrate from sediment

subsamples. Competitive desorption treatment improved recovery of the fluorescent

substrate by a median of 66%, expanded the range of sediments for which activity

measurements could be made, and was effective in sediments from a broad range of

geochemical contexts. More reliable measurements of hydrolytic activities in sediments

will yield usable and more easily interpretable data from a wider range of sedimentary

environments, enabling better understanding of microbially-catalyzed carbon cycling in

subsurface environments.

Keywords: carbon degradation, microbial activity, deep biosphere, hydrolysis, polysaccharides

INTRODUCTION

Heterotrophic microbial communities play an important role in organic carbon cycling in
subsurface sediments. Increasing genomic evidence of the predominance of heterotrophy in
the subsurface environment (Biddle et al., 2006; Fry et al., 2008; Lloyd et al., 2013) suggests
that heterotrophic remineralization of organic matter plays a larger role in the sedimentary
environment than previously appreciated. A key first step in the heterotrophic breakdown of
organic carbon is extracellular enzymatic hydrolysis, in which compounds too large to be taken up
directly are hydrolyzed to sizes small enough for transport into the cell. The need for measurements
of enzymatic activities to quantify heterotrophic processes in subsurface sediments is evident,
but the technical challenges associated with these measurements are such that comparatively few
measurements have been made, particularly in subsurface environments.

Extracellular enzymatic activity is typically measured by addition of a fluorescently labeled
substrate to an environmental sample, and hydrolysis is detected either as an increase in
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fluorescence as a fluorophore is cleaved (Hoppe, 1983) or as a
change inmolecular weight distribution as a fluorescent substrate
is hydrolyzed into lower molecular weight products (Arnosti,
1996, 2003). In both cases, adequate recovery of the amended
label or labeled substrate is necessary for interpretable results.

However, adequate recovery of fluorescent labels or labeled
substrates is often difficult to achieve due to the tendency
of organic compounds to sorb strongly to the sediment
matrix. Sorption occurs when the organic substrates interact
with sediment surfaces. Interaction mechanisms can include
ligand exchange, cation bridges, or weak interactions including
hydrophobic interactions, van der Waals forces, or H-bonding
(Theng, 1979; Lutzow et al., 2006). High molecular weight
substrates often adsorb more strongly than low molecular weight
compounds (Podoll et al., 1987) and so pose a particular
challenge for activity measurements, yet these measurements
are especially important as most natural organic matter is
biosynthesized as high molecular weight compounds.

The strength of sorption is dependent on the characteristics
of the organic substrate as well as the sediment composition and
mineralogy (Kaiser and Guggenberger, 2000). The interaction
of these factors leads to great variation in the extent to
which enzyme activities in sediments can be measured: in
some sediments, activities are measured relatively easily, in
other sediments sorption affects the quality of measurements
to an extent that may affect the accuracy of results, and
in some sediments there is such poor recovery of substrate
that measurements of enzyme activities are not feasible.
Thus, published data likely excludes sediments for which
measurements are particularly challenging to obtain. Measuring
activities in such sediments may be important for capturing
the range of heterotrophic activities in the subsurface, however,
and exclusion of such sediments may bias our understanding of
microbial effects on environmental processes.

Several strategies have been used to attempt to overcome
the effect of sorption on measurements of enzyme activity
in sediments. Very dilute sediment slurries, for example 20:1
ratios of aqueous media to sediment, can be used to minimize
sorption surface area relative to substrate concentration (Lloyd
et al., 2013). Another approach has attempted to correct for
adsorption by calculating the sorption affinity constant of the
target molecule from a separate set of incubation standards
with known concentrations of fluorophore, and back-calculating
the total concentration of substrate hydrolyzed in the enzyme
activity calculation (Coolen and Overmann, 2000; Coolen et al.,
2002). Both of these approaches have limitations, however. High
dilution of sediments necessarily reduces microbial interactions
with the sediment matrix, but such interactions may be
important, since the interactions of organic matter with sediment
particles can affect the bioavailability of substrates (Keil et al.,
1994; Chenu and Stotzky, 2002). Moreover, phenomena such as
quorum sensing are dependent upon close spatial interactions
of organisms and substrates (Hmelo et al., 2011), so quorum-
sensing dependent enzymatic activities likely could not be
measured in a dilute slurry. Ideally, experimental conditions
should reflect natural conditions as much as possible. Correcting
for sorption, aside from requiring additional time and resources

to conduct incubations for sorption affinity constant calculations,
assumes that sorption is at equilibrium within 8 h. Sorption can
occur on both short and long timescales (Pignatello and Xing,
1996), however, and the factors affecting this vary by sediment
type and characteristics, so correcting enzyme activities using
sorption affinity constants may not always yield accurate results.

Here we present an alternative strategy to measure enzymatic
activities in sediments, an approach that counteracts the effect
of sorption by recovering adsorbed substrate. We adapted a
method developed previously to measure extracellular enzymatic
hydrolysis of high molecular weight organic matter in sediments
and seawater (Arnosti, 1996, 2003). The original method involves
addition of a fluorescently labeled, high molecular weight
substrate to sediments. After incubation, sediment subsamples
are centrifuged to obtain porewater containing the partially-
hydrolyzed substrate, which are analyzed chromatographically
to determine the molecular weight distribution of the hydrolysis
products and thereby the hydrolysis rate. We have extended this
method by developing a treatment to desorb amended labeled
substrate from subsamples for better detection of enzymatic
activities. We tested two desorption strategies, treatment of
sediment slurry subsamples with extraction solutions at elevated
pH, and treatment of subsamples with extraction solutions
using competitive desorption. Elevated pH was tested because
adsorption via ligand exchange occurs most strongly at acidic
pH (Gu et al., 1994; Kaiser and Guggenberger, 2000), and
compounds bound by this means may be more easily desorbed
at high pH (Kaiser and Zech, 1999). Competitive desorption,
addition of unlabeled substrate to a subsample in order to desorb
the adsorbed fluorescently-labeled substrate, was tested since
adsorption occurs when compounds compete to adsorb to a
limited number of available sorption sites in the sediment matrix
(Gu et al., 1994). The adsorption of a particular molecule is
often reversible, and a given molecule can be displaced by other
molecules that compete for the same sorption sites (Gu et al.,
1994, 1996). Competitive displacement of adsorbed compounds
has been demonstrated with mixtures of natural organic matter
of similar or stronger adsorption affinities (Gu et al., 1996).
We tested both pH and competitive desorption strategies,
optimized a desorption extraction method, and demonstrated its
effectiveness with a range of marine subsurface sediments. Here,
we report the efficacy of our optimized extraction method and its
applicability to subsurface sediments from a range of geochemical
settings.

MATERIALS AND METHODS

Sediment Collection and Characteristics
Sediments for development of the extraction treatment protocol
(see below) were collected from theMarmara Sea. Once finalized,
the extraction treatment was applied to sediments from a range
of geochemical environments in the Eastern Mediterranean Sea
and the Guaymas Basin.

Marmara Sea and Eastern Mediterranean Sediments
Sediment from the Marmara Sea and the Eastern Mediterranean
were collected during R/V Meteor cruise M84 in February 2011
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(SI Table 1). Surficial sediments from theMarmara Sea (40◦47.97′

N, 27◦43.49′ E, 600m water depth) were collected by multicorer,
and sediments from 570–585 and 520–530 cm depth horizons
were collected by gravity corer. Sediments from the Eastern
Mediterranean (33◦02.00′ N, 32◦38.00′ E, 1424m water depth)
were collected by gravity corer at 365, 385, 440, 455, 575, and
582–590 cm depth horizons. Individual depth intervals were
subsampled from the cores into 50 mL centrifuge tubes, which
were stored at 4◦C in anaerobic chambers until use. Eastern
Mediterranean sediments contained five sapropel layers that were
cross-referenced with those described by Calvert and Fontugne
(2001). Those used in these experiments included S4 (from
385 cm), S5 (455 cm), and S7 (582–590 cm).

Guaymas Basin Sediments
Sediments from the Guaymas Basin, a spreading center within
the Gulf of California, were collected aboard the R/V El Puma
in October 2014 (Buckley et al., 2015). Sediments were collected
at 5 and 55 cm sediment depth at six locations (P1, P3, P5, P8,
P10, and P13) that vary in geological and environmental context
(SI Table 1). Sediment intervals from cores were subsampled
into airtight plastic containers and stored at 4◦C until use in
incubations.

Sediment Incubation Preparation
Incubations with Marmara Sea sediment were used for
initial development of the extraction treatment protocol in
three preliminary experiments—PreX1, PreX2, and PreX3—
using sediments from 0–5, 570–585, and 520–530 cm depth
intervals, respectively. Autoclaved artificial seawater was added to
homogenized sediments to make a 2:1 seawater:sediment slurry.
Twenty-one milliliter of slurry was dispensed into each of two
50mL-volume serum vials; one vial was autoclaved as a killed
control, and one vial was used as a live experimental vial. These
incubations were set up under aerobic conditions, and due to
limited availability of sediments only chondroitin was used as a
substrate.

In Eastern Mediterranean and Guaymas Basin sediments, all
sample preparation was carried out in an anaerobic chamber
under N2 atmosphere. Each sediment sample was homogenized
in a sterile beaker with a sterile spatula. Artificial seawater
(Sigma S9883), autoclaved and cooled under N2, was added in
a 2:1 ratio to homogenized sediments and mixed thoroughly.
Twenty-one milliliter of sediment slurry was portioned into
each 50mL-volume, sterile serum vial using a sterile serological
pipette, and sealed with a stopper and crimp. Nine serum
vials were prepared from each sediment section—three live
incubations and one killed control for each of two substrates
(chondroitin and laminarin), and a live blank control. The
sealed vials were removed from the anaerobic chamber, and
two vials were autoclaved for 30 min, then cooled to room
temperature to serve as killed controls. Substrate addition and
subsequent subsampling of the incubations was carried out by
opening the serum vials under a stream of N2, using aseptic
technique. Substrate was added in 175 µMmonomer-equivalent
concentrations; three of the live incubations and one killed
control received fluorescently labeled chondroitin sulfate; three

live incubations and one killed control received fluorescently
labeled laminarin, and one live incubation served as a blank
and did not receive substrate. Time zero samples were collected
immediately after substrate addition; vials were then resealed
with stoppers, crimped and stored at 4◦C in the dark until
further subsampling. Subsamples were taken at 3, 6, and 9 week
timepoints.

Development of the Extraction Protocol
The three preliminary experiments—PreX1, PreX2, and
PreX3—were used to develop and optimize the extraction
treatment protocol. In each case, fluorescently-labeled
chondroitin substrate was added to incubations at 175 µM
monomer-equivalent concentrations (PreX1) or 350 µM
monomer-equivalent concentrations (PreX2 and PreX3), which
is the concentration typically used in previous slurry incubations
(e.g., Arnosti, 2003, 2008).

In the first experiment (PreX1), three desorption conditions
were tested: competitive desorption, desorption with solution
at pH = 10, and desorption with solution at pH =

11. The incubations were set up as described in section
Sediment Incubation Preparation, and the fluorescently-labeled
chondroitin substrate was added. Subsamples were taken at t0
and 2 days. At each subsampling point, 0.5mL of sediment
slurry was removed from each vial and added to a treatment
tube containing 2mL of either 700 µM unlabeled chondroitin
(competitive desorption), carbonate buffer at pH = 10 (pH10),
carbonate buffer at pH = 11 (pH11), or a no-treatment control
of 2mL DI H2O. The no-treatment tubes were immediately
centrifuged, and the supernatant was filtered through a 0.2 um
pore-size filter and stored at −20◦C. The treatment tubes were
incubated and periodically shaken for 2 h in a 30◦C waterbath
before centrifuging, filtering, and storing. Based on the results
(see Results), competitive desorption was selected for use in
subsequent experiments.

In the second experiment, PreX2, multiple concentrations
of unlabeled substrate were tested for use in the competitive
desorption approach. Three sediment incubations were again set
up in serum vials—a live incubation, a killed incubation, and
a live blank incubation, and fluorescently-labeled chondroitin
substrate was added. Subsamples were taken at t0, 2 days, and
6 days. At each timepoint, 0.5 mL of sediment slurry was added
to each treatment tube containing 2mL of a solution of 700 µM
unlabeled chondroitin, 1,400µMunlabeled chondroitin, or 2,800
µM unlabeled chondroitin. There was also a no-treatment DI
H2O control. No-treatment tubes were immediately processed,
while treatment tubes were incubated and periodically shaken for
2 h in a 30◦C waterbath before processing. Based on the results,
2,800 µM concentrations of unlabeled chondroitin was selected
for subsequent experiments.

The third experiment, PreX3, tested whether the addition of
sodium dodecyl sulfate (SDS) provided additional improvement
to the competitive desorption treatment method developed in
PreX2 and PreX1. Three sediment incubations, a live, a kill, and a
live blank, were used. Subsamples were taken at t0, 7, and 14 days.
At each timepoint, 0.5 mL of sediment slurry was added to each
treatment tube containing 2mL of either 2,800 µM unlabeled
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chondroitin and 0.2% SDS, 2,800 µM unlabeled chondroitin
only, or a no-treatment control of DI H2O. No-treatment tubes
were immediately processed, and treatment tubes were incubated
for 2 h in a 30◦C waterbath before processing. Competitive
desorption with addition of SDS was selected as the final
extraction treatment method, and was applied to the sediments
from the Eastern Mediterranean and Guaymas Basin.

Activity Measurements with Competitive
Desorption Treatment
At each timepoint, subsamples were taken from each incubation
to measure the potential activity of extracellular enzymes
that hydrolyze chondroitin or laminarin (Figure 1). For each
subsample, two 15mL centrifuge tubes were prepared for an
extraction treatment and for a no-treatment control, for a total
of 18 falcon tubes per time point. Treatment tubes contained 0.5
mL of 14 mM unlabeled chondroitin or laminarin (2,800 µM in
2.5mL), 0.5 mL 0.5% SDS (0.2% in 2.5 mL), and 1 mL DI H2O.
No-treatment tubes contained 2mL of DI H2O.

One Milliliter of sediment slurry was removed with a N2-
flushed syringe from each serum vial under a N2 stream using
aseptic technique, and 0.5mL of slurry was added to each of
the treatment and no-treatment tubes. No-treatment tubes were
immediately centrifuged (2,000 rpm, 4min), and the supernatant
was filtered through a 0.2 µm pore size cellulose acetate syringe
filter (Sterlitech CA0225) and stored in an epi tube at −20◦C
until analysis. Treatment tubes were allowed to process in a 30◦C
waterbath for 2 h, shaking manually every 10–15min, to allow
desorption to occur. The treatment tubes were then centrifuged
and syringe filtered in the same manner as the no-treatment
tubes, and stored at−20◦C.

The proportion of fluorescently-labeled substrate that had
been hydrolyzed into lower-molecular-weight products in each
subsample was analyzed using gel permeation chromatography
with fluorescence detection, after Arnosti (1996, 2003).

Fluorescent Substrate Preparation and
Chromatogram Interpretation
The substrates laminarin and chondroitin were labeled with
the fluorophore fluorosceinamine after the method of Arnosti
(1996, 2003). In short, hydroxyl groups at multiple sites along
the substrate are activated with cyanogen bromide, then coupled
with the fluorophore fluoresceinamine, resulting in a high
molecular weight substrate labeled with a fluorescent label,
typically at multiple positions. The molecular weight distribution
of a fluorescently-labeled substrate can be visualized using gel
permeation chromatography with fluorescence detection. When
a live incubation is amended with the substrate, hydrolytic
activity shifts the molecular weight distribution of the fluorescent
substrate from all high- to a mixture of high- and lower-
molecular-weight hydrolysis products, and the hydrolysis rate
can then be calculated from the change in molecular weight
distribution (relative to standards of known molecular weight).

To visualize the molecular weight distribution of the substrate
and any hydrolysis products, a sample is injected onto a
21 cm G50 Sephadex gel permeation chromatography column

FIGURE 1 | Conceptual figure of extraction treatment protocol for

competitive desorption with SDS. Nine incubations were conducted for

each sediment section: one live blank (“bl”), and for each substrate one kill

control (“X”) and three live incubations. At subsampling, 1mL of slurry is

removed from each incubation; 0.5 mL of that subsample is treated with

competitive desorption treatment (left), and 0.5mL receives no treatment

(right). After centrifuging both treatments are syringe filtered and stored at

−20◦C.

connected in series to a 19 cm G75 Sephadex column. These
columns separate a sample by molecular weight such that the
highest molecular weight compounds are excluded from the
pores within a gel and the lower molecular weight compounds
penetrate through the pores of the gel. The higher molecular
weight compounds thus elute first from the columns, while the
lower molecular weight compounds elute later. Standards of
known molecular weight are used to determine elution times
for different molecular weights. Elution time per sample in this
study was 75min, at a flow rate of 1mL/min. Fluorescence of the
column effluent was tracked at an emission wavelength of 530 nm
(excitation at 490 nm) using a Hitachi fluorescence detector,
and the molecular weight distribution was determined from
the final chromatogram output of fluorescence signal vs. time.
Hydrolysis rates were calculated from the change in molecular
weight distribution from time zero to the time of sampling.

The added substrates, chondroitin and laminarin, are
polysaccharides with different structures and characteristics:
laminarin, a storage glucan in brown algae and diatoms, is a
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branched polymer of β-linked glucose units, while chondroitin is
a sulfated polymer of n-acetyl glucosamine and glucuronic acid.
The enzymes required to hydrolyze laminarin and chondroitin
sulfate have been identified in marine bacteria (Alderkamp et al.,
2007; Wegner et al., 2013; Xing et al., 2015), and activities of
enzymes hydrolyzing these polysaccharides have been measured
in a wide range of environments (e.g., Arnosti, 2008; Arnosti
et al., 2009).

Statistical Analyses
When comparing whether the treatment resulted in increased
total fluorescence intensity relative to no treatment in raw
fluorescence units (FU; the detector signal in millivolts), a
paired, one-sided t-test was used to compare chromatographic
fluorescence intensities of incubations subjected to no treatment
and treatment conditions. When comparing a percent
improvement relative to zero, the no-treatment value was
subtracted from the treatment value for a particular incubation,
so an unpaired, one-sided t-test was used to test whether the
percent improvement was greater than zero.

Reproducibility
The raw data from this project is stored in the BCO-DMO
database (Hoarfrost and Arnosti, 2016). The scripts used to
process and analyze the data, and generate the figures in this
publication, can be found at the corresponding github repository
(Hoarfrost, 2016).

RESULTS

The extraction treatment presented here was developed to
reduce the effects of adsorption on substrate recovery when
measuring extracellular enzymatic activity in sediments using
a fluorescently-labeled high molecular weight substrate, and to
broaden the range of sediments in which enzyme activities
can be measured using these substrates. Competitive desorption
with unlabeled substrate and SDS proved to be effective in
improving key chromatogram characteristics, by decreasing
peak width and increasing fluorescence intensities (Figure 2,
SI Figure 1). Some of the improvements in chromatogram
characteristics can be summarized by the difference in area
under the chromatogram, referred to here as the total integrated
fluorescence intensity, between treatment and no treatment
controls, which was used as an overall measure of chromatogram
quality (Figures 2, 3A,B, 4, 5).

Competitive Desorption Treatment Effects
on Chromatogram Quality
At all timepoints, desorption treatment improved several
chromatogram characteristics (Figure 2, SI Figure 1). Overall,
total integrated fluorescence intensities were higher in treatment
relative to no treatment controls (Figure 3A), as can be seen by
the difference in peak heights (Figure 2; note difference in scales
on y axes). The desorption treatment was especially effective
at desorbing the high molecular weight portion of the added
substrate (Figure 3B), resulting in higher proportions of high-
to low- molecular weight substrate, an effect that is particularly

evident for laminarin in core P13 from Guaymas Basin
(Figures 2B,C). Finally, the chromatogram peaks are sharper and
peak width is narrower, as exemplified by the incubations with
chondroitin in Mediterranean 385 cm sediments (Figures 2A,C).
These characteristics result in higher quality chromatograms
and lead to more easily interpretable rate calculations. In some
cases, samples with no treatment applied resulted in very poor
recovery of substrate and such low chromatogram intensities that
they would be unusable (e.g., Figure 2B, panel 1-t0). In these
cases, competitive desorption treatment enables measurement
of enzymatic activities in sediments where such measurements
otherwise could not be made.

Although the extraction protocol includes a 2-h incubation
of a subsample treatment in a 30◦C waterbath, this step
does not appear to stimulate an increase in activity in the
treatment subsamples that would otherwise bias our results.
Treatment samples, in fact, yielded lower calculated hydrolysis
rates (due to improvements in substrate recovery) than no-
treatment controls, which are processed immediately without
incubation in the waterbath (Figure 3C). The general activity
patterns in the chromatograms, which may be summarized
by how quickly the fluorescence in the low molecular weight
portion of the chromatogram increased over time, were similar
between no treatment and treatment controls despite differences
in chromatogram quality and intensity (Figure 2). The relative
rate of increase in fluorescence over time of lowmolecular weight
substrate products within a particular incubation remained
the same in the no treatment and treatment conditions
(result of paired t-test, P = 0.98), even in highly active
sediments.

Competitive Desorption Effects on
Substrate Recovery and Calculated
Hydrolysis Rates
Desorption treatment increased total integrated fluorescence
intensity of the resultant chromatogram by a median of 66%
(P < 0.001) relative to a no-treatment control (Figure 3A),
with a median increase in fluorescence of 8.3 × 106 mV (P <

0.001). The improvement in fluorescence intensity is observed
in both the high- and low-molecular weight portion of the
chromatogram, but is particularly effective in improving recovery
of the high molecular weight portion (Figure 3B). Recovery
of high molecular weight substrate products is improved by a
median of 200% (P = 0.01), while recovery of low molecular
weight substrate products is improved by a median of 39% (P <

0.001).
The improved recovery of the substrate from the subsample

results in a higher relative proportion of high- to low-molecular
weight substrate than is observed in the no-treatment controls.
The desorption treatment therefore results in a lower calculated
hydrolysis rate in treatment samples (Figure 3C), with a median
decrease in maximum hydrolysis rate of 5 nM/h in treatment
subsamples relative to no-treatment controls (P < 0.01).

The competitive desorption treatment improves substrate
recovery in all sediments and substrates tested (Figure 4),
although there is some variation in the percent improvement
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FIGURE 2 | Representative chromatograms comparing treatment (bottom row) to no treatment controls (top row) in one of the live replicate

incubations for (A) Mediterranean sapropel S4, 385 cm, chondroitin incubations (B) Guaymas core P13, 55 cm, laminarin, and (C) Guaymas core P1, 55 cm,

laminarin. Note differences in scales on y axes. Improved chromatogram quality is seen in treatment incubations, with narrower peak widths, higher total integrated

fluorescence, and a higher proportion of high- to low-molecular-weight substrate.
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FIGURE 3 | Overall improvement in fluorescence intensity by competitive desorption and SDS treatment, for all experiments in Guaymas Basin and

Eastern Mediterranean sediment. (A) The percent improvement in total integrated fluorescence intensity in desorption-treated samples relative to their no-treatment

controls. (B) Percent improvement in total integrated fluorescence intensity using desorption treatment for the high- and low- molecular weight portions of each

subsample. High molecular weight is operationally identified as the first third of a chromatogram, while low molecular weight is the last third. (C) Change in calculated

maximum hydrolysis rate (nM/hr) in treatment versus no-treatment controls. Gray lines connect treatment and no-treatment subsamples from a single incubation.

FIGURE 4 | Percent improvement in total integrated fluorescence intensity using desorption treatment method (relative to no-treatment control) (A) for

each sediment section tested. Sediments from Guaymas Basin in green, Eastern Mediterranean in yellow, and (B) for each substrate tested.

dependent upon sampling site (Figure 4A) and substrate
(Figure 4B).

Comparison of the Competitive Desorption
Treatment with Low PH-Extraction
Several extraction treatment methods were tested in three
preliminary experiments in order to develop and optimize the
desorption protocol. Competitive desorption, using 700 µM
unlabeled substrate, was compared to alternative extraction
treatments using solutions with pH of either 10 or 11, as well as
a no treatment control (Figure 5A). Competitive desorption was
found to be most effective at recovering chondroitin, increasing
integrated fluorescence intensity by a median of 66% (P < 0.01),
while both pH extraction treatments actually decreased substrate
recovery. Based on these results, competitive desorption was
chosen as the basis of the extraction treatment method.

The concentration of unlabeled substrate to use during
competitive desorption treatment was optimized in a second
experiment (Figure 5B), comparing 700, 1,400, and 2,800 µM
unlabeled substrate concentrations to a no-treatment control.
Two thousand eight hundred micrometer concentrations
improved integrated fluorescence intensity by a median of 32%

(P < 0.01), a large improvement over 700 µM at 20% (P = 0.06)
and a slight improvement over 1,400 µM concentrations at 28%
(P = 0.07). Based on these results, competitive desorption with
2,800 µM concentrations of unlabeled substrate was chosen as
the basis of the final extraction treatment protocol.

The addition of SDS to competitive desorption was compared
to a no-treatment control in a third experiment (Figure 5C)
to determine whether the inclusion of SDS with competitive
desorption provides additional substrate recovery. While
competitive desorption both with and without SDS improved
substrate recovery, the addition of SDS increased integrated
fluorescence intensity by a median of 32% (P < 0.001), whereas
competitive desorption without SDS yielded a 17% increase (P <

0.001). Therefore, competitive desorption with SDS was chosen
as the final extraction treatment protocol.

Applicability of Competitive Desorption
Treatment Using Multiple Substrates in
Sediments from Diverse Environments
We measured extracellular enzymatic hydrolysis in sediments
from varied settings, and were able to detect hydrolysis at
activities ranging from near-zero in the Eastern Mediterranean
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FIGURE 5 | Percent improvement in total integrated fluorescence intensity for alternative extraction treatment candidates relative to a no-treatment

control for (A) PreX1, in which competitive desorption, pH = 10, and pH = 11 extraction conditions are tested, (B) PreX2, in which three candidate concentrations of

unlabeled substrate (700, 1400, and 2800 µM) in the extraction treatment are compared; and (C) PreX3, in which the presence or absence of SDS in competitive

desorption are compared.

to more than 200 nM/h in parts of Guaymas Basin (Figure 6).
The desorption treatment was more effective at increasing total
integrated fluorescence intensities than a no-treatment control
at every site (Figure 4A), with median percent improvement in
total integrated fluorescence ranging from 7% (Guaymas core P1
depth 55 cm, P = 0.02) to 200% (Mediterranean non-sapropel,
depth 365 cm, P < 0.001).

The greatest improvements in total integrated fluorescence
intensities were observed in the sediments where the no
treatment controls were uninterpretable due to very low
substrate recovery. One such example is Guaymas core
P13 at 55 cm (Figure 2B), with a median improvement in
integrated fluorescence intensities of 190%. The high quality
chromatograms observed after desorption treatment in these
cases demonstrates that this protocol can expand the range of
sediments in which enzymatic activities can be measured.

Even in cases where the median improvement in fluorescence
was relatively minor, for example Guaymas core P1 at depth
55 cm, the treatment often improved the chromatogram quality
in other tangible ways (Figure 2C). Guaymas P1-55 cm exhibited
very high hydrolytic activity, but the treatment recovered a
large portion of high molecular weight substrate that was not
recovered in the no treatment control, such that the final
calculated hydrolysis rate was 110.6 nM/hr in the treatment
incubation relative to the much higher 169.8 nM/hr in the no-
treatment control.

The desorption treatment was effective in improving total
integrated fluorescence intensity for both chondroitin and
laminarin (Figure 4B, e.g., Figure 2). The treatment had a
greater effect on laminarin recovery than chondroitin recovery:
laminarin integrated fluorescence intensity was improved by a
median of 140% (P < 0.001), while chondroitin fluorescence was
improved by a median of 20% (P = 0.01).

DISCUSSION

Microbial communities in sediments play an important role in
driving key biogeochemical cycles. Organic carbon cycling is
often the dominant metabolic function of microbial communities
in subsurface environments (e.g., Biddle et al., 2006; Fry et al.,

2008; Lloyd et al., 2013). Reliable measurements of enzymatic
activities in sediments are fundamental to our understanding of
microbial carbon-cycling potential in sedimentary environments.
However, our ability to measure heterotrophic enzymatic
activities directly in sediments, particularly subsurface sediments,
has been hampered by the tendency for amended substrates
to sorb to the sediment matrix. The extraction treatment
presented here facilitates the measurement of enzyme activities
in sediments by improving recovery of fluorescently labeled
substrates in sediments from a range of geochemical settings.
This treatment further enables the measurement of enzyme
activities in sediments that might not otherwise yield usable
data due to effects of sorption. This approach can be used to
directly link microbial potential activities to genetic potential
or biogeochemical processes, to better understand the role
of microbial communities in subsurface carbon cycling. This
approach may also be useful in remediation applications, where,
for example, one would like to quantify the bioavailability of
sediment-sorbed organic contaminants (e.g., Alexander, 2000;
Megharaj et al., 2011), or in agricultural applications where
the rate of recycling of nitrogen- or phosphorous-containing
organic substrates by soil microbial communities is of interest
for applications in optimizing food production (Berg, 2009) or
minimizing fertilizer use (Adesemoye and Kloepper, 2009).

Treatment of sediment-sorbed fluorescently labeled substrates
using competitive desorption and SDS proved effective in
all sediments and substrates tested (Figure 4) improving
chromatogram fluorescence intensities (Figure 3A) and leading
to hydrolysis rate measurements reflecting improved recovery on
high and low molecular weight substrate products (Figure 3B).
Both highly active and near-zero activities were detected using
this procedure (Figure 6) and desorption treatment improved
chromatogram characteristics in both types of sediments (e.g.,
Figure 2A vs. c). The geochemical and environmental contexts
of the source sediments used to test the extraction treatment
were varied, encompassing sapropelic sediments from the
Mediterranean, with high concentrations of highly recalcitrant
organic carbon; non-sapropelic, oligotrophic Mediterranean
sediments; and sediments from Guaymas Basin ranging from
highly compacted and sulfidic, to hemipelagic and diatom-rich,
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FIGURE 6 | Maximum hydrolysis rate (nM/hr) measured in sediments from (A) Guaymas basin and (B) Eastern Mediterranean. Note differences in scale on y

axes.

to coarse and sandy terrestrially-influenced sediments. The two
substrates tested were distinct polysaccharides with distinct
compositions and conformations, but both yielded improved
recoveries when treated with the competitive desorption
treatment (Figure 4B). The rates obtained by the competitive
desorption treatment were not significantly affected by the
incubation at 30◦C in extraction buffer for 2 h, while the
improvements in chromatogram quality and hydrolysis rate
calculations were substantial.

The hydrolysis rates measured in subsurface sediments
highlighted the contrasting potential activities of sediment
microbial communities in the Gulf of Mexico andMediterranean
Sea. Most locations in Guaymas Basin were much more active
(ca. 100–200 nM/hr) than in the Eastern Mediterranean (ca. 0–
20 nM/h, Figure 6). Both of these subsurface sites exhibited lower
activities than have been observed in surficial sediments (ca.
upper 15 cm of sediments) in previous studies, including Arctic
sites (Arnosti, 2008) and sediments from the Gulf of Mexico
(Arnosti et al., 2009). While the effect of desorption treatment
on producing lower hydrolysis rates may have contributed to
the difference in hydrolysis rates observed in this study, the
2–4 order of magnitude difference in microbial community
abundance between shallow surface sediments and deeper
subsurface sediments (Kallmeyer et al., 2012) likely underlies
the considerable difference in measured rates. The activities
measured here are potential enzymatic activities, and thus reflect
the relative capacities of the nascent microbial communities to
access the added substrate. The difference in rates observed
between Guaymas and Mediterranean sediments suggests that

these lower ratesmay also be indicative of differences inmicrobial
communities between surficial and subsurface depths.

The efficacy of the extraction treatment in all of these
settings suggests that the competitive desorption approach may
be useful as a general (and therefore standardizable) approach to
substrate recovery in sediment enzyme activity measurements.
The competitive desorption treatment was especially effective
at recovering the high molecular weight fraction of substrate
products (Figure 3B). Recovery of high molecular weight
substrate products is particularly useful in natural settings,
because high molecular weight compounds are more likely to
sorb to sediment than low molecular weight compounds (Podoll
et al., 1987). The rates calculated from treatment samples may
better reflect the potential hydrolysis rate occurring in the
incubation, whereas the higher rate calculated for the untreated
samplemay be exaggerated due to disproportional sorption of the
high molecular weight fraction. The demonstrated applicability
of this treatment in sediments from broad environmental settings
may be due to the mechanism of competitive desorption, which
directly competes for sorption sites with a substrate of interest,
regardless of the complex combination of factors that may affect
adsorption rates (Pignatello and Xing, 1996) that may vary widely
depending on the sediment and substrate characteristics.

Limitations of this extraction treatment will therefore most
likely occur when sorption is more irreversible, i.e., where the
decrease in entropy due to complexation of a substrate with
sediment is prohibitively large. In this case, once sorbed a
substrate is less likely to exchange with the aqueous environment,
leaving less opportunity for an unlabeled “competitive desorber”
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to replace it and release the labeled substrate. Although the
extraction treatment was effective in all settings, the overall
percent improvement in total integrated fluorescence intensities
was variable across sites (Figure 4A). For example, in the Eastern
Mediterranean core substrate recovery was much better in the
non-sapropel (“N” segments) than the sapropel (“S”) segments,
perhaps due to the high concentrations of organic carbon in the
sapropel segments. Future experiments may test a wider range
of substrates, and additional sediments and soils with geological
histories and contexts not investigated in this study, to better
estimate the true variance of this extraction treatment approach
and its overall applicability.

This method has been developed to improve measurements
made with highmolecular weight fluorescent substrates prepared
after the method of Arnosti (1996, 2003), and is focused on
improving recovery of hydrolyzed fragments of high molecular
weight substrates. Other common methods of measuring
enzymatic activities include use of lowmolecular weight substrate
proxies, typically consisting of monomers linked to MUF
or MCA fluorophores, after the method of Hoppe (1983).
Measurement of enzyme activities with substrate proxies rely
on the release of a fluorophore that becomes fluorescent upon
hydrolysis from the attached monomer. The method is thus
affected by sorption of the freed fluorophore to the sediment
matrix. In this case, an adaptation of the competitive desorption
treatment would require use of a non-fluorescent analog of the
MCA or MUF fluorophore.

Measuring the rate at whichmicrobial communities hydrolyze
organic compounds in subsurface sediments is essential to our
understanding of subsurface ecosystems and their influence on
biogeochemistry, environmental remediation, and agricultural
productivity. The method presented here provides a promising
means to more reliably and accurately measure heterotrophic

extracellular enzymatic activities in sediments not otherwise
amenable to these measurements.
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