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Abstract Mass fluxes from the ground surface can play a
vital role in influencing groundwater ecosystems. Rates of
delivery may influence intact ecosystem composition,
while fluxes of substances associated with anthropogenic
activity may critically alter the functioning of associated
microbial assemblages. Field-based tracing experiments
offer a valuable means of understanding mass transport
rates and mechanisms, particularly in complex heteroge-
neous epikarst systems overlying vulnerable fissured
aquifers. A short-term tracer experiment monitoring solute
and particle tracer concentrations after they passed
through a 10-m-thick sequence of limestone, capped by
a thin soil, revealed rapid travel times and variable
attenuation rates for the substances employed. Results
demonstrated that particle tracers have shorter average
travel times and can reach the subsurface in higher
concentrations and over shorter times than non-reactive
solutes. High recovery rates for the bacterial tracer
Ralstonia eutropha H16 contrasted strongly with those
of similarly sized fluorescent polystyrene microspheres,
highlighting the importance of physico-chemical surface
characteristics of particle tracers. Complementary labora-

tory batch experiments examined the role played by
organic and inorganic soil/rock surfaces on particle tracer
attenuation. Findings suggest that biofilms may significantly
promote transport of particulate material below ground, i.e.,
the delivery of allochthonous microorganisms to karst
groundwater.
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Introduction

Microorganisms are ubiquitous in the environment and
hence natural assemblages can also populate groundwater
ecosystems. Natural fluxes of matter reaching the subsur-
face provide important energy and nutrient sources for
groundwater ecosystems, while also providing a means of
microbial colonization (Goldscheider et al. 2006). Con-
versely, infiltrating anthropogenic dissolved and particu-
late contaminants released at the land surface may alter the
natural composition of autochthonous groundwater
assemblages. Such contamination may contain allochtho-
nous pathogenic microorganisms, such as viruses, bacte-
ria, and protozoa. These can have adverse effects on
groundwater quality which in turn can impact human
health (Macler and Merkle 2000). In areas supplied with
karst groundwater, these pathogens may be responsible
for water-borne disease outbreaks (Howard 2003).
Interactions between autochthonous and allochthonous
microorganisms in the subsurface remains poorly charac-
terized and require further investigation to permit the effects
of human activities on natural ecosystems in the deeper
subsurface (below the soil zone) and on groundwater
quality to be evaluated. Knowledge of mass-transport
processes operating in the vadose zone overlying aquifers
can provide critical information for determining rates of
contaminant transfer to groundwater.

A substantial body of research investigating the
fundamental processes controlling microbial transport
has been carried out at the laboratory scale, often using
batch studies and dynamic columns filled with porous
media (Mills et al. 1994; Bengtsson and Lindqvist 1995;
Flynn et al. 2004; Franklin and Mills 2005; Foppen et al.
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2007). Well-established theories exist for explaining and
modeling particle transport through homogeneous porous
layers (McDowell-Boyer et al. 1986; Murphy and Ginn
2000). Many of these have been further developed to
account for biological processes such as motility, inacti-
vation, and temporal changes in bacterial surface proper-
ties (Ginn et al. 2002). However, findings obtained under
controlled experimental conditions are not always easy to
extrapolate to the field. Discrepancies may arise from the
intrinsic spatial and temporal variations encountered in
rock and soil. This may cause critical processes such as
preferential flow, which permit contaminants to by-pass
deposits that may otherwise attenuate them (Foppen and
Schijven 2006). Such processes have been demonstrated
to be fundamental in influencing groundwater quality in
highly heterogeneous karst aquifers, as indicated by the
rapid occurrence of coliforms at karst springs following
rainfall events in many studies (Personné et al. 1998;
Auckenthaler et al. 2002; Shevenell and McCarthy 2002;
Pronk et al. 2006).

Although pathogen contamination is an important issue
in karst hydrogeology (Drew and Hötzl 1999), very few
studies deal with microbial transport and attenuation
processes in the subsurface. While bacteria have been
demonstrated to be highly mobile in saturated karstified
media (Mahler et al. 2000), the processes influencing
attenuation that may arise in the overlying soil and
epikarst layers remain poorly characterized. Heterogeneity
and possible rapid recharge suggest karst environments
may be susceptible to both natural and anthropogenic
microbial input. Consequently, knowledge of the micro-
bial mobility in the subsurface can be of importance in

better understanding associated ecosystem composition
and functioning.

High levels of heterogeneity encountered in karstified
rock require transport and attenuation processes be
investigated in situ. Field-scale investigations provide a
means of studying the significance of temporal and spatial
variability in rock and soil properties on solute and
particle mass transport in the subsurface (Harvey et al.
1993; Mailloux et al. 2003; Sinreich and Flynn 2006).
Moreover, such tests are necessary to evaluate the
significance of processes, examined at the laboratory
scale, in natural settings. Figure 1 provides an overview
of relevant processes that may operate in karst environ-
ments and how they affect microbial mobility. Those
processes that determine the transport of pathogenic
bacteria in the subsurface may be classified into three
groups (Ginn et al. 2002; Foppen and Schijven 2006):
hydraulic properties of the media, abiotic interaction with
surfaces encountered, and biological processes specific to
microorganisms, e.g., inactivation.

Artificial tracers provide a useful means of investigat-
ing mass-transfer rates in highly heterogeneous systems,
including karstified rock, where preferential flow paths
can result in rates that are often orders of magnitude
higher than those naturally encountered in porous media.
Comparative tracer experiments, contrasting the responses
of particulate tracers (acting as micro-biological surro-
gates) to non-reactive solutes, permit particle fate and
transport in the subsurface to be investigated in further
detail. However, due to incomplete characterization of a
system, tracer-test results often provide limited conclusive
data when viewed in isolation. On the other hand,

Fig. 1 Possible processes operating in the vadose and saturated zone of karst aquifers that may affect microorganism mobility

50

Hydrogeology Journal (2009) 17: 49–59 DOI 10.1007/s10040-008-0362-6



combining these results with those of controlled laborato-
ry investigations can be very helpful in better explaining
non-conservative tracer responses in the field and con-
straining potential attenuation mechanisms.

Several authors have identified the benefits of employ-
ing particulate tracers instead of solutes for assessing the
risk of particulate contamination impacting groundwater
quality in a range of hydrogeological environments
(including karst), where fluorescent microspheres have
been widely used as surrogates for bacteria (Harvey et al.
1989; Harvey and Harms 2002; Auckenthaler et al. 2002)
and protozoa (Renken et al. 2005) of comparable size.
However, although particle size is frequently the dominant
criterion considered in microsphere selection, conclusive
evidence of their suitability has rarely been demonstrated.
Moreover, further questions concerning the utility of
microspheres arise partly due to their inability to simulate
biological processes, including inactivation, reproduction,
motility, and temporal variations in surface properties
arising in response to changing environmental conditions.
The need to study these processes requires the use of
living organisms. However, several prerequisites must be
fulfilled to allow microorganisms to be employed as
hydrological tracers in field studies without impacting
the ecosystem or human health. Käss (1998) provided a
detailed overview of these requirements (e.g., non-
pathogenicity, limited natural background, detectability,
persistence) and notes that few microorganisms satisfy
most of the criteria listed.

Given these restrictions, the number of strains
employed to date has been limited (Keswick et al. 1982;
Hötzl et al. 1991; Harvey and Harms 2002; Ginn et al.
2002). Moreover, the continued use of a number of
hitherto widely employed bacterial species has been
drawn into question because of the potentially pathogenic
properties of some strains. Serratia marcescens has been
recognized as an agent for nosocomial infections in
hospitals (Enciso-Moreno et al. 2004). Similarly, E. coli
strains with genes for metal tolerance or antibiotic
resistance cannot be used, as the introduction of antibiotic
resistance genes into the environment needs to be avoided.
Furthermore, the release of genetically modified organ-
isms is under strict legal control and currently not allowed
in most countries. These constraints highlight the need to
find alternative bacterial tracers.

This paper presents an example of a tracer experiment
completed through the vadose zone of a karstified
limestone employing a non-reactive solute tracer, fluores-
cent microspheres, and a similarly sized bacterial strain,
Ralstonia eutropha H16; the latter is used for the first time
as microbial tracer in hydrological studies. The combined
implementation of both laboratory-scale and field-scale
experiments provides a potential approach for drawing
more definitive conclusions on microbial transport pro-
cesses operating in the subsurface. Comparison of
bacterial tracer and microsphere tracer responses, with
that of a conservative solute, provided a means of
allowing the mobility of allochthonous microorganisms
entering groundwater ecosystems to be better assessed

while simultaneously permitting the degree of protection
the vadose zone affords against infiltrating contaminants
to be evaluated.

Materials

Bacterial tracer
This study uses the H16 strain of Ralstonia eutropha
(R. eutropha), a naturally occurring Gram-negative β-
Proteobacteria, as a microbial groundwater tracer.
R. eutropha is a ubiquitous inhabitant of soil and fresh-
water environments, including groundwater. The H16
strain was isolated from freshwater spring sludge. It is a
metabolically versatile organism that grows heterotrophi-
cally on a wide range of organic compounds, but also
autotrophically using hydrogen and CO2 as energy and
carbon sources for biomass formation, respectively. Cells
of R. eutropha are rod-shaped, motile, and typically
measure 0.5×1.8–2.6 μm (Aragno and Schlegel 1992).
In contrast to other species and strains, R. eutropha H16
has never been recognized as a human, animal, or plant
pathogen (Pohlmann et al. 2006).

The R. eutropha cultures used for the present study
were cultivated in an autotrophic liquid mineral medium
for Knallgas bacteria (Aragno and Schlegel 1992) under
an atmosphere of 80% H2, 15% CO2, and 5% O2. After 4
days at 23°C, the culture reached an optical density
(OD550) of about 1, corresponding to a cell density of ca.
109 cells/mL. This culture was either used directly in the
field experiment or was diluted in filter-sterilized (0.45-
μm pore size) spring water to about 1,000 cells/mL for the
laboratory experiments.

Quantification of R. eutropha in water was done by
adding 0.1–1 mL of sample water to 5 mL of sterile
physiological water (9 g/L NaCl). After thorough mixing,
samples were filtered through a sterile 0.2-μm membrane
filter. The filter was subsequently placed on solidified
mineral medium (1.5% agar) devoid of any organic
substrates and incubated under the same atmosphere as
described above. After 3–4 days at 23°C, hydrogenase-
containing colonies (i.e., R. eutropha) were stained with
0.1% w/v triphenyl tetrazolium chloride (TTC) solution as
described in detail by Aragno and Schlegel (1992) and
then counted. This staining permits hydrogenase-contain-
ing colonies to be distinguished from those lacking the
enzyme, which may sometimes grow on the mineral
medium plates.

Microsphere tracer
Microspheres have been shown to be innocuous and easy-
to-use tracers for studying particle transport and attenua-
tion processes in karst systems; they are easy to apply and
to subsequently detect (Käss 1998). Unimodal 1-μm
carboxylated polystyrene microspheres (Polysciences)
were selected to act as an abiotic particulate tracer
simultaneously applied with R. eutropha. The use of
microspheres with similar size and density to R. eutropha
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permitted the influence of abiotic physical properties on
particle transport to be evaluated. Additionally, 3-μm
microspheres of identical composition were employed in
the field to encompass the size range of the rod-shaped
bacterium (their field response demonstrated similar
behavior to those of the 1-μm microspheres). For the
purposes of this paper, only the 1-μm microspheres will
be considered.

For the field experiment, 5 mL of 2.6% w/v fluorescent
1-μm microspheres were used. Quantification of field
samples was completed by particle counting under a
fluorescence microscope following brief agitation in an
ultrasonic bath with identification conducted according to
size, specific fluorescence, and shape. Tracer dilution or
filtration enrichment permitted particle-tracer concentra-
tions over three orders of magnitudes to be determined.
Since tracer-output concentration in laboratory experi-
ments can be better controlled than in field experiments, a
less elaborate method may be employed for microsphere
concentration assessment. Instead of counting individual
microspheres, the overall fluorescence of a water sample
was measured by means of fluorometry (Ward et al. 1997).

Methodology

Field tracing experiment
Field experiments were completed at the Gännsbrunnen
test site in the Swiss Jura Mountains, Canton of Solothurn
(Fig. 2). An artificial tunnel excavated approximately
10 m below ground surface provided access to the vadose
zone of a fissured and moderately karstified Cretaceous
limestone formation (Fig. 3). This site affords a rare
opportunity to investigate mass transport through the
epikarst under closely controlled and undisturbed con-
ditions. The absence of fresh stress relief features in the
tunnel suggests this near-surface excavation has not
altered the natural hydraulic properties of the rock.

Experiments investigating the transport between land
surface and the tunnel are thus believed to reflect
conditions operating in the epikarst interface between soil
and limestone rock, as described by Klimchouk (2004).

The experimental protocol employed at the site con-
sisted of simultaneously applying a non-reactive solute,
microsphere, and bacterial tracers at the ground surface
above the tunnel. Irrigation with tracer-free water over a
12-m2 plot at rates of about 20 mm/h allowed steady-state
flow conditions to be established, as validated by constant
flow rates noted at monitoring points in the tunnel.

Fig. 2 Distribution of karstified rock in Switzerland (FOEN 2008) with test site location in the Swiss Jura Mountains

Fig. 3 Field and laboratory setups used in the experiments with
tracer application and analyses procedures
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R. eutropha and microspheres were mixed in a 20-L
plastic watering can just prior to injection, together with
iodide as the conservative solute reference tracer. Once
steady-state flow conditions were reached, the tracer
cocktail was evenly distributed over the surface plot,
succeed by another 3.5-h period of tracer-free water
irrigation.

Subsurface sampling started before tracer application
and continued over the irrigation period at several
percolation points in the underlying tunnel, two of which
are presented in this paper. Samples were collected in 500-
mL plastic bottles, from which 50 mL was decanted for
both bacteria and microsphere analyses. Storage of
bacteria samples in chilled dark cooling boxes prior to
analyses, conducted within 24 h of collection, permitted
R. eutropha in water to be determined with minimal risk
of concentration changes due to rapid growth at elevated
temperatures. Periodic sample collection from the perco-

lation points allowed tracer concentration variation with
time to be monitored and breakthrough curves to be
constructed following analyses (Fig. 4).

Laboratory-scale experiments
Batch experiments were conducted in order to investigate
particle attenuation mechanisms in more detail, but under
physico-chemical conditions similar to those encountered
in the field experiment. More specifically, the tests
permitted the temporal variation in suspended particle
tracer concentrations to be evaluated upon exposure to
different substrates (Fig. 3). Duplicate microscosm tests
employed 200-mL conic flasks filled with 100 mL of
water, which had hydrochemical characteristics close to
the irrigation water employed for the field experiment
(low mineralization and slightly basic pH, Table 1).

Two sets of batches investigated the attenuation
capacity of the three different substrates (microcosms)
possibly encountered by particle tracers in the field-based
experiment. The first microcosm consisted of 5 g of
organic-rich soil material (fraction < 2 mm) sampled from
within 10 cm of the ground surface overlying the test site.
A second microcosm contained 100 g of freshly crushed
limestone gravel with a mean diameter of 5 mm, which
had been autoclaved before application in order to
inactivate biological matter (uncoated limestone). The
third microcosm contained the same limestone gravel.
However, prior to use, the gravel was placed in an
underground karst stream for 1 year. Examination of the
gravel after this time revealed that a visible biofilm had
developed that coated the grain surfaces (coated lime-
stone).

Flasks were spiked with either R. eutropha or micro-
spheres, protected against evaporation by hermetically
covering with parafilm, and placed onto rotary agitators.
Experiments using microspheres were conducted at room
temperature (about 21°C); bacterial studies were con-
ducted at 12°C in order to provide environmental
conditions similar to those encountered in the field and
to avoid artefacts due to bacterial growth at elevated
temperatures. Residual tracer suspension concentrations
were sampled at increasing time intervals, starting
immediately prior to analyses. A series of control experi-
ments completed following the approach described above,
but without soil or limestone, permitted the effects of the
experimental apparatus on test results to be evaluated. All
batch analyses were performed in triplicate.

Fig. 4 In situ experimental breakthrough curves for R. eutropha,
1-μm microspheres, and iodide as conservative solute reference
tracer at two different representative sampling points (values plotted
relative to input concentration; estimated errors: iodide 5%,
R. eutropha 20%, microspheres 10%)

Table 1 Water physico-chemical characteristics during field and
laboratory experiments indicating comparable environmental con-
ditions for both setups

Field experiment laboratory tests

pH 8.0 7.9
Electrical conductivity 350 μS/cm 330 μS/cm
Temperature 9 °C 12 °C*/21 °C**
Duration 6 h 6 h

* bacteria; ** microspheres
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Results

In situ breakthrough curves
Analyses of water samples collected at percolation points
in the tunnel prior to injection demonstrated all tracers to
be present at low concentrations before tracer application.

These background values are orders of magnitudes lower
than breakthrough concentrations and do not significantly
affect the curves generated. Concentrations of iodide and
microspheres recorded prior to injection reflect residues
from previous R. eutropha-free tracer experiments at the
site. R. eutropha concentrations in this phase of the
experiment can be considered as the natural background
levels of allochthonous hydrogenotrophic bacteria passing
down from the overlying soil.

Figure 4 presents the breakthrough curves sets for
iodide, R. eutropha, and the 1-μm fluorescent micro-
spheres generated from the results of sample analyses
collected in the tunnel at two representative percolation
points. Particle-tracer breakthrough responses contrast
strongly with those for the solute. However, comparable
responses at both sampling points, as well as observations
at other locations in the tunnel demonstrate the consisten-
cy of bacterial and microsphere analyses.

Tracer-breakthrough curves generated for R. eutropha
show it first reaching the tunnel at concentrations above
background levels approximately 10 min after injection.
Levels subsequently rose to maximum concentrations at a
number of sampling points at between 30 and 60 min
following injection. Simultaneously injected conservative
solute tracer displayed a more prolonged breakthrough
curve response with a lower maximum relative concen-
tration than R. eutropha. Furthermore, bacteria showed a
higher recovery relative to iodide over the duration of the
test.

Initial microsphere detection occurred at a similar time
to R. eutropha. However, microsphere levels peaked
earlier and had maxima 15 to 30 times lower than those
of the bacteria. Both tracers had similar rates of decline, as
reflected by the breakthrough curve tails in the later part of
the experiment. Microsphere mass recovery is about 2%
of that of R. eutropha. Concentrations observed at the end
of the monitoring period at levels close to those noted
prior to tracer injection indicate that breakthrough of the
particulate tracers was almost complete. Once again, this
contrasted to the high residual levels of iodide remaining
in the system at this time.

Laboratory batch kinetics
Figure 5 presents batch experiment results for samples
collected during the first 6 h of exposure to different
microcosms. In order to quantify attenuation that both
particle tracers experienced during this period, attenuation
rates were calculated (Table 2) based on best-fit log-linear

Fig. 5 Kinetics of R. eutropha and microspheres reaction with
different substrates during 6-h batch experiments (symbols are mean
values derived from triplicate analyses; error bars indicate ± 1
standard deviation; lines represent regression curves starting at the
initial relative concentration)

Table 2 Attenuation-rate constants for the particle tracers during
batch experiments deduced from regression curves in Fig. 5 (errors
represent 1 standard deviation based on triplicate analyses)

R. eutropha Microspheres

Control 0.06±0.01 h−1 0.008±0.002 h−1

Soil 0.02±0.03 h−1 0.26±0.02 h−1

Uncoated limestone 0.57±0.02 h−1 0.50±0.07 h−1

Coated limestone 0.05±0.03 h−1 0.19±0.02 h−1
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regression through origin (starting relative concentration
set as 1), accounting for variability encountered in
triplicate analyses. Such an approach assumes first-order
kinetic processes, as mostly used for bacterial adsorption
and desorption in porous media (Johnson et al. 1995;
Foppen et al. 2008).

Laboratory experimental duration corresponds to the
time frame for in situ sample collection at the site. No
significant decline in suspended fluorescent microsphere
concentrations were noted during the control experiment,
suggesting that concentration variations observed in the
presence of substrates in microcosm reflect the influence
of the solid material added. However, variations in
R. eutropha concentrations during this time in the control
experiment cannot be fully explained by the analytical
error. A slight decline in suspended concentrations due to
adhesion to the apparatus or slow inactivation over the
duration of the experiment cannot be excluded.

Batch experimental results for the soil and coated
limestone microcosms indicate viable R. eutropha con-
centrations in suspension did not differ significantly from
the experimental control (i.e., not more attenuated than for
the experimental control, Table 2). This contrasts with the
large difference in viable suspended R. eutropha concen-
trations observed with the uncoated limestone microcosm.
Under these latter conditions, R. eutropha levels declined
strongly over the 6-h period. As with R. eutropha,
microsphere concentrations declined most rapidly in the
uncoated limestone assay. However, in contrast to the
bacteria, a decline in suspended microsphere concentra-
tion was also observed in the presence of soil and coated
limestone. This attenuation process took place at a quasi-
constant rate over the experimental time frame, which
suggests first-order reaction kinetics.

The results obtained from laboratory batch experiments
suggest that R. eutropha could be a suitable tracer under
the conditions encountered during the field experiment.
However, as shown by additional tests (not presented)
conducted at longer time periods and/or at 30°C,
R. eutropha has the capacity to grow on soil organic
matter and aquifer material at higher ambient temper-
atures. These constraints may limit the applicability of
R. eutropha as a groundwater tracer in other studies, i.e.,
when prolonged residence times and/or elevated temper-
atures are anticipated.

Discussion

Field-based tracing results obtained at the test site
demonstrate that both R. eutropha and the microspheres
can travel rapidly through the epikarst separating the
irrigation point at the ground surface and the sampling
points in the tunnel. In contrast, the solute tracer response
shows that more of the iodide tracer still remained in the
overlying vadose zone by the time almost all of the
bacterial tracer had already been recovered. This response
demonstrates that particles traveling through the epikarst
may be delivered to the water table at faster rates and have

shorter overall residence times than non-reactive solutes
derived from the same source. Such particle behavior, due
to spatial variations in hydraulic conductivity and associ-
ated differences in pore aperture, has already been
reported from porous aquifers (Toran and Palumbo 1992;
Flynn 2003), and fractured media (Champ and Schroeter
1988; McKay et al. 2000).

Despite having similarly shaped breakthrough curves,
the high rates of R. eutropha recovery contrast signifi-
cantly with those of the microspheres and reflect the
differing levels of attenuation experienced by each tracer.
Contrasts in attenuation of microspheres and microbial
tracers are also reported from studies in porous media
(Lindqvist and Bengtsson 1995; Harvey et al. 1989).
Complementary data from laboratory batch experiments
indicate that inactivation/reproduction does not signifi-
cantly affect bacterial concentrations over the time frame
of the field experiment. Moreover, abiotic microspheres
are not affected by this process. These points suggest that
the particle attenuation observed reflects the influence of
differential adsorption rates. Figure 6 shows that as the
experiment proceeds, an increasing divergence in concen-
trations and recovery of both particulate tracers occurs.
This reflects the influence of time-dependent kinetic
processes that cause much higher attenuation of the
microspheres relative to the bacteria. While the bacterial
tracer may reflect predominantly advective-dispersive
particle transport, the behavior of abiotic microspheres
demonstrates higher rates of kinetic adsorption.

Understanding particle adsorption to fixed surfaces
(filtration theory) conventionally views the process as
consisting of two steps (Kretzschmar et al. 1999). These
fundamental steps have been assumed to be also applica-
ble to particle attenuation in fissured karstified rock (Flynn
and Sinreich 2005). How often particles strike surfaces is
expressed by collision frequency, while the probability
that they might stick to these surfaces is expressed by the
collision efficiency term (Elimelech et al. 1995). Collision
efficiency is mainly a function of the physico-chemical
surface properties of both the particles and the surfaces

Fig. 6 Differences in particle-tracer responses indicating increas-
ing divergence as the field experiment proceeds. Values are the ratio
of microsphere and R. eutropha concentrations as obtained from
Fig. 4 for the two sampling points
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encountered, such as electrostatic charge and hydropho-
bicity. This in turn also depends on the chemistry of the
water in the system. On the other hand, collision
frequency is predominantly influenced by physical aspects
of the system such as particle size and the aperture of
pores, as well as the flow characteristics. Scheibe et al.
(2007) concluded from field-scale experiments that ad-
sorption rate is dependent on the hydraulic conductivity of
the aquifer. Consequently, short travel times and the large
fissure and conduit apertures encountered in many karst
systems may provide limited attenuation by particle
filtration and can permit bacteria to be transported over
several kilometers, as observed by Mahler et al. (2000).

Filtration theory provides a well-established means of
quantifying particle removal for porous media (Yao et al.
1971). According to this, both particle tracers used in the
field experiment described in this article are anticipated to
access similarly sized pores and to collide with fixed
surfaces at comparable frequencies given their similar
physical properties (size and density). Consequently, if the
frequency of collision were the dominant factor in particle
attenuation, similar particle responses could be anticipated
for both tracers. Since this is not the case, differences in
particle surface properties (and thus collision efficiency)
are implicated as the dominant factor influencing the
difference in behavior. This is consistent with results from
Ward et al. (2001) who examined microsphere attenuation
at distinct horizons in the vadose zone of a chalk
limestone aquifer.

The material(s) responsible for the differential adsorp-
tion rates cannot be deduced based on breakthrough curve
responses alone. However, laboratory batch experiments
have provided significant additional information that may
shed further light on the mechanisms generating the
contrast in particle-tracer response (Fig. 7). Microcosm
experimental results demonstrate that concentrations of
both particles declined at comparable rates in the presence
of uncoated limestone. This contrasts with the responses
observed for other surfaces. The removal of microspheres
in the presence of (biofilm-)coated limestone or organic-
rich soil demonstrates the capacity of both materials to
adsorb microspheres. In contrast, the quasi-constant
concentrations of suspended R. eutropha indicate that
neither biofilm nor soil should have played a significant
role in its attenuation in the field test. This is in agreement
with former studies that have shown that microorganism
attachment to surfaces encountered in the subsurface may
strongly depend on aquifer mineralogy (Scholl et al.
1990), and on coatings covering mineral surfaces, respec-
tively (Mills et al. 1994).

The comparable attenuation rates of microspheres and
R. eutropha in the uncoated limestone batch experiments
suggest that both particles have similar degrees of
adsorption to this surface in the absence of organic matter
coatings. Consequently, both tracers would be anticipated
to have similar responses if uncoated limestone were the
dominant surface responsible for attenuation. The contrast
in tracer responses observed in the field suggests that this
is not the case and other surfaces must be invoked to

explain the differing R. eutropha and microsphere
responses.

Microbes are usually considered as negatively charged
and most of them express strong to moderate cell-surface
hydrophobicity (Murphy and Ginn 2000). The behavior of
the particle tracers in the presence of uncoated limestone,
and the absence of organic matter in the corresponding
batch microcosm, suggests that the interactions between
particles and the surfaces observed could be influenced by
physical forces rather than hydrophobicity. However, in
the case of soil and (biofilm-)coated limestone, the
presence of organic matter suggests that hydrophobicity
may also be important in the adsorption process. Conse-
quently, hydrophobic adsorption is suspected to play a
significant role generating the differences in microsphere
and bacterial tracer responses at the field site, with
microspheres being more hydrophobic than the bacteria
(Lindqvist and Bengtsson 1995). Indeed, some studies
indicate that biofilms may be hydrophobic (Knoll and
Schreiber 1998; Goméz-Suárez et al. 2002), and that they
may inhibit adsorption of some bacteria (Goméz-Suárez et
al. 2002; Schaumann et al. 2007).

Moreover, the batch-test responses for the organic-rich
soil overlying the test site suggest it might play a partial
role in microsphere adsoprtion. However, experimental

Fig. 7 Conceptual model for particle attenuation due to adsorption
to fixed surfaces encountered in the vadose zone of the karst test
site, established by means of coupled field and laboratory
experimental results (see text for details)
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data have shown that microsphere adsorption to this
material is time-dependant. The limited thickness of this
deposit and short residence time of tracer passing through
the soil suggests that additional organic surfaces present at
greater depth may be responsible for the degrees of
microsphere attenuation observed. Experimental data have
demonstrated that biofilm-coated limestone can effectively
adsorb the microspheres employed in the field experiment,
while having a negligible influence on suspended
R. eutropha concentrations. The presence of comparable
biofilms along flow paths employed by tracers in the
epikarst is likely (Personné et al. 2004; Castegnier et al.
2006), and may thus explain the contrast in R. eutropha
and fluorescent microsphere tracer responses.

Conclusions

A new non-pathogenic and easily cultivated microbial
groundwater tracer, Ralstonia eutropha H16, hitherto
untested in field experiments, was successfully applied to
investigate mass transport through the vadose zone of a
karst aquifer. The bacterium’s intrinsic characteristics,
assessed during complementary laboratory-scale batch
experiments, and its response during short-term tracing
experiments completed at a test site in the Swiss Jura
Mountains show that R. eutropha may be effectively
employed as a bacterial tracer in hydrological studies at
field scale. Following such an approach is particularly
useful since properties of many tracers and their inter-
actions with the environment cannot always be inferred
from the literature. However, the authors are aware of only
one study where microsphere tracer employed to karst
groundwater is compared to the response of a real
microorganism in laboratory tests (Renken et al. 2005).

Solutes and particulate tracer responses may contrast
significantly when being transported through the vadose
karst zone. Particles may reach the water table faster, in
higher concentrations, and over shorter periods of time
than solutes. This confirms that non-reactive solute tracer
breakthrough may not necessarily reflect microorganism
responses. Furthermore, although both particulate tracers
used in this study represent conditions encountered along
the same flow paths, microsphere tracer application alone
would not have demonstrated the potentially high micro-
bial mobility in such heterogeneous environment, and
particle size alone has proved an inadequate discriminant
for understanding particle fate and transport at the site.

Coupled laboratory and in situ experimental results
have permitted hypotheses concerning the mobility of
dissolved and particulate matter in the vadose zone to be
developed. Although microorganisms may interact with
the materials overlying the water table during transport,
they will not necessarily be highly attenuated. Conversely,
particle properties promoting adsorption are capable of
significantly reducing microbial mobility despite the
presence of preferential flow paths in soils and carbonate
rock. Biofilms present in the subsurface may alter rock
surface properties and potentially play a significant role in

controlling the fate and transport of allochthonous
particles to groundwater. Biofilms may limit adsorption
and even promote transfer of some potentially critical
constituents, such as pathogens, to groundwater when they
coat surfaces, which are otherwise capable of attenuation,
such as limestone. Given the potentially ubiquitous nature
of microorganisms in the environment, and the ability of
many to form biofilms, this may be particularly significant
in systems where residence times in the overlying deposits
are short, such as in epikarst. As a corollary to these
concepts, the use of well-characterized particle tracers
may be employed to make deductions about subsurface
physical and/or chemical conditions.

This study has highlighted the degree to which mass
transport and attenuation depend strongly on the properties
of the introduced particles and the physical and chemical
conditions below ground. The findings demonstrate that
potentially high fluxes of biotic and abiotic particulate
matter can enter karst groundwater ecosystems during
recharge events. Furthermore experimental results point
out the elevated risk of potential impacts to groundwater
quality resulting from anthropogenic activity in such
environments. Insufficient data currently exist to permit
conclusive theories concerning the behavior of solute and
particle transport in heterogeneous karst environments and
their influence on subsurface ecosystems to be developed.
Coupled field and laboratory-based studies have the
potential to make valuable contributions in this area.

Acknowledgements The results presented in this paper form part
of a research program at the Centre of Hydrogeology, University of
Neuchâtel, dealing with flow and contaminant transport in the karst
vadose zone, which is funded by the Swiss Canton of Solothurn.
The authors appreciate the invitation to contribute to the present
Hydrogeology Journal Theme Issue, and wish to thank the guest
editors and two anonymous reviewers for very constructive com-
ments, improving the structure of the paper.

References

Aragno M, Schlegel HG (1992) The mesophilic hydrogen-oxidizing
(Knallgas) bacteria. In: Balows A, Trüper HG, Dworkin M,
Harder W, Schleifer KH (eds) The Prokaryotes. Springer, Berlin
Heidelberg New York, pp 344–384

Auckenthaler A, Raso G, Huggenberger P (2002) Particle transport
in a karst aquifer: natural and artificial tracer experiments with
bacteria, bacteriophages and microspheres. Water Sci Technol
46(3):131–138

Bengtsson G, Lindqvist R (1995) Transport of soil bacteria
controlled by density-dependent sorption kinetics. Water Resour
Res 31(5):1247–1256

Castegnier F, Ross N, Chapuis RP, Deschênes L, Samson R (2006)
Long-term persistence of a nutrient-starved biofilm in a
limestone fracture. Water Res 40(5):925–934

Champ DR, Schroeter J (1988) Bacterial transport in fractured
rock–a field-scale tracer test at the Chalk River Nuclear
Laboratories. Water Sci Technol 20(11–12):81–87

Drew D, Hötzl H (eds) (1999) Karst hydrogeology and human
activities: impacts, consequences and implications. Intern Contr
to Hydrogeology 20, Balkema, Rotterdam, 322 pp

Elimelech M, Gregory J, Jia X, Williams R (1995) Particle
deposition and aggregation. Butterworth-Heinemann, Oxford
441 pp

57

Hydrogeology Journal (2009) 17: 49–59 DOI 10.1007/s10040-008-0362-6



Enciso-Moreno JA, Pernas-Buitrón N, Ortiz-Herrera M, Coria-
Jiménez R (2004) Identification of Serratia marcescens pop-
ulations of nosocomial origin by RAPD-PCR. Arch Med Res 35
(1):12–17

Flynn R (2003) Virus transport and attenuation in perialpine gravel
aquifers. PhD Thesis, Centre of Hydrogeology, University of
Neuchâtel, Switzerland, 178 pp

Flynn R, Sinreich M (2005) Virus transport through fissured
limestone: a collision course? Geophys Res Abstr 7:09488

Flynn R, Cornaton F, Hunkeler D, Rossi P (2004) Bacteriophage
transport through a fining-upwards sedimentary sequence:
laboratory experiments and simulation. J Cont Hydr 74(1–
4):231–252

FOEN (2008) Hydrogeological sketch of Switzerland. Federal
Office for the Environment FOEN, Bern, Switzerland

Foppen JWA, Schijven JF (2006) Evaluation of data from the
literature on the transport and survival of Escherichia coli and
thermotolerant coliforms in aquifers under saturated conditions.
Water Res 40(3):401–426

Foppen JW, van Herwerden M, Schijven J (2007) Measuring and
modeling straining of Escherichia coli in saturated porous
media. J Cont Hydr 93(1–4):236–254

Foppen JWA, van Herwerden M, Kebtie M, Noman A, Schijven JF,
Stuyfzand PJ, Uhlenbrook S (2008) Transport of Escherichia
coli and solutes during waste water infiltration in an urban
alluvial aquifer. J Cont Hydr 1–2(7):1–16

Franklin RB, Mills AL (2005) Structural and functional responses
of a sewage microbial community to dilution-induced reduc-
tions in diversity. Microb Ecol 52(2):280–288

Ginn TR, Wood BD, Nelson KE, Scheibe TD, Murphy EM,
Clement TB (2002) Processes in microbial transport in the
natural subsurface. Adv Water Resour 25(8–12):1017–1042

Goldscheider N, Hunkeler D, Rossi P (2006) Review: microbial
biocenoses in pristine aquifers and an assessment of investiga-
tive methods. Hydrog J 14(6):926–941

Gómez-Suárez C, Pasma J, van der Borden AJ, Wingender J,
Flemming HC, Busscher HJ, van der Mei HC (2002) Influence
of extracellular polymeric substances on deposition and rede-
position of Pseudomonas aeruginosa to surfaces. Microbiology
148(4):1161–1169

Harvey RW, George LH, Smith RL, LeBlanc DR (1989) Transport
of microspheres and indigenous bacteria through a sandy
aquifer: results of natural- and forced-gradient tracer experi-
ments. Environ Sci Technol 23(1):51–56

Harvey RW, Harms H (2002) Tracers in groundwater – use of
microorganisms and microspheres. In: Bitton G (ed) Encyclo-
pedia of environmental microbiology 6. Wiley, New York, pp
3194–3202

Harvey RW, Kimmer NE, MacDonald D, Metge DW, Bunn A
(1993) Role of physical heterogeneity in the interpretation of
small-scale laboratory and field observations of bacteria,
microbial-sized microsphere, and bromide transport through
aquifer sediments. Water Resour Res 29(8):2713–2721

Hötzl H, Käss W, Reichert B (1991) Application of microbial tracers
in groundwater studies. Water Sci Technol 24(2):295–300

Howard K (2003) Bacteria transmission in fissured carbonates: fatal
consequences in Walkerton, Ontario. In: Krásný J, Hrkal Z,
Bruthans J (eds) Groundwater in fractured rocks. Prague, pp
347–348

Johnson WP, Blue KA, Logan BE, Arnold RG (1995) Modeling
bacterial detachment during transport through porous media as a
residence-time-dependent process. Water Resour Res 31
(11):2649–2658

Käss W (1998) Tracing technique in geohydrology. Balkema,
Rotterdam 581 pp

Keswick BH, Wang DS, Gerba CP (1982) The use of micro-
organisms as ground-water tracers: a review. Ground Water 20
(2):142–149

Klimchouk AB (2004) Towards defining, delimiting and classifying
epikarst: Its origin, processes and variants of geomorphic
evolution. Speleogenesis and Evolution of Karst Aquifers 2(1),
http://www.speleogenesis.info

Knoll D, Schreiber L (1998) Influence of epiphytic micro-organisms
on leaf wettability: wetting of the upper leaf surface of Juglans
regia and of model surfaces in relation to colonization by micro-
organisms. New Phyt 140(2):271–282

Kretzschmar R, Borkovec M, Grolimund D, Elimelech M (1999)
Mobile subsurface colloids and their role in contaminant
transport. Adv Agron 66:121–193

Lindqvist R, Bengtsson G (1995) Diffusion-limited and chemical-
interaction-dependent sorption of soil bacteria and micro-
spheres. Soil Biol Biochem 27(7):941–948

Macler BA, Merkle JC (2000) Current knowledge on microbial
pathogens and their control. Hydrog J 8(1):29–40

Mahler BJ, Personné J-C, Lods GF, Drogue C (2000) Transport of
free and particulate-associated bacteria in karst. J Hydrol 238(3–
4):179–193

Mailloux BJ, Fuller ME, Onstott TC, Hall J, Dong H, DeFlaun MF,
Streger SH, Rothmel RK, Green M, Swift DJP, Radke J (2003)
The role of physical, chemical, and microbial heterogeneity on
the field-scale transport and attachment of bacteria. Water
Resour Res 39(6):1142

McDowell-Boyer LM, Hunt JR, Sitar N (1986) Particle transport
through porous media. Water Resour Res 22(13):1901–1921

McKay LD, Sanford WE, Strong JM (2000) Field-scale migration
of colloidal tracers in a fractured shale saprolite. Ground Water
38(1):139–147

Mills AL, Herman JS, Hornberger GM, DeJesús TH (1994) Effect
of solution ionic strength and iron coatings on mineral grains on
the sorption of bacterial cells to quartz sand. Appl Environ
Microbiol 60(9):3300–3306

Murphy EM, Ginn TR (2000) Modeling microbial processes in
porous media. Hydrog J 8(1):142–158

Personné J-C, Poty F, Vaute L, Drogue C (1998) Survival, transport
and dissemination of Escherichia coli and Enterococci in a
fissured environment. Study of a flood in a karstic aquifer. J
Appl Microbiol 84(3):431–438

Personné J-C, Poty F, Mahler BJ, Drogue C (2004) Colonization by
aerobic bacteria in karst: Laboratory and in situ experiments.
Ground Water 42(4):526–533

Pohlmann A, Fricke WF, Reinecke F, Kusian B, Liesegang H,
Cramm R, Eitinger T, Ewering C, Pötter M, Schwartz E,
Strittmatter A, Voss I, Gottschalk G, Steinbüchel A, Friedrich B,
Bowien B (2006) Genome sequence of the bioplastic-producing
“Knallgas” bacterium Ralstonia eutropha H16. Nat Biot 24
(10):1257–1262

Pronk M, Goldscheider N, Zopfi J (2006) Dynamics and interaction
of organic carbon, turbidity and bacteria in a karst aquifer
system. Hydrog J 14(4):473–484

Renken RA, Cunningham KJ, Zygnerski MR, Wacker MA, Shapiro
AM, Harvey RW, Metge DW, Osborn CL, Ryan JN (2005)
Assessing the vulnerability of a municipal well field to
contamination in a karst aquifer. Environ Eng Geosci 11
(4):319–331

Schaumann GE, Braun B, Kirchner D, Rotard W, Szewzyk U,
Grohmann E (2007) Influence of biofilms on the water
repellency of urban soil samples. Hydrol Process 21(17):2276–
2284

Scheibe TD, Dong H, Xie YL (2007) Correlation between bacterial
attachment rate coefficients and hydraulic conductivity and its
effect on field-scale bacterial transport. Adv Water Resour 30(6–
7):1571–1582

Scholl MA, Mills AL, Hermann JS, Hornberger GM (1990) The
influence of mineralogy and solution chemistry on the attach-
ment of bacteria to representative aquifer materials. J Cont Hydr
6(4):321–336

58

Hydrogeology Journal (2009) 17: 49–59 DOI 10.1007/s10040-008-0362-6

http://www.speleogenesis.info


Shevenell L, McCarthy JF (2002) Effects of precipitation events on
colloids in a karst aquifer. J Hydrol 255(1–4):50–68

Sinreich M, Flynn R (2006) Comparative tracing experiments to
investigate epikarst structural and compositional heterogeneity.
Proc 8th Conf Limestone Hydrogeology, Presses universitaires
de Franche-Comté, Besançon, pp 253–258

Toran L, Palumbo AV (1992) Colloid transport through fractured
and unfractured laboratory sand columns. J Cont Hydr 9
(3):289–303

Ward RS, Harrison I, Leader RU, Williams AT (1997) Fluorescent
microspheres as tracer of colloidal and particulate materials:

examples of their use and developments in analytical technique.
In: Kranjc A (ed) Tracer hydrology ‘97. Balkema, Rotterdam,
pp 99–103

Ward RS, Lawrence AR, Williams AT, Barker JA (2001) Transport
of microbiological contaminants in the unsaturated zone of the
Chalk aquifer: investigation by tracer test. In: Seiler KP,
Wohnlich S (eds) New approaches characterizing groundwater
flow. Balkema, Rotterdam, pp 221–224

Yao K, Habibian MT, O’Melia CR (1971) Water and wastewater
filtration: concepts and applications. Environ Sci Technol 5
(11):1105–1112

59

Hydrogeology Journal (2009) 17: 49–59 DOI 10.1007/s10040-008-0362-6


	Use of particulate surrogates for assessing microbial mobility in subsurface ecosystems
	Abstract
	Introduction
	Materials
	Bacterial tracer
	Microsphere tracer

	Methodology
	Field tracing experiment
	Laboratory-scale experiments

	Results
	In situ breakthrough curves
	Laboratory batch kinetics

	Discussion
	Conclusions
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /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
  ]
  /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 <<
    /ENU <>
    /DEU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


