
HAL Id: hal-03360655
https://hal.science/hal-03360655

Submitted on 30 Sep 2021

HAL is a multi-disciplinary open access
archive for the deposit and dissemination of sci-
entific research documents, whether they are pub-
lished or not. The documents may come from
teaching and research institutions in France or
abroad, or from public or private research centers.

L’archive ouverte pluridisciplinaire HAL, est
destinée au dépôt et à la diffusion de documents
scientifiques de niveau recherche, publiés ou non,
émanant des établissements d’enseignement et de
recherche français ou étrangers, des laboratoires
publics ou privés.

Distributed under a Creative Commons Attribution| 4.0 International License

Towards a model for road runoff infiltration management
Loïc Maurer, Julie Zumsteg, Carole Lutz, Marie Pierre Ottermatte, Adrien

Wanko, Dimitri Heintz, Claire Villette

To cite this version:
Loïc Maurer, Julie Zumsteg, Carole Lutz, Marie Pierre Ottermatte, Adrien Wanko, et al.. Towards a
model for road runoff infiltration management. npj Clean Water, 2021, 4 (44), �10.1038/s41545-021-
00136-z�. �hal-03360655�

https://hal.science/hal-03360655
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://hal.archives-ouvertes.fr


ARTICLE OPEN

Towards a model for road runoff infiltration management
Loïc Maurer1,2, Julie Zumsteg1, Carole Lutz3, Marie Pierre Ottermatte3, Adrien Wanko2, Dimitri Heintz1 and Claire Villette 1,2✉

In human society, there is a demand for sustainable solutions for water preservation and efficient treatment systems. An important
water reservoir is road runoff defined as rainwater leaching from roads, loading micropollutants and infiltrating the soil. We aimed
to study this poorly understood feature using large-scale metabolomic analysis coupled with analysis of soil physico-chemical
properties and molecular chemical similarity enrichment. A total of 2406 micropollutants were assayed to understand their
distribution and assess the trapping abilities of a road runoff infiltration system composed of a sedimentation pond and an
infiltration pond. Here, we confirm the essential role of the infiltration pond in preventing environmental contamination and
propose a model correlating micropollutant abundance and the soil physico-chemical properties. We demonstrate that sand in
infiltration ponds is a key player, helping retain 86% of the micropollutant abundance and propose a model that could be easily
applied for road runoff management.

npj Clean Water            (2021) 4:44 ; https://doi.org/10.1038/s41545-021-00136-z

INTRODUCTION
The preservation of water resources is a pressing concern. Road
runoff is a non-negligible water input originating from the
leaching of roads by rainwater. Little attention has been given
to the micropollutants in road runoff and their contribution to
environmental pollution. Road runoff can carry fuel, oils, brake
fluids, tyre particles, de-icing agents and other pollutants that
contain heavy metals, polycyclic aromatic hydrocarbons
(PAHs), salts, microplastics, particles, etc.1–4. Phytosanitary
products used for road management are also washed off by
rain and can reach groundwater as already demonstrated in
the case of urban wastewater5. The collection and storage of
road runoff water prevent the spread of pollutants to
surrounding areas and the erosion of banks. Worldwide,
underground infiltration6, porous pavements, direct infiltration,
rain gardens, bioswales and wetlands7 are used. Sometimes
runoff water is collected for reuse8, but knowledge about its
chemical and molecular content is increasing and these waters
have been recognized as being harmful to humans and to the
environment9 and need to be collected and managed as close
to their source as possible.
One way to manage the collected water is infiltration, which

allows groundwater recharge and reduces peak flows and volumes
when the collected water is infiltrated near its collection point10,11.
Infiltration of potentially polluted water raises questions regarding
the contamination of soils and groundwater and necessitates an
evaluation of the relative risks and benefits12. Infiltration ponds
play a filtration and adsorption role to prevent the migration of
pollutants13. Infiltration experiments have been conducted to
estimate the fate of pollutants under laboratory conditions, using
reconstituted soil columns and artificial runoff water14. Few studies
were conducted under real conditions15 as presented here, but the
results were promising: these studies showed a reduction in the
environmental impact of roads without endangering road integrity,
and an increase in aquifer recharge16,17. The assays were
conducted on a shortlist of pollutants, the most cited being
metals, chlorides and PAHs13,18–20. However, some laboratories also

worked on larger lists of suspected pollutants or performed
research in a non-targeted manner, showing the presence of drugs
and pesticides in runoff water or groundwater21,22, these
substances are usually not expected to be present in these
matrices and are therefore not searched for.
Knowledge on how soil physico-chemical properties affect

micropollutant trapping is scarce, and research is currently focussed
on specific pollutant families23,24. Therefore, the soil properties
involved in micropollutant capture during ground infiltration are
poorly understood. We measured micropollutant abundance in a
road runoff treatment facility and monitored their distribution in
sedimentation and infiltration ponds. We measured micropollutant
abundance and soil physico-chemical properties at different depths
in the infiltration pond from the surface to −165 cm. A chemical
enrichment analysis indicated that a sedimentation pond is an
indispensable part of every road runoff facility. A correlation analysis
between micropollutant abundance and soil physico-chemical
properties highlighted the involvement of sand abundance in the
retention of micropollutants. Based on these results we propose a
holistic model for soil physico-chemical properties affecting micro-
pollutant accumulation in an infiltration pond.

RESULTS
Micropollutant distribution trend in a road runoff facility
The management of road runoff micropollutants is a complex task
as a broad diversity of compounds with varied chemical properties
must be addressed. The studied system is composed of a
sedimentation pond from which water and sediment were
analysed, and an infiltration pond from which soil was sampled
at different depths (0–10, −80 and −165 cm) (map of the studied
site is available in Supplementary Fig. 1). A road surface of 3.66 ha
is drained to the sedimentation pond of the studied site. It
receives 5400 vehicles per day, including ~400 delivery lorries. A
total of 94 rain events (at least 1 mm of cumulated rain, the
shorter rain events lasting 15min) were recorded between July
2018 and July 2019, which brought a total of 410.8 mm of rain in 1
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year (from 1 to 25mm per rain event) (Supplementary Dataset 1).
From water, sediment and soil samples, micropollutants were
extracted and identified using mass spectrometry coupled with
gas chromatography and liquid chromatography. Alongside these
identifications, the physico-chemical properties of the soil from
the infiltration pond were investigated. Statistical analyses were
performed to investigate the distribution of micropollutants
between water, sediments and soil using chemical enrichment,
and the correlation between micropollutant abundance and soil
physico-chemical properties (Fig. 1a). From the water, sediment
and soil samples, micropollutants were identified and categorized

according to their most common usage. Pesticides, drugs, PAHs
and toxic industrial chemicals were the most represented
categories in terms of the number of micropollutants identified.
Figure 1b shows the distribution of these categories among the
different samples, as well as the exclusive presence of several
micropollutants from a single sample type. These results show the
importance of the sedimentation pond, as a higher number of
pollutants from all categories were found in water and sediment.
Additionally, the highest number of exclusive identifications is
depicted in sediment from pesticides (48), drugs (142) and PAHs
(4), highlighting the crucial role of this matrix trapping

Fig. 1 Distribution of micropollutants in the water, sediment and soil layers. In a first attempt to describe the distribution of
micropollutants in the sedimentation pond (water and sediment) and across the soil layers of the infiltration pond (from 0–10 to −165 cm in
depth), micropollutants were categorized according to their most common usage: pesticide, drug, PAH and toxic industrial chemical
were the prevailing categories identified. a Schematic representation of the study workflow. b Number of micropollutants identified in water,
sediment and soil. Exclusive identifications indicate the micropollutants that were identified exclusively in one type of sample. c Distribution
of micropollutants in the different layers of the infiltration pond soil presented as log 2 of the peak areas obtained from mass spectrometry
analysis.
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micropollutants and avoiding their spread to the infiltration pond.
In the infiltration pond, the soil surface (0–10 cm) retained a high
number of micropollutants (184 pesticides, 48 drugs, 16 PAHs and
16 toxic industrial chemicals), reducing the number of compounds
identified in the deeper layers of soil (Fig. 1b). A closer look at the
abundance of the compounds confirms the role of the surface
layer (0–10 cm), as the micropollutants that were detected in all
the soil layers were found to be generally more abundant at
the surface of the infiltration pond (Fig. 1c), with 39–99% of the
micropollutants in terms of abundance, trapped in the surface
layer (Supplementary Table 1). Mostly pesticides and PAHs could
be found in all the layers of the infiltration pond soil. PAHs, metals
and chlorides, which are common micropollutants encountered in
road runoff water, were quantified in the samples (Supplementary
Fig. 2). PAHs were confirmed to be more abundant in the surface
layer of the infiltration pond than in the deeper layers, with
90–99% of the PAHs, in terms of abundance, trapped in the
surface layer (Supplementary Table 1). Metals and chlorides were
not further considered in this study because their concentration
was under the French regulation thresholds25.

Chemical enrichment analysis
To better describe the distribution of micropollutants in the
studied matrices and to allow comparison with other studies, a
chemical enrichment analysis was performed to obtain clusters
of micropollutants based on structural similarity and chemical
ontology (Fig. 2). A pair-wise statistical test was used to highlight
increased (red) or decreased (blue) compounds, and clusters
containing both increased and decreased compounds are
depicted in purple. The size of the circles indicates the number
of compounds in the cluster, and only significantly impacted
clusters of a minimum of three compounds are shown on the
graph. The position of the clusters on the x-axis depends on their
partition coefficient, expressed as the median XlogP value
(hydrophilic compounds on the left and hydrophobic com-
pounds on the right).
The first comparison was made between sediment and water

(Fig. 2a) to understand the behaviour of micropollutants in the
sedimentation pond and their distribution among the liquid and
solid matrices. The distribution of the clusters on the x-axis depicts
a rather high variability in terms of hydrophobicity, ranging from
very hydrophilic aniline compounds to very hydrophobic benzene
derivatives and fluorenes (PAHs). Nevertheless, all the clusters are
coloured red, which indicates that all the compound families are
increased in the sediment samples compared to the water
samples. Micropollutants trapped in sediment do not seem to
be released to the infiltration pond, as demonstrated by the
chemical enrichment analysis between the infiltration pond (all
layers) and the sedimentation pond (water and sediment)
(Fig. 2b). All but two clusters were decreased in the infiltration
pond, and almost the same clusters appeared in this analysis
compared to the sediment/water comparison. Organothiopho-
sphorus compounds and isoindoles are depicted in purple, which
means that only part of the compounds from this family was
increased, while others were decreased (details are available in
Supplementary Dataset 2). Chemical enrichment analysis revealed
six clusters that were always found to be significantly impacted,
regardless of the pairwise comparison made: aniline compounds,
organothiophosphorus compounds, benzene derivatives, pyre-
thrins, benzopyrenes and fluorenes. The analysis also confirms the
crucial role of the sedimentation pond in trapping micropollutants
(in terms of not only in the number of micropollutants but also in
abundance), which are mostly retained by sediment, regardless of
their hydrophilicity, while logP (also known as log Kow) is often
said to be one of the key indicators of micropollutant distribution
in the environment26.

Correlation of soil properties and micropollutant abundance
To understand the fate of micropollutants in the soil during
infiltration, three clusters with distinct hydrophobicity were chosen
(Fig. 2): aniline compounds (median XlogP < 2), pyrethrins (median
XlogP ≈ 4) and benzopyrenes, which were grouped with fluorenes
(median XlogP > 6), as these two clusters are described as PAHs in
the literature even though the chemical ontology separates them.
These three clusters were used to investigate the correlations
between compound abundance and soil physico-chemical proper-
ties (Fig. 3). Correlation coefficients were interpreted as negligible
to highly positive/negative as described in the literature27.
The first piece of striking evidence is that the positive or

negative trends were the same for all micropollutant families,
regardless of the median XlogP value. A gradient was observed,
with higher absolute values of the correlation coefficients for the
compounds with lower median XlogP values. The abundance of
aniline compounds was positively correlated with depth, percen-
tage of coarse elements and sand, soil density and organic matter
content, with a high correlation coefficient of 0.88 (P < 0.01) for all
correlations. This indicates that the abundance of the compounds
increased as these soil parameters increased. The abundance of
aniline compounds was negatively correlated with water content
and soil pH with a high correlation coefficient of −0.88 (P < 0.01),
which indicates that the abundance of the compounds decreased
when water content and pH increased. The presence of sand and
clay seemed to help in PAH capture, as moderate positive
correlations were observed (0.64 (P < 0.001) and 0.46 (P < 0.05)
respectively) while the percentage of silt was highly negatively
correlated with PAH abundance (−0.73, P < 0.001). Pyrethrins
showed the same trends as aniline compounds and PAHs, with
correlation coefficients (absolute values) between those of the two
other compound families.
The curvature coefficient obtained for the different soil layers

was between 4.05 and 4.44; therefore, the soil in the infiltration
pond was not well graded. The defined particle sizes were
1.26–1.38 µm (d10), 20.7–22.73 µm (d50) and 101.1–161.2 µm
(d99) (Supplementary Table 2). The largest particles of the soil
(>100 µm) were the best suited to retain micropollutants with a
high positive correlation between micropollutant abundance and
the d99 value (0.87, P < 0.05; 0.85, P < 0.01; 0.79, P < 0.001). Indeed,
smaller particles showed a low negative correlation with pyrethrin
and PAH abundance (−0.44 and −0.46, respectively, P < 0.05) and
the high to moderate positive correlations between micropollu-
tant abundance and the percentage of coarse elements confirm
this hypothesis (0.88, P < 0.01; 0.73, P < 0.001 and 0.64, P < 0.001).
The water content (19–21%) and pH value (6.7–7.1) did not vary
much between the layers of the soil and did not seem to help in
micropollutant trapping in the surface layer of the infiltration
pond. The abundance of micropollutants increased as the water
content decreased (−0.8, P < 0.01; −0.37, P < 0.001; −0.64, P <
0.001), but in an infiltration pond, it is not possible to reduce the
amount of water since the primary function of the pond is
infiltration. Regarding pH, the correlation coefficients were the
same as those for water content, indicating that micropollutant
abundance increased when pH decreased, which can be managed
if necessary. Porosity was not correlated with the abundance of
any of the compound families presented here.
The content of organic matter was high to moderately

correlated with micropollutant abundance (0.88, P < 0.01; 0.73,
P < 0.001, 0.64, P < 0.001). The organic matter was highest in the
surface layer (6 mg/g) and decreased with depth (−80 cm,
5.2 mg/g; −165 cm, 4.7 mg/g). As the soil surface layer also
harbours living organisms and plant root systems, the ratio of
plant root systems and soil was investigated at four distinct
sampling points situated 30 cm around the coring site (Table 1).
The presence of small organisms and microorganisms could not
be studied due to the lack of technical means.
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Roots in the top 10 cm of the infiltration pond represented
between 10.9 and 35.5% of the total soil dry weight (Table 1),
indicating that micropollutants identified in the surface layer of
the infiltration pond might interact with not only mineral matter
but also living organisms, including plant roots that can represent
up to 1/3 of the soil dry weight. The plant diversity at the studied
site was important, and many spontaneous plants settled at this
location by themselves. The water content was comparable
between roots and soil samples for each sampling area (Table
1), helping micropollutant exchange through the water flux
between soil particles and plant roots.

DISCUSSION
The distribution of a complex mixture of road runoff micro-
pollutants was investigated in a treatment facility composed of a
sedimentation pond, followed by an infiltration pond. Of the 2406

micropollutants investigated, 700 were identified in the different
matrices studied. The critical role of the sedimentation pond was
demonstrated here, not only in terms of the number of
micropollutants retained (610 in total, Fig. 1) but also with regard
to the abundance of micropollutants (Fig. 2) with a mean trapping
of 79% of the abundance of micropollutants, reaching 91–98% for
PAHs (Supplementary Table 1). The identified micropollutants
were distributed mainly in the sediment part of the pond, with
only a few identified compounds specific to the water part (33
drugs, 11 pesticides and 1 toxic industrial chemical). One could
have expected hydrophilic compounds to stay in solution in the
water matrix and hydrophobic compounds to be sequestered by
suspended solids and to settle and form sediment28,29. However,
this is a very favourable result, as it shows that micropollutants
were trapped in the sedimentation pond and that release to the
infiltration pond and to the environment was avoided. The
presence of the sedimentation pond prevents the spread of
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micropollutants, thereby protecting soil and groundwater from
contamination, as previously described in the literature30–32.
Moreover, the surface layer of the infiltration pond showed high

efficiency in retaining micropollutants from infiltrating into the
deeper layers of the soil. The observation that road runoff
pollutants are sequestered in the surface layers of soils has already
been made in the previous studies13,33,34. The number of
micropollutants trapped in the surface layer is important (269
micropollutants, Fig. 1b), and the abundance of micropollutants
detected in the surface layer is much more important than in the
other layers, with a mean value of 86% of the abundance of
micropollutants trapped at the surface (Supplementary Table 1,

Fig. 1c and Supplementary Fig. 2). The correlation analysis with soil
properties provides some clues regarding how to maintain and
increase the natural abilities of the infiltration soil to retain
micropollutants.
A previous study that focussed on per- and polyfluoroalkyl

substances already showed that multiple soil properties are
involved in pollutant retention23. Other studies also present
interesting results regarding soil physico-chemical parameters as
pH or organic matter content affecting the soil–solution
partitioning of metals26,35,36. Here, a correlation analysis was
performed using three chemical families of micropollutants with
varied median XlogP values, to identify general observations
suitable for most of the micropollutants encountered in road
runoff facilities. The positive and negative correlation trends were
the same for all the considered families, and a gradient was
observed in the correlation coefficients, with higher coefficients
(absolute value) for compounds with lower median XlogP values.
The proposed results are applicable to pollutants with median
XlogP values ranging from <2 to >6, as presented in this study.
Five soil properties were identified as being negatively correlated
with micropollutant abundance, while seven properties were
identified as being positively correlated (Fig. 4a). The analysis
shows that a higher proportion of sand with a large particle size
was better suited for the retention of micropollutants with
different median XlogP values in the surface layer of the
infiltration pond. The presence of clay might aid the trapping of
micropollutants with higher median XlogP values. Silt and
particles with a size <20 µm should be avoided. The studied soil
properties are known to affect soil permeability, which might
impact the retention time and therefore the adsorption capacity
of the infiltration pond soil towards micropollutants. The soil pH
value was negatively correlated with micropollutant abundance;
therefore, decreasing the pH of the infiltration pond soil could be
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Table 1. Determination of roots and soil proportions in soil samples.

Sample 1 Sample 2 Sample 3 Sample 4

Wet weight (g) 28.6 37.95 43.71 48.06

Dry weight (g) 20 29 35.9 37.8

Roots Soil Roots Soil Roots Soil Roots Soil

Wet weight (g) 12.3 16.3 8.45 29.5 3.90 39.81 7.9 40.16

Dry weight (g) 7.1 12.9 5.9 23.1 3.9 32 5.4 32.4

Water
content (%)

7.5 7.5 2 1.7 1.9 1.9 2.1 2.1

% of total
sample (dry
weight)

35.5 64.5 20.3 79.7 10.9 89.1 14.3 85.7

Samples were collected from the top 10 cm of the soil, at 30 cm from the
coring site in four directions. Roots and rhizomes were manually separated
from the soil to estimate the root and soil content of the surface layer of
the infiltration pond.
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a suitable management practice for use in infiltration ponds. The
correlation between pH and the proportion of sand was very
highly negative (−0.99, P < 0.001), indicating that increasing the
proportion of sand would lower the pH, and therefore help in
micropollutant trapping as the micropollutant abundance
increases with increasing amounts of sand and decreasing pH.
The organic matter content was very highly correlated with the
proportion of sand in the pond. Once again, increasing the
proportion of sand would increase the organic matter content and
help in micropollutant retentions. Moreover, better retention of
PAHs in soil fractions containing organic matter has been
previously reported37. A management strategy is proposed,
wherein the central element is the proportion of sand in the soil
(Fig. 4b). Sand is mainly composed of silica, which is used in
chromatography to adsorb molecules according to their polarity.
Therefore, we hypothesize that sand particles with a large size
(>100 µm) offer a large contact surface and might be well suited
to help the adsorption of micropollutants, to trap them and avoid
infiltration to the deeper layers of the soil. A moderate efficiency
of sand in the removal of micropollutants has already been
described38. In addition to this adsorption capacity, sand is a good
host for bacteria, which form a biofilm able to accumulate
micropollutants. It has been demonstrated that the presence of a
biofilm in a sand filter increases its micropollutant removal
efficiency39. Therefore, the role of sand in micropollutant removal
would be due in part to adsorption, but also to accumulation in
the biofilm.
One should also keep in mind that biodiversity in soils is known

to have a role in micropollutant trapping and biodegradation. The
Food and Agriculture Organization stated that “One teaspoon of
soil contains more living organisms than there are people in the
world”40. One gram of soil can contain up to 1 billion bacterial
cells, 200 m of fungal hyphae and several thousand different taxa
of macroorganisms, and the total biomass below ground would
equal or potentially exceed that above ground40. Therefore, the
role of soil microorganisms in trapping and transforming
micropollutants should be considered. These organisms range
from 20 nm to 20–3 cm in body size and can be divided into four
size classes: microbes (20 nm–10 µm), mesofauna (0.1–2mm),
macrofauna (2–20mm) and megafauna (>20mm)40. Soil micro-
organisms participate in soil structure, decomposition of organic
matter, water retention, soil aeration and movement of soil

particles through different layers. For example, bacteria have
already been described to be the most active in the top 10 cm of
soil in the context of constructed wetlands41. The size of soil
particles and the size of organisms are closely related: larger
organisms (from vertebrates to nematodes) are found in sandy
soils; fungi, protozoa and some algae are found in silt; and other
bacteria, archaea and viruses are found in clay42. Plants can
establish their roots in sandy to silty soils and interact closely with
soil organisms. They perform phytoextraction in their aerial parts
and phytostabilization in their underground root system through
absorption and accumulation, adsorption onto roots or precipita-
tion within the root zone, which decreases the bioavailability of
micropollutants in the soil and reduces ecotoxicity43. Plant
diversity is a key player in micropollutant management, as each
plant manages a distinct pool of micropollutants, with some of
them being specific to certain plants44. Spontaneous plants are
well suited for micropollutant management, as they naturally
adapt to the constraints of the environment, settle only if they can
survive in the presence of micropollutants and do not need any
care. Preserving the natural biodiversity in facilities is also a way to
avoid the spread of micropollutants.
From the results obtained in this study, a model is proposed for

soil physico-chemical parameters that affect micropollutant
abundance in a road runoff infiltration pond, regardless of their
median XlogP value. These results are applicable for micropollu-
tants under real conditions in a road runoff treatment facility
composed of a sedimentation pond and an infiltration pond. The
curvature coefficient, water content, small soil particles (<1 µm),
silt proportion and pH are soil physico-chemical parameters that
are negatively correlated with micropollutant abundance. This
means that these parameters decrease when the abundance of
micropollutants increases. The presence of coarse elements,
organic matter, large soil particles (>100 µm), density and the
proportions of sand and clay are positively correlated with
micropollutant abundance, which means that these parameters
increase when micropollutant abundance increases.
To help in micropollutant trapping in an infiltration pond and

avoid leaching to groundwater, a simple solution seems to be to
increase the proportion of sand in the infiltration soil. Indeed, the
proportion of sand is positively correlated with the presence of
coarse elements and large particles (d99), density and organic
matter content, properties that are positively correlated with
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particle size
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sand %
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Fig. 4 Proposed model for soil physico-chemical parameters affecting micropollutant abundance in a road runoff infiltration pond. a Soil
properties could be divided into those that are negatively (blue) and positively (red) correlated with micropollutant abundance. b A strategy is
proposed to increase micropollutant trapping in the soil of an infiltration pond.
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micropollutant abundance. Moreover, the proportion of sand is
negatively correlated with the proportion of silt, water content,
curvature coefficient and pH, which are negatively correlated with
micropollutant abundance. Therefore, increasing the proportion of
sand would decrease negatively correlated parameters and help in
micropollutant trapping. In addition to allowing and preserving
the settlement of the natural biodiversity in the facilities,
increasing the amount of sand in the infiltration pond is an easy
solution that seems to interact well with all the studied soil
physico-chemical parameters according to the correlation analysis.
This solution is inexpensive and demands reduced primary inputs;
moreover, the presence of small-scale vegetated sedimentation
and infiltration ponds along roads is socially desirable and helps
manage road runoff pollution at its source to prevent environ-
mental contamination.

METHODS
Study site and sampling
The study site is situated in Wolfisheim, Alsace (France), along department
road RD45 (48°35′38.353″N, 7°39′19.652″E) and was established in 2013. It
is composed of a sedimentation pond collecting road runoff from 3.66 ha
of road, followed by an infiltration pond to release water to the
environment (a detailed view of the study site is provided in
Supplementary Fig. 1). The sedimentation pond is lined and made of
concrete to avoid the infiltration of runoff water at this step. Suspended
solids from runoff water, which settled on the concrete floor of the
sedimentation pond, were collected and referred to as “sediment” in all
the manuscripts. Water and sediment were sampled from the entrance of
the sedimentation pond. Soil from the infiltration pond and from the bank
(used as a control) was sampled at the surface (0–10 cm), at −80 cm and at
−165 cm using a manual auger. Three samples of each matrix were
collected as replicates (individual samples that are considered representa-
tive of the studied matrix). All samples were stored in glass bottles and
immediately placed at 4 °C in the dark for transport. Upon arrival at the
laboratory, weighing of the sediment/soil and filtering of the water using a
coffee filter were performed in a cold room (4 °C). Pollutants were
extracted from fresh sediment and soil samples in the dark and without
drying (see ‘Correlation of soil properties and micropollutant abundance’).
A weather station (Adcon Telemetry) was implemented on the site to
record rain events every 15min (Supplementary Dataset 1).
Four samples of surface soil (0–10 cm) were collected at 30 cm from the

drilling point in four opposite directions to analyse the proportion of roots
and soil in the samples. Roots were manually sorted from soil particles
using surgical pliers. Samples were dried in an oven at 105 °C for 4 h before
weighing the dry weight.

Chemicals
Solvents (acetonitrile, methanol and isopropanol) were purchased from
Fisher Chemicals (New Hampshire, USA). Acetic and formic acids were
purchased from Sigma-Aldrich (Missouri, USA), ammonium formate was
purchased from Fluka Analytical (Missouri, USA) and NaOH was
purchased from Agilent Technologies (California, USA). Deionized water
was obtained from a Direct-Q UV station (Millipore, Massachusetts, USA).
Pure standards of PAHs used for quantification were purchased as a mix
from Restek (Lisses, France), ref. 31455. Analytical performance quality
checks were performed with a mix of pesticides obtained from Restek
(ref. 32563 for gas chromatography and refs. 31972 and 31978 for liquid
chromatography).

Soil physico-chemical property measurements
All the soil layers were wet sieved at 2 mm and stored wet at 4 °C before
soil characterization. Physico-chemical parameters were measured follow-
ing standard analytical procedures (NF/ISO) on homogenized sediment
samples, dried at 105 °C and sieved to 2 mm. Soil water content was
measured by the mass difference after drying to constant mass (ISO
11465). The particle size distribution was measured by laser diffraction
methods in water mode (LS230, Beckmann Coulter; ISO 13320). The results
from the distribution were used to cluster the soil using three texture class
levels following the World Reference Base45 of soil: clay <2 µm, silt from 2
to 50 µm and sand from 50 to 2000 µm. Then, solid–liquid extraction was

used to remove the following phases: (1) organic matter was extracted by a
1:3 (v/v) solution of H2O2 at 60 °C, (2) cationic flocculants were extracted
using KCl (1:50 (v/v)) or HCl (1:20 (v/v)) depending on the carbonate
content of the sample and (3) desegregation of particles was performed by
adding a 1:1 (v/v) solution of sodium hexametaphosphate 0.55%. Bulk
density and porosity were obtained by following the French standard NF
P94-410-3. The porosity measurement was performed using a water
pycnometer. Organic matter content was determined by measuring the
weight loss at 550 °C for 24 h (in-house method). The pH value was
measured by following the standard NF EN 15933.

Metal and chloride analysis
The samples were analysed by EUROFINS (Saverne, France) for the
quantification of aluminium, cadmium, copper, nickel, lead and mercury.
Mercury was quantified using cold vapour atomic fluorescence spectro-
scopy following the French standard NF EN 13346-NF ISO 16772. Other
metals were quantified using inductively coupled plasma-atomic emission
spectroscopy following the French standard NF EN ISO 11885-NF EN
13346. Chlorides were quantified using potentiometry following the
French standard NF EN ISO 10304.

Micropollutant extraction
The extraction methods for micropollutants from water and soil were
developed in the laboratory using internal standards in representative
samples, as already published by Villette et al.46. Briefly, pollutants
were extracted from 10 g of soil by performing a double extraction. The
first overnight extraction was performed using 40 mL of acetonitrile:H2O
(90:10) and 1% acetic acid at 4 °C under shaking with a magnetic stirrer.
The samples were centrifuged for 15 min at 5827 × g to collect the
supernatant. A second extraction was applied to the pellet using 20 mL of
isopropanol:acetonitrile (90:10) for 15 min at 4 °C under shaking. After a
second centrifugation, the supernatants were pooled and freeze-dried.
Samples were solubilized in 1 mL of acetonitrile:isopropanol:H2O (50:45:5)
and diluted 10 times in H2O for liquid chromatography-high-resolution
mass spectrometry (LC-HRMS) analysis or solubilized in 1 mL of ethyl
acetate and diluted 2 times for gas chromatography–tandem mass
spectrometry (GC-MS/MS) analysis.
Fifty millilitres of groundwater samples were freeze-dried under vacuum

and recovered in 1 mL of MeOH:H2O (90:10) and diluted 10 times in water
for LC-HRMS analysis or recovered in 1mL ethyl acetate and diluted 2
times for GC-MS/MS analysis.

LC-quadrupole-time-of flight-HRMS analysis
Samples were analysed by LC coupled with HRMS using a DioneX Ultimate
3000 (Thermo, Massachusetts, USA) coupled to a Q-TOF Impact II (Bruker,
Bremen, Germany) using the TargetScreener method (Bruker), which
allows targeted identification of micropollutants using a database
containing 2072 pollutants (848 pesticides and 1224 toxicants), their
retention time, their exact mass and the exact mass of their fragments in
broad-band collision-induced dissociation (bbCID) fragmentation mode.
Samples were analysed on a C18 column (AcclaimTM RSLC 120 C18, 2.2 µm,
120 A, 2.1 × 100mm2, Dionex bonded silica products) equipped with an
Acquity UPLC® BEH C18 pre-column (1.7 µm, 2.1 × 5 mm2) using a gradient
of solvent A (H2O:MeOH 90:10, 0.01% formic acid, 314mg L−1 ammonium
formate) and solvent B (MeOH, 0.01% formic acid, 314mg L−1 ammonium
formate) as described in detail by Villette et al.46. The spectrometer was
operated in positive ion mode using bbCID fragmentation mode in a mass
range from 30 to 1000 Da, with a spectra rate of 2 Hz. Analytical quality
checks were performed using a mix of pesticides to assess the retention
times (refs. 31972 and 31978, Restek).

GC-MS/MS analysis
GC-MS/MS analysis was performed using GC coupled to a triple
quadrupole detector (SCION 436-MS, Bruker). Samples were carried
through a Rxi®-5Sil MS column (Restek, 30 m, 0.25 mm ID, 0.25 µm) with
a constant flow (1mLmin−1) of helium gas (Alphagaz 2, Air Liquide). The
injector was operated at 280 °C with a pressure pulse at 30 psi, the oven
was set at 70 °C for 0.7 min and the temperature was increased to 180 °C at
30 °C/min, and then to 300 °C at 10 °C/min, with a stabilization time of
2min. The spectrometer was operated in multiple reaction monitoring
(MRM) scan type with an electron energy of 70 eV to search for 328
micropollutants (pesticides, PAHs and toxicants). At least two daughter
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ions were recorded for each analyte, and a retention window of 5 min was
used. For quantification, a mix of PAH analytical standards (EPA 610 B, ref.
31455, Restek) was used and injected using the same method, and then
standard curves were established manually. Analytical quality checks were
performed using a mix of pesticides to assess the retention times (ref
32563, Restek).

MS data analysis
Micropollutants were identified to level 1 of the Schymanski classification47

based on their retention time, exact mass of the parent ion and fragment
ions when available using LC and GC. For LC-HRMS data analysis, the
signal-to-noise ratio was set to 3, the retention time window was set to
0.25min and the exact mass variation was set to 3 p.p.m. in the TASQ
software (Bruker). A list of 2072 micropollutants was investigated, and the
identification was confirmed based on the retention time, exact mass,
isotopic pattern of the parent ion and at least one daughter ion obtained
from the bbCID collision mode used on the spectrometer; identification
was performed via interrogation of pesticide and toxic chemical databases.
For GC-MS/MS data analysis, the signal-to-noise ratio was set to 3, the
retention time window was set to 0.25min and the mass variation was set
to 0.5 Da in MS Data Review software 8.2 (Bruker). The presence of at least
two daughter ions obtained from the MRM mode on the spectrometer
confirmed the identification results from the list of 328 micropollutants
investigated.
Labelled internal standards were used to assess the repeatability of the

extraction process and to determine the limits of detection and
quantification46, and the coefficients of variation obtained were in
accordance with already published literature48.

Statistical analysis
Statistical analyses of the whole dataset were performed using the area of
the peaks as the unit of reference. The dataset obtained from LC-HRMS and
GC-MS/MS experiments (see Section 2.7) and containing the names of the
compounds and the areas of the peaks in the different soil layers was
imported into Metaboscape 4.0 (Bruker) as a csv file for statistical analysis.
The thresholds used to indicate a significant difference were P ≤ 0.05 and
fold change ≥2 or ≤−2. Due to the small number of samples (three
replicates for each condition), the nonparametric Wilcoxon’s rank-sum test
was used.
Chemical enrichment analysis was performed on the pollutants

identified using the online version of the ChemRICH tool49. To generate
the dataset for ChemRICH interrogation, chemical identifiers (PubChem ID,
InChIKey and SMILE) were manually recovered from the names of the
compounds using the PubChem Identifier Exchange Service (https://
pubchem.ncbi.nlm.nih.gov/idexchange/idexchange.cgi). These identifiers
are necessary for the tool to estimate the structural similarity between the
compounds based on chemical ontologies. The statistical information was
then used to propose a statistical enrichment approach and highlight the
compounds that were up- or downregulated under a specific condition.
The whole dataset (significantly differential and non-differential values)
was submitted to ChemRICH, with the fold change converted to the
average ratio. The ChemRICH thresholds were P ≤ 0.05 and fold change ≥2
or ≤−2 to indicate whether a compound was significantly up- or
downregulated under a specific condition and to obtain the chemical
enrichment analysis results.
The correlation coefficients between micropollutant abundance and soil

physico-chemical properties were calculated using Spearman’s correlation
due to the small number of observations and the presence of continuous
and ordinal variables27. The correlation matrix was created from the
obtained coefficients and is presented with a gradient of blue (negative
correlation) to red (positive correlation). The coefficients are indicated in
the matrix only if P < 0.05 for the corresponding correlation. Correlation
coefficients were considered very high (0.9–1.0) to negligible (0.0–0.3)
according to a previously proposed ref. 27.
For quantification data, statistical analysis was performed in R3.6.1 to

search for significant differences in metal, chloride and PAH concentrations
between the bank and the pond.

DATA AVAILABILITY
The datasets generated and analysed during the current study are available from the
corresponding author on reasonable request.

Received: 23 April 2021; Accepted: 20 August 2021;

REFERENCES
1. Leroy, M. C. et al. Assessment of PAH dissipation processes in large-scale outdoor

mesocosms simulating vegetated road-side swales. Sci. Total Environ. 520,
146–153 (2015).

2. Helmreich, B., Hilliges, R., Schriewer, A. & Horn, H. Runoff pollutants of a highly
trafficked urban road - correlation analysis and seasonal influences. Chemosphere
80, 991–997 (2010).

3. Wagner, S. et al. Tire wear particles in the aquatic environment - A review on
generation, analysis, occurrence, fate and effects. Water Res. 139, 83–100
(2018).

4. Pramanik, B. K., Roychand, R., Monira, S., Bhuiyan, M. & Jegatheesan, V. Fate of
road-dust associated microplastics and per- and polyfluorinated substances in
stormwater. Process Saf. Environ. Prot. 144, 236–241 (2020).

5. Hensen, B. et al. Entry of biocides and their transformation products into
groundwater via urban stormwater infiltration systems. Water Res. 144, 413–423
(2018).

6. Mrowiec, M. Road runoff management using improved infiltration ponds. Transp.
Res. Procedia 14, 2659–2667 (2016).

7. Goh, X., Radhakrishnan, M., Zevenbergen, C. & Pathirana, A. Effectiveness of
Runoff control legislation and active, beautiful, clean (ABC) waters design fea-
tures in Singapore. Water 9, 627 (2017).

8. Liu, A., Liu, L., Li, D. & Guan, Y. Characterizing heavy metal build-up on urban road
surfaces: Implication for stormwater reuse. Sci. Total Environ. 515–516, 20–29
(2015).

9. Chen, C., Guo, W. & Ngo, H. H. Pesticides in stormwater runoff—a mini review.
Front. Environ Sci. Eng. 13, 72 (2019).

10. Leroy, M. C. et al. Performance of vegetated swales for improving road runoff
quality in a moderate traffic urban area. Sci. Total Environ. 566–567, 113–121
(2016).

11. Weiss, P. T., LeFevre, G. & Gulliver, J. S. Contamination of Soil and Groundwater due
to Stormwater Infiltration Practices. Saint Anthony Falls Laboratory Project Report
No. 38 (Saint Anthony Falls Laboratory, 2008).

12. Cederkvist, K., Jensen, M. B. & Holm, P. E. Method for assessment of stormwater
treatment facilities – synthetic road runoff addition including micro-pollutants
and tracer. J. Environ. Manag. 198, 107–117 (2017).

13. Tedoldi, D., Chebbo, G., Pierlot, D., Kovacs, Y. & Gromaire, M. C. Impact of runoff
infiltration on contaminant accumulation and transport in the soil/filter media of
Sustainable Urban Drainage Systems: a literature review. Sci. Total Environ.
569–570, 904–926 (2016).

14. Murakami, M. et al. Multiple evaluations of the removal of pollutants in road
runoff by soil infiltration. Water Res. 42, 2745–2755 (2008).

15. Flanagan, K. et al. Retention and transport processes of particulate and dissolved
micropollutants in stormwater biofilters treating road runoff. Sci. Total Environ.
656, 1178–1190 (2019).

16. Piguet, P., Parriaux, A. & Bensimon, M. The diffuse infiltration of road runoff: An
environmental improvement. Sci. Total Environ. 397, 13–23 (2008).

17. Scholz, M. & Kazemi Yazdi, S. Treatment of road runoff by a combined storm
water treatment, detention and infiltration system. Water Air Soil Pollut. 198,
55–64 (2009).

18. Huber, M. & Helmreich, B. Stormwater management: calculation of traffic area
runoff loads and traffic related emissions. Water 8, 294 (2016).

19. Krein, A. & Schorer, M. Road runoff pollution by polycyclic aromatic hydrocarbons
and its contribution to river sediments. Water Res. 34, 4110–4115 (2000).

20. Murakami, M., Nakajima, F. & Furumai, H. Modelling of runoff behaviour of
particle-bound polycyclic aromatic hydrocarbons (PAHs) from roads and roofs.
Water Res. 38, 4475–4483 (2004).

21. Pinasseau, L. et al. Use of passive sampling and high resolution mass spec-
trometry using a suspect screening approach to characterise emerging pollu-
tants in contaminated groundwater and runoff. Sci. Total Environ. 672, 253–263
(2019).

22. Bergé, A. et al. Non-target strategies by HRMS to evaluate fluidized micro-grain
activated carbon as a tertiary treatment of wastewater. Chemosphere 213,
587–595 (2018).

23. Nguyen, T. M. H. et al. Influences of chemical properties, soil properties, and
solution ph on soil-water partitioning coefficients of per- and polyfluoroalkyl
substances (PFASs). Environ. Sci. Technol. 54, 15883–15892 (2020).

24. Batjes, N. H. Methodological Framework for Assessment and Mapping of the
Vulnerability of Soils to Diffuse Pollution at a Continental Level (SOVEUR Project)
(ISRIC—World Soil Information, 1997).

L. Maurer et al.

8

npj Clean Water (2021)    44 Published in partnership with King Fahd University of Petroleum & Minerals

https://pubchem.ncbi.nlm.nih.gov/idexchange/idexchange.cgi
https://pubchem.ncbi.nlm.nih.gov/idexchange/idexchange.cgi


25. Arrêté du 8 janvier 1998 fixant les prescriptions techniques applicables aux
épandages de boues sur les sols agricoles pris en application du décret no.
97-1133 du 8 décembre 1997 relatif à l’épandage des boues issues du traite-
ment des eaux usées. J. Off. 16, https://www.legifrance.gouv.fr/loda/id/
JORFTEXT000000570287/ (1998).

26. Sauvé, S., Hendershot, W. & Allen, H. E. Solid-solution partitioning of metals in
contaminated soils: dependence on pH, total metal burden and organic matter.
Environ. Sci. Technol. 34, 1125–1131 (2000).

27. Yadav, S. Correlation analysis in biological studies. J. Pract. Cardiovasc. Sci. 4, 116
(2018).

28. Cottin, N. & Merlin, G. Removal of PAHs from laboratory columns simulating the
humus upper layer of vertical flow constructed wetlands. Chemosphere 73,
711–716 (2008).

29. Ren, X. et al. Sorption, transport and biodegradation – an insight into bioavail-
ability of persistent organic pollutants in soil. Sci. Total Environ. 610–611,
1154–1163 (2018).

30. Wiest, L. et al. Priority substances in accumulated sediments in a stormwater
detention basin from an industrial area. Environ. Pollut. 243, 1669–1678 (2018).

31. Hares, R. J. & Ward, N. I. Sediment accumulation in newly constructed vegetative
treatment facilities along a new major road. Sci. Total Environ. 334–335, 473–479
(2004).

32. Strömvall, A., Norin, M. & Pettersson, T. J. R. Organic contaminants in urban
sediments and vertical leaching in road ditches. In The Eighth Highway and Urban
Environment Symposium (eds Morrison, G. M. & Rauch, S.) 235–247 (Springer,
2007).

33. Dechesne, M., Barraud, S. & Bardin, J. P. Spatial distribution of pollution in an
urban stormwater infiltration basin. J. Contam. Hydrol. 72, 189–205 (2004).

34. Dierkes, C. & Geiger, W. F. Pollution retention capabilities of roadside soils. Water
Sci. Technol. 39, 201–208 (1999).

35. Sauvé, S., Mcbride, M. B., Norvell, W. A. & Hendershot, W. H. Copper solubility and
speciation of in situ contaminated soils: effects of copper level, pH and organic
matter. Water Air Soil Pollut. 100, 133–149 (1997).

36. Sauvé, S., Manna, S., Turmel, M. C., Roy, A. G. & Courchesne, F. Solid-solution
partitioning of Cd, Cu, Ni, Pb, and Zn in the organic horizons of a forest soil.
Environ. Sci. Technol. 37, 5191–5196 (2003).

37. El-Mufleh, A. et al. Distribution of PAHs and trace metals in urban stormwater
sediments: combination of density fractionation, mineralogy and microanalysis.
Environ. Sci. Pollut. Res. 21, 9764–9776 (2014).

38. Rostvall, A. et al. Removal of pharmaceuticals, perfluoroalkyl substances and
other micropollutants from wastewater using lignite, Xylit, sand, granular acti-
vated carbon (GAC) and GAC+Polonite® in column tests – role of physico-
chemical properties. Water Res. 137, 97–106 (2018).

39. Paredes, L., Fernandez-Fontaina, E., Lema, J. M., Omil, F. & Carballa, M. Under-
standing the fate of organic micropollutants in sand and granular activated
carbon biofiltration systems. Sci. Total Environ. 551–552, 640–648 (2016).

40. FAO, ITPS, GSBI, SCBD & EC. State of knowledge of soil biodiversity - status,
challenges and potentialities. FAO https://doi.org/10.4060/cb1928en (2020).

41. Tietz, A., Langergraber, G., Watzinger, A., Haberl, R. & Kirschner, A. K. T. Bacterial
carbon utilization in vertical subsurface flow constructed wetlands. Water Res. 42,
1622–1634 (2008).

42. Weil, R. R. & Brady, N. C. The Nature and Properties of Soils 15th edn (Pearson
Education, 2016).

43. Usman, K., Al-Ghouti, M. A. & Abu-Dieyeh, M. H. The assessment of cadmium,
chromium, copper, and nickel tolerance and bioaccumulation by shrub plant
Tetraena qataranse. Sci. Rep. 9, 1–11 (2019).

44. Nuel, M., Laurent, J., Bois, P., Heintz, D. & Wanko, A. Seasonal and ageing effect on
the behaviour of 86 drugs in a full-scale surface treatment wetland: removal
efficiencies and distribution in plants and sediments. Sci. Total Environ. 615,
1099–1109 (2018).

45. FAO. World Reference Base For Soil Resources 2014. International Soil Classification
System For Naming Soils And Creating Legends For Soil Maps. World Soil Resources
Report No. 106 (2014).

46. Villette, C. et al. In situ localization of micropollutants and associated stress
response in Populus nigra leaves. Environ. Int. 126, 523–532 (2019).

47. Schymanski, E. L. et al. Identifying small molecules via high resolution mass
spectrometry: communicating confidence. Environ. Sci. Technol. 48, 2097–2098
(2014).

48. Boleda, M. R., Galceran, M. T. & Ventura, F. Validation and uncertainty estimation
of a multiresidue method for pharmaceuticals in surface and treated waters by
liquid chromatography-tandem mass spectrometry. J. Chromatogr. A 1286,
146–158 (2013).

49. Barupal, D. K. & Fiehn, O. Chemical similarity enrichment analysis (ChemRICH) as
alternative to biochemical pathway mapping for metabolomic datasets. Sci. Rep.
7, 1–11 (2017).

ACKNOWLEDGEMENTS
We acknowledge Martine Trautmann for the physico-chemical analysis of the soil
samples. We also acknowledge all the collaborators who were involved in the project,
from the Eurométropole de Strasbourg (Michaël Malfroy-camine, Yan Dabrowski,
Maxime Pomies, Mikaël Magnin), Agence de l’Eau Rhin-Meuse (Roger Flutsch, Nicolas
Venandet), ENGEES, APRONA and IBMP. We acknowledge Martin Fischer for his technical
support on the project. This project was funded by a grant from the Agence de l’Eau
Rhin-Meuse (AERM) and the Eurométropole de Strasbourg (grant number 165414).

AUTHOR CONTRIBUTIONS
L.M. sampled the soil, prepared the samples, analysed the data, prepared the figures
and discussed the manuscript. C.V. designed the experiment, injected the samples for
LC-HRMS, analysed the data, prepared the figures and wrote the manuscript. J.Z.
injected the samples for GC-MS/MS and discussed the results. C.L. and M.P.O.
performed the metals and chlorides analysis. A.W. discussed the results and
manuscript. D.H designed the experiment, discussed the results and the manuscript.

COMPETING INTERESTS
The authors declare no competing interests.

ADDITIONAL INFORMATION
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41545-021-00136-z.

Correspondence and requests for materials should be addressed to Claire Villette

Reprints and permission information is available at http://www.nature.com/
reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims
in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,

adaptation, distribution and reproduction in anymedium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly
from the copyright holder. To view a copy of this license, visit http://creativecommons.
org/licenses/by/4.0/.

© The Author(s) 2021

L. Maurer et al.

9

Published in partnership with King Fahd University of Petroleum & Minerals npj Clean Water (2021)    44 

https://www.legifrance.gouv.fr/loda/id/JORFTEXT000000570287/
https://www.legifrance.gouv.fr/loda/id/JORFTEXT000000570287/
https://doi.org/10.4060/cb1928en
https://doi.org/10.1038/s41545-021-00136-z
http://www.nature.com/reprints
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Towards a model for road runoff infiltration management
	Introduction
	Results
	Micropollutant distribution trend in a road runoff facility
	Chemical enrichment analysis
	Correlation of soil properties and micropollutant abundance

	Discussion
	Methods
	Study site and sampling
	Chemicals
	Soil physico-chemical property measurements
	Metal and chloride analysis
	Micropollutant extraction
	LC-quadrupole-time-of flight-HRMS analysis
	GC-MS/MS analysis
	MS data analysis
	Statistical analysis

	DATA AVAILABILITY
	References
	Acknowledgements
	Author contributions
	Competing interests
	ADDITIONAL INFORMATION




