Project acronym and title:

SECURe – Subsurface Evaluation of Carbon capture
and storage and Unconventional risks

REPORT ON THE EFFECTIVENESS OF GAS AND
MICROBIAL SENSORS AND HOW THEY WILL LINK
IN WITH CURRENT BASELINE MONITORING
STRATEGIES IN WP3
Authors and affiliation:

Jurgen P.T. Foeken, Cjestmir de Boer
TNO, The Netherlands
Tanya Goldberg
GFZ, Germany
Tina B. Bech
GEUS, Denmark
Megan J. Barnett, Simon P. Gregory
BGS, UK
Wolfram Kloppmann
BRGM, France

Email of lead author:

jurgen.foeken@tno.nl
Deliverable 4.6
Revision:1
Disclaimer
This report is part of a project that has received funding by the European Union’s Horizon 2020
research and innovation programme under grant agreement number 764531.
The content of this report reflects only the authors’ view. The Innovation and Networks Executive
Agency (INEA) is not responsible for any use that may be made of the information it contains.

Project funded by the European Commission within the Horizon 2020 Programme
Dissemination Level
PU
CO
CL

Public
Confidential, only for members of the consortium (incl. the Commission Services)
Classified, as referred to in Commission decision 2001/844/EC

Deliverable number:

D4.6

Deliverable name:

Report on the effectiveness of gas and microbial sensors and
how they will link in with current baseline monitoring strategies
in WP3

Work package:

WP4. Advanced monitoring and sensor technologies

Lead WP/deliverable beneficiary:

Matteo Icardi
Status of deliverable

Submitted (Author(s))

By
Jurgen Foeken

Date
18.03.21

Verified (WP leader)

Matteo Icardi

31.03.21

Approved (EB member)

Jonathan Pearce

31.03.21

Approved (Coordinator)

E HOUGH

31.03.21

Author(s)

i

Name
Jurgen Foeken

Organisation
TNO

E-mail
jurgen.foeken@tno.nl

Cjestmir de Boer

TNO

cjestmir.deboer@tno.nl

Tanya Goldberg

GFZ

goldberg@gfz-potsdam.de

Tina Bech

GEUS

tib@geus.dk

Megan Barnett

BGS

megan@bgs.ac.uk

Simon Gregory

BGS

simongr@bgs.ac.uk

Wolfram Kloppmann

BRGM

w.kloppmann@brgm.fr

Copyright © SECURe 2021

Public introduction
Subsurface Evaluation of CCS and Unconventional Risks (SECURe) is gathering unbiased,
impartial scientific evidence for risk mitigation and monitoring for environmental protection to
underpin subsurface geoenergy development. The main outputs of SECURe comprise
recommendations for best practice for unconventional hydrocarbon production and geological CO2
storage. The project is funded from June 2018–May 2021.
The project is developing monitoring and mitigation strategies for the full geoenergy project
lifecycle; by assessing plausible hazards and monitoring associated environmental risks. This is
achieved through a program of experimental research and advanced technology development that
includes demonstration at commercial and research facilities to formulate best practice. We will
meet stakeholder needs; from the design of monitoring and mitigation strategies relevant to
operators and regulators, to developing communication strategies to provide a greater level of
understanding of the potential impacts.
The SECURe partnership comprises major research and commercial organisations from countries
that host shale gas and CCS industries at different stages of operation (from permitted to closed).
We are forming a durable international partnership with non-European groups; providing
international access to study sites, creating links between projects and increasing our collective
capability through exchange of scientific staff.
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Executive report summary
This report summarizes the research conducted within subtasks 4.3.1 and 4.3.2, a joint
collaboration between TNO (The Netherlands, GFZ (Germany), GEUS (Denmark), BGS (UK) and
BRGM (France). The effectiveness of novel isotope based methodologies and microbial analyses
to monitor gas seepages were studied. Methods aimed at in-situ detection of gas seepages used
clumped isotopes to study the origin of methane and/or CO2 gas by determining its (subsurface)
gas formation temperature. The response of microbial communities to in-situ gas leaks was
characterised to identify if microbial groups can be used for monitoring purposes. Specifically, the
bacterial community is described by long read of the 16S rRNA gene and the relative abundance
of two functional genes (pmoA and mcrA). To test if long-term, time averaged records of CO2 gas
seepages can be reconstructed, Carbon-14 dating was conducted on local vegetation (leaves and
tree rings).
Key summary of main results and conclusions:










Methane clumped isotopes and calculated gas formation temperatures provide indications
of the origin of deep, thermogenic gas vs. shallow biogenic gas;
Methane clumped isotope gas samples that are in thermodynamic equilibrium provide gas
formation temperatures that are in line with source rock burial temperatures predicted from
basin models;
Integrating methane clumped isotope temperatures with basin modelling and burial curves
may be used to determine the source of the gas seeping to the surface;
For routine gas seepage monitoring purposes, bulk isotope analyses on gasses provide
faster and (currently) cheaper alternatives compared to methane clumped isotopes;
Carbon-14 dating on tree ring and leaves from vegetation in the vicinity of gas seepages
may provide some indications of long-term CO2 seeps;
Field laboratories studies mean DNA sequence data could be available within a few hours
of sample collection, which is important to investigate spurious readings;
No clear separation in microbial communities exposed to biogenic and thermogenic gas
were observed, although in current studies thermogenic gas samples had much wider
diversity;
Methane oxidising indicator microorganisms could be detected by DNA analysis, however
those of thermogenic origin were detected in very low numbers;
Amplification of targeted DNA in the microbial communities (qPCR) suggest high relative
abundance of the mcrA and pmoA genes are linked to biogenic methane and low
abundance to thermogenic methane, which may allow discrimination of the methane
origin.

The novel monitoring tools can be used to detect and monitor gas leakages at different spatial and
temporal ranges. Outstanding research challenges need to be addressed before the techniques
can be used for routine monitoring. Methane clumped isotope analyses is currently analytically
challenging making it less suited for routine gas leakage monitoring. Based on the research
presented here, a workflow for in-situ monitoring would involve repeated gas sampling campaigns
for bulk isotope analyses (13C and D) with occasional sampling for clumped isotope analyses
when additional insights in the origin of the gas are required.
From the work conducted in Sleen and France, it was concluded that microbial communities have
the potential to be used as a monitoring tool. For specific gene types (pmoA and mcrA) it was
demonstrated that the relative abundance of these genes is correlated to the gas isotopic
composition with a higher relative abundance of both genes in biogenic gas (compared to a
thermogenic origin). The work presented in this report suggests that combining microbial
techniques with established geochemical (isotope) methods allows for assessment of the source
of leaking gas.
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1 Introduction
Detection of present and past subsurface gas seepage and leakage (either natural origin or anthropogenic) is
key in order to apply mitigation measures to reduce emissions of methane (CH4) and/or carbon dioxide (CO2).
In the present SECURe research, a combination of novel isotope based methodologies and microbial analyses
was used to decipher the origin and long-term baseline monitoring of gas seepages. First, short-term methods
for in-situ determination of the origin of methane and/or CO2 gas focused on deciphering its (subsurface)
formation temperature by utilising clumped isotopes. Second, a methodology to test if and how local vegetation
absorbs carbon from a CO2 leak source was studied and compared to long-term time-averaged reference
baseline by utilising Carbon-14 dating. Third, the response of microbial communities to gas leaks was
characterised to identify if specific microbial groups can be used for monitoring purposes. This latter research
builds on work presented in SECURe deliverable D4.3 (2021).
Because methane and CO2 are important greenhouse gases, their formation and migration through the
subsurface is important to help determine their contribution to the global methane/CO2 flux (e.g., Etiope, 2009).
Established techniques use the isotopic composition of these gasses, in particular the 13C (13C/12C) and D
(D/H) ratios, as tracers for determining their origin and migration pathways. Previous studies have determined
distinct isotopic ratios that are indicative for the gas formation and migration processes involved. For example,
methane gas that is formed from cracking during deep-seated hydrocarbon expulsion (so called thermogenic
gas) has a distinct different 13C and D composition compared to methane gas that formed in response to
microbial processes in the shallow subsurface (so called biogenic gas) (e.g., Hoefs, 2009; Schoell, 1980).
Microbial methanogenesis produces distinctly different isotope fractionations with methane produced by CO2
reduction resulting in lower 13C values whereas methane produced from methylated compounds or acetate
fermentation results in lower D values (e.g., Douglas et al., 2017 and references therein). However, postgeneration processes may also affect the isotopic composition in methane making the distinction between
thermogenic and biogenic sources at times challenging (e.g., Whiticar, 1999).
Hence the availability of additional isotopic tracers would benefit in deciphering gas origins. Clumped isotopes
have been suggested as a versatile tool for determining the gas formation temperature. “Clumped isotopes”
refer to the bonding of two rare (heavier) isotopes in a molecule (e.g., Eiler, 2007). For CO2, the clumping
involves the bonding between the two heavy isotopes 13C and 18O in CO2 (e.g., Eiler, 2007). More recently
clumping in methane has also been researched and it was shown that for different geological settings,
formation temperatures for thermogenic, microbial and abiotic methane could be reconstructed provided that
the isotopic system formed in equilibrium (e.g., Douglas et al., 2017; Stolper et al., 2015; Stolper et al., 2014b;
Young et al., 2017).
Establishing long-term, time averaged baseline reference is useful for determining past gas seepages prior to
routine gas monitoring. The application of tree-ring analysis has been postulated to serve as a monitoring tool
for (past) CO2 emissions (e.g., Cook et al., 2001; Donders et al., 2013). Through the measurement of the
radioactive isotope composition in dendro-dated tree rings or tree leaves, a site-specific atmospheric CO2
record can be reconstructed. This local record may then be used to detect offsets in CO2 fluxes between the
(long-term) atmospheric carbon composition versus the CO2 record incorporated into the tree rings or leaves
(e.g., Donders et al., 2013). Carbon-14 (14C) dating is a versatile tool for detecting this as 14C is radioactive
with a half live of about 5.7ka. Hence CO2 emitted from (deep) subsurface sources (e.g. through hydrocarbon
seeps) do not contain 14C, meaning that emission of this ‘dead’ carbon in the form of CO2 locally alters the
radioactive carbon isotopic composition of the atmosphere (Donders et al., 2013). Trees take up this 14Cdepleted CO2 and incorporate it into their wood and leaves. Consequently, deviations of the14C concentration
relative to the mean atmospheric composition could be used as a proxy in reconstructing the spatial extent of
seepage sites as well as temporal variability (Donders et al., 2013).
The use of microbial monitoring for the detection of gas seeps is further explored in this report and builds on
research conducted in SECURe deliverable D4.3 (2021). Oil and gas microbial prospecting techniques rely on
detecting changes to soil microbial communities caused by gas seeping through microfractures (Wagner et
al., 2002). Atmospheric compositions above active gas fields have been observed to have an increased
methane component with a disproportionate amount of alkanes such as propane and butane compared to
biogenic sources of methane, strongly suggesting origin is the gas field (Karion et al., 2013). This results in
detectable changes to the microbial communities in the soil, particularly methane, ethane, propane and butane
oxidisers, or the relationships between them. These have all been used as indicators of gases leaking from
1
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hydrocarbon deposits (Rasheed et al., 2013). This work builds on the same principal of the development of
different microbial communities in the presence of biogenic and thermogenic gas sources but applied here to
groundwater samples rather than soil samples for the purpose of monitoring rather than as a prospecting tool.
In SECURe report D4.3 (2021), total bacterial community analysis based on short reads of the 16S rRNA gene
was tested as a proxy for detection of gas seepages from collected groundwater samples. In the present report,
the bacterial community is further described by long read of 16S rRNA gene and the relative abundance of the
two functional genes (particulate methane monooxygenase (pmoA) and methyl co-enzyme M reductase
(mcrA)) as described below.
Of the microorganisms known to respond to gas leaks, methanotrophs (organisms able to oxidise methane)
are a subset of the methylotrophs that can oxidise single carbon molecules, such as methane and methanol
(unless otherwise stated, the term methanotrophs is used to describe organisms capable of oxidising methane,
while methylotrophs describe the broader group of organisms capable of oxidising single carbon molecules,
including methane).
In SECURe report D4.3 (2021), total bacterial community analysis based on short reads of the 16S rRNA gene
was tested as a proxy for detection of gas seepages from collected groundwater samples. In the present report,
the bacterial community is further described by long read of 16S rRNA gene and the relative abundance of the
two functional genes (pmoA and mcrA).
Of the microorganisms known to respond to gas leaks, methanotrophs (organisms able to oxidise methane)
are a subset of the methylotrophs that can oxidise single carbon molecules, such as methane and methanol
(unless otherwise stated, the term methanotrophs is used to describe organisms capable of oxidising methane,
while methylotrophs describe the broader group of organisms capable of oxidising single carbon molecules,
including methane). In aerobic methanotrophs, methane is oxidized via methanol, formaldehyde, and formate
to carbon dioxide. The key enzyme, methane monooxygenase, initiates this process. Nearly all aerobic
methanotrophs possess a particulate methane monooxygenase, while the distribution of sMMO is more limited.
Therefore, pmoA genes encoding for the alpha-subunit of the particulate methane monooxygenase are
considered as a marker for the detection of aerobic methanotrophs (Knittel and Boetius, 2009).
The mcrA gene, specifically the alpha subunit methyl co-enzyme M reductase (Luton et al., 2002) has evolved
as the essential marker gene for studying the diversity methanogenic archaea, but is also carried out by related
anaerobic methane oxidizing archaea (ANME). The presence of this gene indicates methanogenic archaea or
ANME, and sequencing of this gene would allow for the separation of the two processes. Specific archaea
carry out biological methane production from types of carbon source; CO2, acetate and methylated
compounds. Similarly, sequencing can shed light onto which carbon source is used. Commonly, the final
enzymatic reaction of all three pathways leading to methane production is always carried out by methyl coenzyme M reductase which means methanogens utilizing all three pathways can be detected in a single assay.

2
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2 Field sites
In order to test a range of novel analytical monitoring techniques, gas, water, soil, tree stem sections and
leaves have been collected from three field sites: natural gas seepages (Fontaine Ardente and Rochasson,
the French Alps), a gas reservoir (Borzęcin, Poland) and a man-induced methane leakage site (Sleen, The
Netherlands). A variety of techniques were tested to assess their readiness for leakage monitoring purposes.
In the French Alps, methane and CO2 gas samples were collected to reconstruct the origin and formation
temperature of the gas. Reconstructing long-term CO2 seepage at this site was tested using Carbon-14 (14C)
dating on tree rings and plant leaves. Microbial community responses to gas leaks were tested to identify
whether specific microbial groups can be used for monitoring of gas seepages in groundwater. Similar methods
were tested at Sleen, with the exception of 14C dating. Detailed subsurface data is available from hydrocarbon
exploration at the Sleen site, which allows detailed cross calibration between the novel (isotope) techniques
versus established methods for determining the origin of natural gas. At the Polish Borzęcin site, natural gas
was sampled at an independent site to test the application of isotope technologies for reconstructing the gas
formation origin.
2.1

FONTAINE ARDENTE AND ROCHASSON (FRENCH ALPS)

The Fontaine Ardente (FA) and Rochasson (ROC) natural gas seepage sites are located southwest (FA) and
east (ROC) of Grenoble (Figure 1 and Figure 2). At FA, the gas is thought to originate from Callovian (Middle
Jurassic) mudstones and argillaceous limestones. The site is located along a small seepage close to the river
bed of a small creek the Vernant (Figure 1). Gas seepage is thought to migrate upward along small faults but
the geometry of these faults remains unclear (e.g., Gal et al., 2017). Recent isotope studies have shown that
the source of the gas has a thermogenic signature (SECURe Report D3.4, 2021). The gas seepage site at
ROC is located along the flank of a thalweg and is linked to a small landslide in clayey horizons. Unlike FA,
the seep at ROC does not burn spontaneously and the rate of CH4 seepage is considerably lower (Gal et al.,
2017). Further geological descriptions of the FA and ROC are provided in SECURe deliverable D3.4 (2021).
2.2

SLEEN (THE NETHERLANDS)

During drilling of an exploration gas well into Triassic sandstones in the 1960s, unexpected well control issues
were experienced and downhole gas pressure build up resulted in an underground blowout of the well. Within
hours of the uncontrolled blowout, an approximately 350m wide crater had formed from which natural gas
erupted for nearly 3 months until a newly drilled relief well allowed for chocking the gas leakage (e.g., Schout
et al., 2018).
The Sleen gas field consists of a series of Triassic sand and claystone layers (the Main Bundsandstein
Subgroup) located at ~1900m depth. Gas is capped in these layers by a more than 100-m-thick deposit of
evaporites of the Röt Formation. Potential source rocks for the gas include Carboniferous (Westphalian) coal
and black shale intervals from the Limburg Group and Carboniferous Limestone Group (at present day buried
to 3600-5400m depth, NITG-TNO, 2000).
Following the blowout, the local drinking water company installed several groundwater wells for monitoring
possible adverse effects on groundwater quality at and around the blowout site (Figure 3). At the location of
the blowout, the water table varies seasonally between 1 and 2 m below ground surface. The direction of
groundwater flow is toward the south and east. The shallow subsurface geology (down to ~150m depth), is
dominated by a thick succession of Quaternary sands and gravels (Figure 4). From top to bottom, the
succession consists of glacial, fine- to medium-grained sand (Peelo Formation), fluvial coarse sand and gravel
deposits (Appelscha Formation) and marine fine sand and clay (Oosterhout Formation).
The groundwater wells at Sleen are composed of well screens at different depth in the same wellbore (Figure
4A). Each well is backfilled with impermeable clays both below and on top of the screened interval to ensure
hydraulic isolation (Schout et al., 2018).

3
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Figure 1: A. Location of the natural gas seepage sites in the French Alps (Fontaine Ardente and
Rochasson) and the field laboratory for DNA sample preparation (blue star). B. Fontaine Ardente (FA)
location. Red square=sample FA49 (main vent), orange diamond =sample FA65 (side vent) and purple
triangle=sample FA29 (soil sample). C. Soil flux measurements (blue dots) with location of the
collected gas samples (see SECURe Report D3.4, 2021 for results). D. Photo of the field laboratory for
DNA sample preparation.

4
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Owing to the blowout, the (shallow) subsurface stratigraphy is likely severely perturbed. A recent groundwater
monitoring study showed that significant amounts of methane are still leaking through the subsurface into the
groundwater system (Schout et al., 2018). Isotopic analyses of the groundwater and dissolved methane gasses
showed that in the vicinity of the blowout site, elevated methane concentrations were found that had a
thermogenic (deep gas reservoir) origin. Further away from the blow out site, lower concentrations were found
that had either a biogenic (methanogenesis) or a thermogenic signature.
2.3

BORZĘCIN (POLAND)

The Borzęcin natural gas reservoir has been producing gas since the 1970s. From initial production, the field
produces sour natural gas containing hydrogen sulphide (H2S) and carbon dioxide (CO2). In the 1990s, after
depletion of the gas reservoir, the Borzęcin site was used for acid gas injection and storage. Injected through
one well (B28), the acid gas is injected in the saline water aquifer underlying the depleting gas reservoir (Figure
5) (e.g., Stopa et al., 2017; Stopa et al., 2006).
For the SECURe Project, the Borzęcin Field has been mainly studied for feasibility and safety of CO2 reinjection. The natural gas reservoir is located in the Zielona Góra Basin, in the Polish part of the European
Permian Basin. The reservoir is within the Rotliegend sandstones and Zechstein carbonates and is capped by
the Zechstein evaporites (Karnkowski, 2007). Gas generation is proposed to be from the Carboniferous organic
deposits with later migration into the Permian. At the Jurassic/Cretaceous boundary the south-western basin
part was uplifted and intensively eroded (Karnkowski, 2007). The current reservoir temperature is 48.6 °C and
reservoir depth is about ~1300m b.g.l. (Lubaś et al., 2020).

Figure 2: A. Rochasson (ROC) sampling site. Orange square=sample ROC 1 (main vent), purple
triangle=sample ROC14 (soil sample). See Figure 1A for location of the Rochasson site. B. Sampling
equipment at the main vent (ROC1). C. Soil flux measurements (blue dots) with location of the collected
gas samples (see SECURe Report D3.4, 2021 for results). Note that map is rotated 90° to align with
photo in A.

5
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Figure 3: A. Location of the Sleen blow out site with groundwater monitoring wells. B. Close up of the
well locations near the blow out site (turquoise box in A). C. Photo of the groundwater wells heads.

Figure 4: A. Schematic cross section of the shallow subsurface stratigraphy with the main
formations and their dominant lithology (adopted from Schout et al., 2018). For each groundwater
monitoring well, the approximate depth of the individual monitoring screen is provided. Red boxes
depict the screes sampled for methane clumped isotope analyses; blue boxes for microbial analyses.
B. Photo showing monitoring wellbore 32 with the 5 well tubes for each screen (with screen 5 being
water sampled).

6
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Figure 5: Map of the Borzęcin natural gas reservoir (modified from Stopa et al., 2017; Stopa et al.,
2006). Red circles indicated the two wells (B21 & B22) sampled for methane gas.

7
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3 Gas based sensors
3.1

CLUMPED ISOTOPE METHODOLOGY

Determining the origin of methane and/or CO2 gas is routinely conducted by analysing their isotopic
composition, in particular via the 13C (13C/12C) and D (D/H) ratios (e.g., Schoell, 1980). There is however,
some ambiguity as these ratios can overlap and do not provide a clear distinction between methane gas that
has a thermogenic source (e.g., from hydrocarbon source rocks) or a biogenic origin (e.g., Young et al., 2017
and references therein).
A novel isotope tracer technique was tested for determining the source and origin of methane (and carbon
dioxide) seeping to the surface. The method, generally referred to as Clumped Isotopes (CI), allows for the
reconstruction of the temperature at which rocks, minerals or gasses are formed or precipitated. Initially
developed to determine accurate (within 2-3°C) calcite/carbonate precipitation temperatures (e.g., Eiler, 2007;
Eiler et al., 2014), recently clumped isotopes have been used to determine methane gas formation temperature
(e.g., Stolper et al., 2014a; Stolper et al., 2018; Young et al., 2017).
The CI methodology is based on the bonding (or clumping) of the heavy isotopic bonds in a crystal lattice or
gas. In carbonate minerals (CaCO3), the C and O ions are primarily composed of 12C and 16O as they make
up about 98% of the C and O isotopic composition (Ca12C16O3, e.g., Eiler, 2007). A small portion, however, is
composed of heavier isotopes (“isotopologues”), whereby a single (e.g., Ca13C16O3) or multiple isotopes (e.g.,
Ca13C18O16O2) are substituted in the crystal lattice. For carbonate clumped isotopes, the degree of clumping
of the 13C and 18O isotope bonds (expressed as Δ47, the atomic mass of the CO2 molecule in the carbonate
mineral consisting of the heavy isotopes 13C+18O+16O = 47) versus a random (stochastic) distribution of
isotopes is a direct proxy for the paleo-temperature at which the carbonate mineral formed.
In methane, a similar clumping of heavier isotopes is possible (e.g., Stolper et al., 2014a; Stolper et al., 2018;
Young et al., 2017). About 98% of methane is composed of 12CH4 (with H being the 1H isotope of hydrogen).
However, occasionally single or multiple substitutions occur whereby heavier isotopologues are formed (e.g.,
13CH or 13CH D, whereby D (deuterium) is the 2H isotope of hydrogen). Also in methane, the clumping of
4
3
these heavier isotope bonds is a direct proxy for the temperature at which the methane gas formed (e.g.,
Stolper et al., 2018). Annotation is analogue to carbonate clumped isotopes, and expressed as 18 for the
degree of clumping of the heavy isotopologues versus a random (stochastic) gas distribution. For methane
there are two isotopologues that comprise the 18: 13CH3D and 12CH2D2, denoted as 13CD and DD
respectively. When in isotopic equilibrium the isotopologues provide the formation temperature of methane
and thus pinpoint the formation process of the methane (Figure 6).

Figure 6: A. Theoretical calculation of equilibrium temperature dependence of 18 for methane
generated from various reaction mechanisms (Stolper et al., 2014a). B: The relationship between 18
values and formation temperature for methane formed in internal isotopic equilibrium (Douglas et al.,
2017).
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3.2

CARBON-14 METHODOLOGY

The application of tree-ring dating in combination with isotope analyses has been postulated to serve as a
monitoring tool for (past) CO2 emissions (e.g., Cook et al., 2001; Donders et al., 2013). In living trees, tree
rings form annually and integrate CO2 concentrations over the course of the growing season resulting in a
temporal averaged CO2 signature (e.g., Cook et al., 2001). The trees take up CO2 from air but in the presence
of other CO2 sources (e.g., from magmatic gas emissions or hydrocarbon leakages) trees and plants may
incorporate part of this local CO2.
Part of the carbon in the CO2 taken up by the trees will be in the form of the Carbon-14 isotope. Present-day
atmospheric CO2 contains relatively high 14C concentrations, which predominantly result from atmospheric
nuclear bomb testing (e.g. Levin et al., 1994). In contrast, CO2 emitted from magmatic or hydrocarbon sources
will not contain Carbon-14 (14C) as 14C is radioactive (with a half-life of about 5.7kyr) and will have decayed.
This 14C depleted CO2 is often referred to as “dead carbon”. Trees can take up this dead carbon and
incorporate it into the wood. Consequently, deviations of the 14C concentration relative to the mean
atmospheric composition (14C) can be used to detect seepage extent, temporal variability, and time of onset
(Donders et al., 2013).
Challenges in this method lie in determining the distances from the CO2 point source to the trees that
incorporate the dead carbon, determining prevailing (historic) wind directions and statistical number of
analysed samples.

3.3

SAMPLE COLLECTION
French Alps and Borzęcin field sites

3.3.1.1 GAS SAMPLING
Two duplicate natural gas samples were collected from the Borzęcin gas reservoir from wells B21 and B22
(Figure 5, Table 1). The sampling was conducted by INIG in May 2019. The samples were taken from gas
metering lines at the surface installation and directly transferred to the 1L gas-tight glass vessels at pressures
of 2.26 MPa for well B-21 and 2.50 MPa for well B-22. The sample vessels were initially flushed with 3 volumes
of reservoir gas. The gas was sourced from reservoir depth of 1435m for well B-21 and 1419m (b.g.l.) for well
B-22. Subsequently the samples were shipped to the Netherlands for isotope analyses.
Terrestrial gas sampling at Fontaine Ardente and Rochasson was performed by inserting a soil probe or
burying an inverted funnel over an active gas vent (Figure 1, Figure 2 and Table 1). The gas was pumped
slowly from the gas vent into 1L gas-tight glass vessels through a drying agent filled with Mg(ClO4)2. The vessel
was flushed with 3 volumes of gas before it was collected. Samples FA65 and ROC1 were sampled directly at
the main gas vents, whereas FA29 (an ROC14) were sampled in the vicinity of the main gas vents from soil
gas. Sample FA03 and RO-01 and RO-02 were collected in Isotubes that were flushed 3 times prior to sample
collection. In order to reduce water content, the gas was flowed through a 5mm diameter coiled copper tube
that was held in an ice bath (with added salt) at ~-15°C. Samples FA03 and RO-01 were collected by placing
a funnel directly over the vents and connecting this to the Isotube; sample RO-03 was collected via an ~1.5m
long copper tube directly inserted into the soil.
3.3.1.2 TREE RING SAMPLING
BRGM tested 14C activities and stable carbon isotope ratios of tree rings and herbal vegetation in the proximity
of the FA field site. Wood samples were taken from two alder trees, at different distances and directions from
the main gas vent. Grass leaves and roots (Carex sp.) were analysed for two spots with different soil methane
concentrations and fluxes within the zone of diffuse gas emanation around the main vent (Gal et al., 2019).
Grass and wood samples show contrasting isotope compositions depending on their species, age, and position
with respect to the gas seep, some with 14C activities significantly lower than present day values.
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Sleen field site
3.3.2.1 DEVELOPMENT OF GROUNDWATER SAMPLING SYSTEM
Several methods exist for sampling groundwater and dissolved gasses (e.g., glass containers, sample bags
such as Isoflasks). Provided that a cannister or Isoflask is not filled to spill, the gas will dissolve from the
groundwater and reside in the headspace from which it can be sampled for (isotope) analyses. Samples
collected in this way can be stored for up to several months (in a fridge) without the risk of sample degradation.
To prevent bacterial degradation of the water sample, water must be filtered prior to collection or have a preinserted bactericide capsule such as in Isoflasks.
A challenge in the above-mentioned sampling methods is that the volume of the groundwater sample is limited.
Especially for the methane clumped isotope analyses, high methane concentrations (preferable > 40%
methane gas) are required. Therefore, when sampling groundwater with low methane concentrations,
significant volumes of water are needed in order to degas sufficient methane for sample analyses.
A new sampling system was constructed to allow for the collection of tens of litres of groundwater. Whereas
large volume sampling containers are readily available, they need to be thoroughly leak tight against gas
escape, hence single walled water containers with screw tops are not suitable. Instead, a sampling set up was
developed using plastic containers (Figure 7). The containers (KeyKeg, Den Helder, The Netherlands) are
composed of double layered plastic with a (re-)fillable aluminium lined airtight vacuum bag that is able to hold
10, 20 or 30L. The main advantage of this setup is that the double walled container with the airtight bag is
compartmentalised, hence the container space between the plastic outside vessel and the sampling bag can
be pressurised. This allows for the gas to be dissolved in the groundwater under aquifer pressure conditions
when sampling the water (Figure 7).
The sample cannister has two valves (Figure 7C). Valve 1 is used to pressurise the container (max 4 bar).
During sampling, valve 1 is used to slowly vent the pressured cannister and the pressure gauge is used to
maintain a required minimum pressure to keep the gas dissolved in the groundwater (2.5 – 3 bar during sample
collection). The sample inlet is connected to the groundwater sampling pumps. A second valve is connected
in order to flush the contraption prior to groundwater sampling.
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Table 1: Gas compositions of the sampled gas from the natural gas seepage sites in the French Alps
(Fontaine Ardente (FA) and Rochasson (ROC)). bd= below detection, nd=not determined; na=not
available.
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Figure 7: A. Photo of the double walled sampling container with the sampling bag. B. Detailed photo
of the sampling valves. C. Schematic drawing of the sampling setup. Compressed air inlet is used to
pressurise the container with valve 1 and pressure gauge for depressurisation. Sample inlet is
connected to the pumps collecting the groundwater and has a second valve that allows to flush
sampling valves prior to sample collection.

3.3.2.2 SLEEN GROUND WATER SAMPLING
Wells were sampled by a combination of peristaltic and Grundfuss pumps. Each well was purged for at least
three well volumes prior to sampling to ensure that all the groundwater in the wells were flushed.
Large volume groundwater sampling from three Sleen wells used the setup discussed in Section 3.3.2.1.
Owing the smaller molecular structure of methane compared to CO2, methane is likely to be more prone to
leakage from the groundwater sampling bag. Hence, initial testing of the developed setup was conducted by
degassing methane from the groundwater in standard and accepted sampling bags (Isoflasks). The isotopic
composition of the gas in the headspace was analysed and compared to degassed groundwater in the large
volume cannisters (see Section 3.5.2).
Two sampling campaigns to the Sleen site were conducted. In November 2019, groundwater/gas samples
were collected from five wells (Table 3). Based on historic gas composition data, two wells were considered
to have the highest methane concentrations with a thermogenic origin (32 and 69, Schout et al., 2018) whereas
one well (06) was expected to have the highest biogenic methane concentrations. Two additional wells (25
and 31) were sampled to assess regional temporal changes in methane concentrations related to the former
blowout site. In each of the wells, groundwater plus dissolved gasses were collected from multiple depth
screens (Table 3) in Isoflasks. Gas composition and isotopic data were determined on all collected samples
(Table 3). The wells (and depth screens) 32-05, 69-04 and 06-02 were sampled for methane clumped isotope
analyses. To prevent bacteriological degradation of the collected groundwater samples, all the water was
passed through a 0.45m mesh size filter prior to collection. All water samples were brought to room
temperature (~20°C) prior to methane degassing.
In order to test the suitability of the large water sampling set up, well 69-04 was used to test various sampling
and degassing techniques. One sample was collected using a conventional Isoflask (~300ml) and considered
the benchmark (sample 69-04_isoflask, Table 3). Two large volume (30L) water samples were collected in the
KeyKegs for testing methane degassing techniques. One large volume water sample was passed through a
membrane contactor (Reichel, 2013) to extract the gas from the groundwater. In this set up full separation
between the gas and liquid phase is achieved. The extracted gas is then collected in a high vacuum all metal
cannister and the isotopic composition was determined (sample 69-04_contactor, Table 3). A second large
volume water sample was degassed by simply depressurising the KeyKeg to atmospheric conditions and
slowly allowing methane to dissolve for few hours. The headspace gas in the KeyKeg bag was then transferred
to an all-metal vacuum cannister and its isotopic composition was determined (sample 69-04_keykeg, Table
3). Isotopic compositions determined for all three different techniques are identical suggesting that at least for
the conventional isotope analyses, the different degassing techniques work well (Table 2). The membrane
technique, however, may result is isotopic fractionation for the rare, heavy isotopes 13C and 2H which are
12

Copyright © SECURe 2021

measured in the clumped isotope method (Popa (2020), pers.comm). It was therefore decided that degassing
through depressurising the KeyKeg was the preferred method for degassing the methane gas.
The final workflow developed for degassing the samples involved overnight equilibration of the samples from
~6°C to room temperature (23°C), followed by removal of the overpressure in the outer container. Pressure
release results in near instant dissolution of methane from the groundwater. The containers were allowed to
degas for few hours to ensure near complete dissolution. The headspace gas was then transferred into 6L
high vacuum all metal cannisters and transferred for gas analyses.
Following degassing of the November 2019 samples and transfer to the all-metal high vacuum cannisters,
helium was added to increase the pressure and allow for flow from the cannister to the methane clumped
isotope gas purification line. This proved to have an adverse effect on the methane purification as the helium
hampered flow of the methane gas through the extraction line resulting in incomplete methane separation.
A second sampling campaign was set up in October 2020 during which three new large water samples were
collected for wells 06-02, 32-5 and 69-4. 30L vessels were filled from wells 32-5 and 69-4, whereas 120L was
collected for well 06-2. Small water volumes (~300ml) were collected for isotopic composition analyses for
comparison to the methane clumped isotope data and smaller groundwater samples were collected for
standard chemical analysis.

3.4

DATA ACQUISITION
Gas analyses

For the Borzęcin site conventional isotopic composition of stable carbon and hydrogen isotopes in CO2 and
CH4 (C1 - C3) was measured in the Oil and Gas Geochemistry Laboratory of INiG-PIB on a Delta V Advantage
Isotope Ratio Mass Spectrometer. Major gas composition of the FA and ROC samples was measured on a
gas chromatograph at GFZ. Carbon isotopes (13C) of CH4 and CO2 for FA and ROC were measured on a
MAT 253 GC-IRMS at GFZ.
Gas compositions of B21, B22, 69-4a, 32-5a and 06-02a were analysed at Isolab B.V. in Neerijnen, The
Netherlands. Natural gas composition is analysed on two GC’s. H2, O2+Ar, N2 and methane are analysed using
an Agilent 6890N/7890A/7890B GC with TCD detector. Hydrocarbons and CO2 are analysed on a separate
Agilent 6890N/7890A/7890B GC equipped with a TCD detector (for CO2) and a FID detector (for
hydrocarbons). From the results of all three detectors, one complete composition is calculated. Carbon
isotopes of methane are analysed with an Agilent 6890N GC interfaced to a Thermo Delta S IRMS. Methane
isotopes (D) are measured on an Agilent 7890A GC interfaced to a MAT 253 IRMS.
Methane clumped isotopes were analysed at the Institute of Marine and Atmospheric Research (IMAU) at
Utrecht University, the Netherlands (see section 3.4.2)
Methane clumped isotope analyses
3.4.2.1 GAS EXTRACTION AND PURIFICATION
Methane gas was purified using a high vacuum line connected to a double column gas chromatograph (GC).
Configuration of the gas extraction line is modified from Young et al. (2017). Pumped by a combination of
turbo-molecular and diaphragm pumps, pressures in the line are at ~1e-7 mbar.
Samples are injected from the sample holders into the gas extraction line through an ultra torr connection
directly from the canister or flasks. Sample gas is subsequently passed through the extraction line via various
traps for gas purification. Initial collection of the sample gas is achieved by trapping the gas on silica gel held
at liquid N2. Helium carrier gas is then used to flush the sample gas from the silica gel trap to the GC while
simultaneously warming the trap to ~60°C.The helium carrier gas plus sample is then passed over the first of
the two GC columns. Held at 50°C, this allows separation of H2, Ar, O2 and N2 from methane and other
hydrocarbons. Passage of the gas through the second column separates CH4 from C2H6, C3H8 and higher
order hydrocarbons. GC peaks are identified using a TCD detector. Retention times of base-line resolved
methane are around 37 minutes.
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Table 2: Gas composition and isotope data of samples collected at Sleen, The Netherlands. bd=
below detection, nd=not determined; na=not available
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After passage on the second column, the purified methane gas is trapped on a second, liquid-N2 cooled silica
gel trap. In the final step, Helium carrier gas is first evacuated from the trap held at liquid-N2 temperature and
then the sample is transferred to an evacuated sample tube filled with silica gel by heating the trap to 60°C.
This tube is subsequently connected to, and gas is introduced in the mass spectrometer by heating the silica
gel to 60°C.
3.4.2.2 CALIBRATION GAS PROCEDURES/DEVELOPMENT
To reproduce the temperature calibration scale, methane was heated with activated Pt on Al2O3 for
temperatures between 200 – 500°C and activated -Al2O3 for temperatures below 165 °C.
The quartz tubes with activated catalysts were evacuated to e-7 mbar and then filled with approx. 300 mbar of
methane. These filled tubes were heated for specific durations corresponding to the desired temperatures.
The heated gas was then extracted using our extraction line before introducing to the mass spectrometer. The
temperature dependence of the obtained anomaly (between heated gas and cylinder gas) was compared to
the calibration functions given in Eldridge et al. (2019).
3.4.2.3 MASS SPECTROMETRY
There are several analytical challenges when trying to determine the clumped isotopic composition of methane.
These include the mass resolution when determining the rare isotopologues in methane as well as correcting
for isobaric interference (e.g., Stolper et al., 2015; Stolper et al., 2014b; Young et al., 2017; Young et al., 2016).
When determining routine bulk carbon and hydrogen isotopes of methane, methane is converted to CO2 or H2
when determining 13C and D respectively. For clumped methane isotope measurements this approach is not
possible and high-resolution mass spectrometers able to separate species on atomic mass 16, 17 and 18 are
required (e.g., Stolper et al., 2014b; Young et al., 2017). Such resolving powers are for example required to
discriminate between isotopologues on mass 17 (e.g., 13CH4+ and 12CH3D+) or determining interfering isobars
(e.g., 17O+ or 16OH+ forming by separation from water, H2O). Similar interferences and mass resolution are
observed on mass 18 where the prime methane isotopologues 13CH3D+ (13CD) and 12CH2D2+ (DD) are
measured. Here, water (H216O+) is the most problematic as it is always present in a mass spectrometer in
much higher concentrations than 13CD and DD.
At IMAU, bulk and clumped isotopic compositions are determined using a Thermo Scientific IRMS-253 Ultra
(abbreviated to ‘Ultra’, Eiler et al., 2013). The Ultra has a mass resolution resolving power of 35,000 which is
sufficient to separate methane isotopologues from each other and from contaminating isobars like H2O+, OH+,
NH3+, etc. Main isotopologues measured on the Ultra are 12CH4+, 13CH4+, 12CH3D+, 13CH3D+, and 12CH2D2+.
Bulk isotopic compositions 13C and D are directly determined using the ratios 13CH4+/12CH4+ and
12CH D+/12CH + on mass 17; since these isotopologues can be distinguished on Ultra, the conversion to CO
3
4
2
or H2 is not necessary. The mass spectrum on mass 18 includes measurements of species H216O+, 13CH3D+,
and 13CH5+ (and rarer isotopologues) as well as possibly interfering species like H17O+, D16O+, 15NH3+ and
14NH +. In the setup at IMAU, the isotopologues of interest (13CH D+, and 12CH D +) are sufficiently separated
4
3
2 2
from the interfering peaks, thus no corrections are necessary.
Each sample is measured in repeated acquisition cycles for a long time (about 20 hours), until all the gas is
consumed. Each such acquisition includes measurements of the sample gas of a calibrated reference gas.
The mean over these measurements is reported as the result for the sample; the typical standard error of the
measurements is about 0.3 ‰ for Δ13CD, and 2-3 ‰ for ΔDD.
One of the samples was extracted and measured repeatedly in order to assess the overall reproducibility of
the whole procedure. The variability of these measurements is within the overall measurement precision.

Water analyses
Temperature, pH, electrical conductivity and dissolved oxygen was measured prior to sampling (Table 3). 50ml
of water was collected for major ion and cation analyses for each well (Table 4).
Sleen groundwater samples were analysed at Het Waterlaboratorium, Haarlem (The Netherlands). Analysis
of trace metal and major cations was conducted with inductively coupled plasma mass spectrometry (ICP-MS)
following the NEN-EN-ISO 17294-1 and NEN-EN-ISO 17294-2 standards.
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Table 3: Sleen groundwater chemical data at sampling.

Table 4: Major ion and cation concentration in Sleen water samples

3.5

RESULTS
Gas compositions

At the French Alp sites the main component of the gas vents is methane, followed by CO2 and N2. C2+, H2S,
He and H2 are minor gas species (Table 1). Fontaine Ardente gas is a CO2-rich site (~10 vol%), whereas
Rochasson gas is CO2-poor (~1vol%). The wet gas components (C2H6 and C3H8) are between 0.6 and 2 vol%
(Gal et al., 2017). Although precautions were taken not to include atmosphere in the samples, a small amount
was present in the vessels as can be identified by the oxygen content. The concentration of the main gas vents
was thus recalculated to deduct contribution from the atmosphere.
The Borzęcin reservoir gas is with ~ 67 vol% far lower in its methane content but exceptionally rich in N2 (~ 30
vol%, Table 1). The wet gas content is ~ 2 vol% (Lubaś et al., 2020).

16

Copyright © SECURe 2021

Gas composition of the Sleen wells is dominated by methane (~50 vol%) followed by N2 (30-60 vol%). Minor
components include CO2 (up to 10 vol%) and O2 (up to 2 vol%), Table 2. Wet gas components are between 12 vol% for C2H6 and ~0.05 vol% for C3H8. Oxygen corrections to account for the possible atmospheric O2 are
applied.
Isotope compositions
3.5.2.1 BULK ISOTOPE DATA
The conventional isotopes composition of the French Alp gases collected from the main and side vents range
from -27 to -35 ‰ for 13C-CH4 and from -137 to -152 ‰ for D-CH4 (Table 1, Figure 8). Carbon isotope values
from these samples range between -7 and -11 ‰. The one soil sample ROC14 for which all isotopes are
measured (for FA65 only 13C-CH4 are available) has methane 13C and D of -13 ‰ and -37 ‰ respectively.
Carbon isotope value for this sample is significantly more depleted at -35 ‰.
The conventional isotope composition of the Borzęcin reservoir wells (B21 and B22) have similar values with
-35 ‰ 13C-CH4, and -119‰D-CH4. Whereas the carbon isotopes are quite similar to the French Alps the
deuterium is somewhat heavier. For the 13C-CO2 of the Borzęcin reservoir gas we refer to the values
measured by INIG (Chapter 3, Lubaś et al., 2020), with values ranging from -12 to -14 ‰.
Isotopic composition of the Sleen gas (Table 3, Figure 9) ranges from -109 ‰ to -246 ‰ for the D-CH4 and 21 ‰ to -74 ‰ for the 13C-CH4. 13C-CO2 and 15N isotopes were measured on the November 2019 samples
only and range -18 to -27‰ and 0.3 – 3.0 ‰ respectively.
Owing to the COVID pandemic, not all wells at Sleen could be sampled. Initially it was planned to test the
methane clumped method on the three wells with the highest thermogenic and biogenic methane
concentrations and subsequently sample lower concentration wells and wells with mixed bio-thermogenic
isotopic signatures.

Figure 8: Isotope composition data for the natural gas seepage sites in France (Fontaine Ardente, FA
and Rochasson, ROC)) and the natural gas reservoir of Borzęcin, Poland.

3.5.2.2 METHANE CLUMPED ISOTOPE DATA
Methane clumped isotopes range data were determined for 13CD and DD (Table 5 and Figure 10). Here
reported are the clumped isotope data for samples from Borzęcin and Sleen. Data from the French Alps is
currently restricted and not reported here as it is awaiting publication. Although duplicate samples were
collected for both Sleen and Borzęcin, owing to the COVID pandemic it was not possible to have those
analysed.
Initially it was also planned to conduct CO2 clumped isotope analyses on FA and ROC samples (FA49, ROC14,
ROC1a). However, they have a large air component (Table 1), hence any CO2 clumped isotope gas
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temperature would not yield the original gas formation temperature but (a mixture with) air CO2. Due to the
COVID pandemic it was not possible to conduct another sampling campaign to re-collect the samples.

Figure 9: Isotope composition data for the Sleen wells. A. All sampled data. Historic isotope data from
Schout et al. (2018) are depicted as open symbols; new isotope data are closed symbols.
Compositional fields modified from (Schoell, 1980) and (Laughrey and Baldassare, 1995). B.
Thermogenic samples (zoomed in). Isotopic data on samples (well 69, pink symbols) that were used
to test the new sampling device, and different degassing methodologies (see text for discussion) are
all indistinguishable demonstrating the robustness of the large volume groundwater testing setup.
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Isotopic compositions (13C and D) are indistinguishable from bulk 13C and D isotopes determined using
established techniques (Table 5 , Figure 10). 13CD and DD values for the thermogenic Borzęcin and Sleen
samples range between ~4.8 - 1.8 ‰ and 11 – 5 ‰ respectively. These data correspond to a gas formation
temperature range ~65 to ~300°C (temperature calculated for both 13CD and DD, Table 5). Plotting the
sample data in a 13CD and DD thermal equilibrium diagram (Figure 10) shows that with the exception of
sample 69-04a, the data diverge slightly from the Thermal Equilibrium Curve (TEC). Deviation from the TEC
likely indicates that mixing, isotope fractionation or diffusion processes may have affected the samples (e.g.,
Young et al., 2017).
Sleen sample 06-02 has 13CD and DD of 5.3 and -16.6‰ respectively. Plotting this sample in the 13CD
and DD thermal equilibrium diagram (Figure 10) shows that this sample has a large depletion in DD of up
to ~25‰ relative to equilibrium. Calculated clumped isotope temperature yields ~55°C. This temperature,
however, is considered unreliable as the gas is not in thermodynamic equilibrium. The gas has a biogenic
origin (from the bulk isotopic composition) and microbial activity likely has affected the methane clumping (see
section 3.6.2.1).
Samples from Poland (B21 & B22) deviate somewhat from the equilibrium line 13CD values. Corresponding
calculated temperatures are 63-66°C for 13CD and 105-108°C for DD. The offset in both samples is
systematic, suggesting that the gas has been affected by a single process. The depleted 13CD values may
reflect some degree of mixing with a non-thermogenic gas source and the calculated temperature may
therefore not reflect the actual gas formation temperature.
Table 5: Methane clumped isotope data for the Sleen and the Borzęcin samples; sample data from the
French Alps are restricted and not reported here.

In the Sleen samples, isotopic equilibrium is present in sample 69-04a (Figure 10) yielding temperatures that
are, within uncertainty indistinguishable at 282°C and 242°C for 13CD and DD respectively. Sample 32-05a
lies slightly above the TEC and is enriched in DD compared to equilibrium. This yields corresponding
temperatures of 317°C for 13CD and 199°C for DD respectively. It is possible that this sample is affected by
isotope fractionation. Given the close proximity of the two sampled wells (15m apart) and the similar mode of
sampling and sample storage, it is unlikely that diffusional processes (e.g., Young et al., 2017) have affected
one sample more than the other. The departure from equilibrium indicates that the calculated temperature for
sample 32-05 is less reliable than for sample 69-04.
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Figure 10: Clumped isotope data from methane gas samples collected from a natural gas reservoir
(Borzęcin, Poland, samples B21 & B22) and a man-induced methane gas leakage site (Sleen, The
Netherlands, samples 69-4 & 32-5). Data from the natural gas seepage (French Alps, samples F65, F65,
R1) fall on the TEC but are not shown in this report due to peer reviewed publication in progress.
TEC=thermal equilibrium line.

3.6

INTERPRETATION
Sleen

The isotopic composition of the Sleen gas samples indicate both a thermogenic (wells 32, 25, 31 & 69) and
biogenic (well 06) gas origin (Figure 9). With the exception of well 25, these data are in line with historic gas
analyses (Schout et al., 2018). For wells 32, 31 and 69, the data suggest that natural gas is still leaking from
deep sources, likely the reservoir targeted by the exploration well. Although Schout et al. (2018) suggests that
a deep reservoir origin is the most likely source for the gas, they discussed the possibility of lateral gas
migration from secondary gas accumulations. Possibly even a shallow gas origin may be postulated which has
been demonstrated to have occurred in The Netherlands offshore (e.g., ten Veen et al., 2011).
New isotope data from gas collected from well 25 (located to the NW of the original blowout site) suggest that
at present, the gas in the groundwater has a thermogenic isotopic signature (Figure 9). Schout et al. (2018)
observed that the gas had a biogenic origin. Although the actual gas concentration is still low (0.3 – 1.2 mg/L,
Table 3), the shift in isotopic composition suggests that the gas plume may be spreading outward from the
original drill site. Schout et al. (2018) noted that the groundwater flow is towards the south and the east. Well
25 is located upward from the groundwater flow, suggesting that the rising gas plume may be slowly spreading
out rather than being carried by groundwater. Gas concentrations in well 25 are low, hence initially it was
planned to collect large volume water samples (>150L) in order to conduct methane clumped isotope analyses.
Owing to the COVID pandemic, and subsequent laboratory and office closures, it was not possible to have
those samples analysed.
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Nitrogen isotopes were measured on the Sleen blow out gas samples. 15N data on well 06 (n=1) suggest it
has a (near) atmospheric composition. 15N isotopes on the samples from well 32 and 69 (Figure 11) suggest
a thermogenic source originating from Westphalian coaly source rocks (Gerling et al., 1999; Gerling et al.,
1997; Kotarba and Nagao, 2015). In the Dutch subsurface, coal intervals are present in various formations in
the Carboniferous aged Limburg Group (DC, TNO-GSN, 2021).

Figure 11: Nitrogen gas isotopes for the Sleen samples 32 and 69 suggest they have a Westphalian
(coal) source rock origin (isotope fields from Gerling et al., 1997).
Regional 3D basin modelling studies have been conducted in the eastern part of the Netherlands (Nelskamp,
2011) and modelled formation burial temperatures can be used as independent constraints to reconstruct the
origin of the Sleen gas and for comparing to the new methane clumped isotope gas formation temperatures.
A 1D modelled and calibrated well (GRL-01), located some 20km NW in the same basin structure as the Sleen
wells, was extracted from the regional 3D model (Figure 12). Burial history and modelled temperature for
Westphalian (Carboniferous) coaly and shaly source rocks in the Limburg Group (Maurits Formation (DCCU),
Ruurlo Formation (DCCR), Baarlo Formation (DCCB) and Geverik Member (DCCGEG), TNO-GSN, 2021)
suggest that they reached ~180°C for the Maurits Fm to ~230°C for the Geverik Mb in the Late Jurassic-Early
Cretaceous. Modelled vitrinite reflectance data suggest that gas expulsion occurred from the Triassic onwards
Figure 12B (NITG-TNO, 2000).
The maximum burial temperature modelled for the Geverik Mb is, within error, similar to the calculated methane
clumped isotope temperatures for sample 69-04. This suggests that the gas leaking into the groundwater wells
at Sleen indeed has deep source rock origin. From the methane clumped isotope data several other
conclusions may be drawn. A large component of the measured Sleen gas seems to have been derived from
the deepest buried source rocks as only these have modelled temperatures that match the calculated methane
clumped isotope temperatures. In addition, comparing the modelled (maximum) burial temperatures to the gas
formation temperatures may provide refinement of the timing of the main gas formation phase. Whereas
previous modelling and vitrinite reflectance data suggest that gas expulsion started from the Triassic (NITGTNO, 2000), the methane clumped temperatures suggest that main gas formation phase did not occur until
source rocks reached temperatures > 220°C during the Late Jurassic-Early Cretaceous (Figure 12). Earlier
gas formation may have occurred, but this may not have been trapped.
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Figure 12: 1D well extraction (well GRO-01) from a regional 3D basin model for the Sleen region
(Nelskamp, 2011). Relevant source rocks are Carboniferous coaly and shaly intervals in the Limburg
Group: DCCU (Maurits Formation), DCCR (Ruurlo Formation), DCCB (Baarlo Formation) and DCGEG
(Geverik Member) (TNO-GSN, 2021). A. Modelled burial temperature (depicted temperature range: 175250°C). Modelled source rock temperatures reached ~180°C for the Maurits Fm to ~230°C for the
Geverik Member at the Late Jurassic-Early Cretaceous. B. Modelled vitrinite reflectance data suggest
that the source rocks reached the gas window from the late Permian – early Triassic onward.
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French Alps and Borzęcin
3.6.2.1 GAS FORMATION AND ORIGIN
Methane D-CH4 and 13C-CH4 values of the Borzęcin reservoir gas and the gas samples from the main seeps
at FA and ROC suggest a thermogenic origin (Figure 8). At the French Alp sites, the samples ROC14 and
FA29 were sampled in adjacent sites away from the main vent, where the methane concentrations are less
than 1% of total gas. The D-CH4 and 13C-CH4 in these samples do not fall into the thermogenic or
methanogenic fields and are far higher (Figure 8). Although it is likely that methane derived from diffuse
leakage from the same origin as the main vent, there is evidence that this methane has been largely oxidised.
Compared to the main vents samples (ROC1 and FA65), 13C of CO2 in the adjacent sites is shifted towards
lower values (Figure 8). During methane oxidation the lighter carbon ventures preferably to CO2 whereas the
carbon in the residual CH4 pool becomes heavier. This is equally the case for hydrogen. Particularly for sample
ROC14 there is a large change in the CH4/CO2 ratio from 88.2 (main vent) to 0.15 as well as a lager difference
in the isotope values.
Isotopologues from the main vents of Fontaine la Gua and Rochasson(1) fall on the thermal equilibrium line
and indicate robust thermogenic temperatures.
In contrast to the findings provided by conventional isotopes (D-CH4 and 13C-CH4) the isotopologue data
from the Borzęcin gas reservoir does not indicate a classical thermogenic origin of the gas. The temperature
of 63 to 66°C is much lower than thermogenic generation temperatures expected from Carboniferous source
rocks. According to D-CH4 and 13C-CH4 a microbial-methanogenic origin is also unlikely (see Figure 8).
However, an admixture of abiotic gas cannot be discounted (Lubaś et al., 2020). Abiotic gas is formed mostly
in disequilibrium and does not record true formation temperatures (Young et al., 2017). Mixing of a thermogenic
and abiotic endmember could follow a mixing as described in Young et al. (2017), Figure 13. The source and
formation of this abiotic gas is unknown but is likely low temperature abiotic formation.

Figure 13: Mixing scenarios between thermogenic and abiotic gasses (Young et al., 2017).
Due to the high water-cut (Nm3/m3 = 0.6, Lubaś et al., 2020) and low pressure of the reservoir a foaming
agent is used to force gas flow. Whether this process could have fractionated the isotopologues is unknown,

1

Data not shown in this report, due to peer reviewed publication in progress.
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however one would expect a variable amount of fractionation between the two wells, which is not the case as
the 13CD and DD are identical within error.
Another conspicuous aspect is that the calculated temperature lies between the typical thermogenic generation
temperature of 150 – 250 °C and the current reservoir temperature of 49°C, being closer to the present-day
reservoir temperature. The question is whether the isotopologues may have been equilibrated over the time
since the basin was uplifted and eroded in the late Cretaceous/Tertiary to the current temperatures. At this
stage it is not possible the determine the actual source(s) with more certainty without further analyses.
3.6.2.2 CARBON-14 FOR LONG-TERM BASELINE MONITORING
Figure 14 shows that the radiocarbon activities of the alder tree upwind of the Fontaine Ardente (Alder 1) are
mainly compatible with those measured on an old Fagus Sylvatica on the northern hemisphere (Lardie Gaylord
et al., 2019) whereas alder two, situated downwind of the main vent has significantly lower 14C-activities than
would be expected for post-bomb atmospheric values. We interpret this as an integration of “dead” carbon
from the CO2 (direct emission or oxidized methane) transfer, via the atmosphere, of the natural gas seep.
The grass leaves and roots of Carex sp. growing within the diffuse methane emanation area around the main
gas vent are significantly depleted in 14C so that radiocarbon conventional ages are abnormally old (330 to 550
y before present). For these samples we observe also a depletion in 13C (Figure 15). Carex has the ability to
transfer methane from the root zone to the atmosphere. The strong 13C-depletion of both leaves and roots
analysed in the diffuse methane emanation zone could be related to the assimilation of thermogenic methane
but other effects, notably methane oxidation, the influence of deep CO2 from the geogenic gas seep and the
associated carbon isotope fractionation processes have to be taken into account to explain these values.
So far, it can be stated that vegetation around a gas seep, in our case a natural analogue, has the potential to
act as an integrator of gas emanation over time and, if tree rings are used, as an archive of gas fluxes. This
offers perspectives of using vegetation carbon isotopes as proxies for present and past gas emanations,
including man-induced gas leaks, e.g. from gas storage or natural gas exploitation facilities.

Figure 14: Preliminary data analysis of tree ring and herbal vegetation radiocarbon activities (tree ring
counting to be confirmed).
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Figure 15: A14C vs. 13C for vegetation samples around the Fontaine Ardente gas seep.
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4 Microbial sensors
Development of microbial based sensors has been reported in deliverable 4.3 (2021), however relevant details
are summarised below. Additional details for 16S rRNA sequencing using Oxford Nanopore and relative
abundance of functional genes are new to this deliverable so additional details are supplied.
4.1

SAMPLE COLLECTION AND METHOD DEVELOPMENT

Water samples were collected from Sleen (2019) and FA Alps site for microbiological analysis. Nanopore
sequencing data is presented for the Sleen samples where gas isotope data and sufficient DNA was available,
meaning eleven samples from six boreholes were analysed: 6.1, 6.2, 25.1 (single only), 31.2, 32.5 and 69.3.
Details for Sleen sample collection and DNA extraction are presented in D4.3 (2021).
Alps Fontaine Ardent field sampling and DNA extraction
To test whether Oxford Nanopore sequencing technology could be successfully deployed in the field, a field
laboratory was set up close to Fontaine Ardent field site (Figure 1). This was located at the field accommodation
but in a separate building.
Water samples were collected from the main gas seep (FA49), as well as upstream and downstream from this
seep. As a comparison the creek was also sampled in two places: in line with the gas seep and approx. 50 m
upstream. Containers were rinsed three times in sample water before collection. In the field laboratory 600 to
1000 mL of water sample was filtered through sterile 0.22 µm filter membranes using a hand vacuum pump.
DNA was extracted from filter membranes in the field laboratory using a PowerSoil DNA extraction kit (Qiagen,
Hilden, Germany) and a DNA extraction blank was conducted at the same time using a swab of the table, after
sterilisation, used in the field laboratory. The bead beating step was conducted using an oscillation tool at
maximum power for 5 minutes, otherwise manufacturers protocol was followed.
Oxford Nanopore sequencing
Polymerase Chain Reaction (PCR) and DNA sequencing were initially conducted in the field laboratory. Details
are the same as the laboratory procedure outlined below except a portable PCR instrument was used (Min16,
MiniPCR, Cambridge, MA USA), and the PCR step was performed on pooled duplicates rather than triplicates.
The field PCR step was successful for all samples however no successful sequencing reads were obtained
due to quality control issue on the sequencing flow cell. The DNA extracts were frozen in the field, shipped on
ice and stored at -20C prior to sequencing.
In the BGS laboratory, 16S Barcoding Kit (SQK-RAB204, Oxford Nanopore Technologies, Oxford, UK) was
used for sequence analysis for Sleen and FA samples. Primers are supplied in the kit and contain barcodes,
adapters and the forward primer 27F (5’ - AGAGTTTGATCMTGGCTCAG - 3') or reverse primer 1492R (5’ CGGTTACCTTGTTACGACTT - 3'). The manufactures protocol was followed except that the PCR clean-up
step was conducted using ChargeSwitch PCR clean-up kit (ThermoFisher Scientific, Waltham, MA, USA), and
PCR step was conducted on duplicate/triplicate 10uL volumes which were the pooled before downstream
processing. PCR steps were performed using C1000 Touch thermal cycler (BioRad, Hercules, CA, USA). The
DNA library was analysed using Flongle flowcells with R9.4.1 chemistry. After PCR amplification the
concentration of DNA of the FA DNA extraction blank was less than detection limit and therefore not
sequenced.
Control of the MinION sequencer and DNA basecalling was performed using high accuracy mode on MinIT
(Oxford Nanopore Technologies, Oxford, UK). Passed DNA reads (Q score >7) were then analysed using
FASTQ 16S pipeline (v2020.04.06) using Epi2Me desktop agent (Oxford Nanopore Technologies, Oxford,
UK). The FA samples were all analysed on one flow cell. The Sleen samples were analysed on two separate
flow cell runs. First run consisted of eight samples (6.1A, 6.1B, 6.2A, 6.2B, 25.1B, 32.5A, 69.3A and 69.3B)
and the second run three samples (31.2A, 31.2B and 32.5B).
Microbial community analysis was performed by selecting the top 12 most common orders, with all other orders
grouped and classified and grouped as “other”. Prior to Principal Component Analysis (PCA), the number of
reads was normalised to total classified reads. Statistical analysis was performed using Past (v 3.16), with
PCA in variance-covariance mode. The Sleen data was also analysed using raw species level data as
classified by Epi2Me.
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qPCR
The abundance of the three genes in groundwater samples were quantified using quantitative real-time PCR
in a CFX96 real-time detection system (Bio-Rad Laboratories, Inc., Hercules, CA, USA). The 16S gene was
amplified according to Suzuki et al. (2000) by primer pair 1369F (5’-CGGTGAATACGTTCYCGG-3) and 1492R
(5’-GGWTACCTTGTTACGACTT-3) and probe (TM1389F 5’-FAM CTTGTACACACCGCCCGTC 3’-TAMRA).
A 10-fold dilution series of E. coli K12 DNA was used for the standard curve. PCR amplification was performed
in 30 µl reactions containing 15 µl Lo-Rox Probe Mix (PCR Biosystems, London, UK), 1.2 µl of both primers
(100 pmol/µl), 0.6 µl probe (Eurofins Genomics, Galten, Denmark), 11 µl water and 1 µl TC-DNA. Protocol for
qPCR was 3 min at 95°C, followed by 40 cycles of 10 s at 95°C and 30 s at 60°C.
The pmoA gene was amplified according to Costello and Lidstrom (1999) with primer pair A189gc
(GGNGACTGGGACTTCTGG) and mb661 (CCGGMGCAACGTCYTTACC). For mcrA mlas (GGTGGTGTM
GGDTTCACMCARTA) and mcrA-rev (CGTTCATBGCGTA GTTVGGRTAGT) were used according to
Steinberg and Regan (2008). For both pmoA and mcrA, the internal standards were based on PCR-derived
fragments of target genes cloned into the pGEM-T vector (Promega, Madison, WI, USA) and transformed into
E. coli JM109. Protocol for qPCR of pmoA was 2 min at 95°C, followed by 40 cycles of 10 s at 95°C, 30 s at
64°C, 30 s at 72°C, 6 min elongation at 72°C. Protocol for qPCR of mcrA was 2 min at 95°C, followed by 40
cycles of 30 s at 95°C, 30 s at 55.7°C, 30 s at 72°C, 6 min elongation at 72°C. For both genes melt curve
analysis was also performed.
4.2

RESULTS AND INTERPRETATION
Nanopore DNA sequencing

The five FA samples had an average of 2948 passed DNA reads (1065 to 4088) giving total yield of 18.5
megabases (Mb) with average Q score 10.74. Passed reads had Q score >7. The first batch of nine Sleen
samples had an average of 6473 passed DNA reads (2479 to 14470) giving a total yield of 74.5 Mbases and
average Q score of 10.86. The second of three Sleen samples had a total of 50669 passed DNA reads (38028
to 60696) giving yield of 191.4 Mb and average Q score of 11.25. Due to the low number of passed DNA reads
(<3000) it is possible that the full diversity of four samples could captured: Flame, Upstream, 6.1A and 32.5A.
The number of classified reads using Oxford Nanopores 16S workflow varied from 31% to 95% of DNA reads
per sample (Figure 16), with classification accuracy ranging from 81 to 88% (data not shown). Between the
two sites 41 distinct bacterial orders were presented with 27 orders present for FA, 29 orders for Sleen and 15
common to both. 11 orders are only represented by one sample. Burkholderiales dominates all the FA
samples, whereas the Sleen samples are dominated by Clostridiales (6.1A and B, 25.1B, 31.2A and 69.3A
and B), Nitrospirales (6.2A and B) or Syntrophobacterales (32.5A and B).
PCA was applied to the two sites separately, then combined (Figure 17). No clear grouping can be observed
for any of the FA samples when analysed as a single dataset. The Sleen replicates for samples 6.1 and 6.2
cluster close together and in the same quadrant, 6.1A and B are particularity close. These two samples have
the most negative 13C-CH4 indicating microbial origin of the methane. 32.5A also clusters with these samples,
although this could be due to low number of classified DNA reads. Although the same microbial orders
dominate in the replicated samples, in the relative abundance of these and other orders mean the replicates
do not always plot close together on the PCA. Overlaying the loading plot indicates that the separation of 31.2B
is primarily due to abundance of Clostridiales and separation of 32.5B due to abundance of
Syntrophobacterales. When combining the data, the FA samples cluster very closely, along with Sleen 32.5A
and 6.2B. 6.1 samples cluster closely together and near. The remaining Sleen samples show large variation.
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Figure 16. Relative microbial abundances for FA and Sleen water samples. The top 12 Orders for
each sample are represented relative to total passed reads for each sample.
Several potential indicator microorganisms were identified in Deliverable 4.3 with Hyphomicrobium,
Sphingomonas, Xanthobacter, Methylomonas and “Candidatus Methanoperedens” as indicators of biogenic
methane and Corynebacterium, Nocardia, Rhodococcus, and Mycobacterium as indicators of thermogenic
methane. “Candidatus Methanoperedens” is an archaeon, so will not be detected using the technique used.
All except Mycobacterium were present in multiple samples (Figure 18). Hyphomicrobium and Sphingomonas
were most commonly found, and dominated the biogenic Sleen samples (6.1 and 6.2). The thermogenic
potential indicator microorganisms were only detected a few times, but were more common in thermogenic
samples.
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Figure 17. PCA for top 12 microbial orders for each sample. A. FA PC1 70.3%, PC2 14.3%. B. Sleen
PC1 51.8%, PC2 29.7%. C. Combined PCA analysis on FA and Sleen microbial order level PC1 82.6%
PC2 13.0%
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Figure 18. Frequency of potential indicator microorganisms per 1000 reads for each of the samples.
No occurrences of Mycobacterium were detected in any sample. 13C indicative of thermogenic
methane FA49 (-27.2‰), Sleen 25.1 (-31.8‰), 31.2 (-29.0‰), 32.5 (-21.65‰) and 69.3 (-21.5‰), 13C
indicative of biogenic methane Sleen 6.1 (-63.1‰) and 6.2 (-73.6‰).
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Nanopore DNA sequencing of the surface water samples from FA and groundwater samples from Sleen
resulted in 330 to 47608 classified DNA reads. This large range is due to a combination of factors, including
differences in initial DNA extracted from the sample, differences in the number of DNA sequences that can be
classified as well as technical difference during data acquisition. Differences in initial DNA input can be
overcome in part by adding more DNA, however there was insufficient DNA yield from these samples for this
to be possible. Nanopore DNA sequencing analysis workflow applied to these samples uses bacteria 16S
rRNA RefSeq database (NCBI BioProject 33175). This database is a curated subset of all DNA sequences
deposited in NCBI, therefore it is dominated by health-related samples and environmental samples are
underrepresented, especially subsurface environments such as groundwater (Nayfach et al., 2020). This
underrepresentation may, in part, contribute towards the difference in the number of unclassified reads (up to
69%). The differences in classified DNA reads is clearly linked to the number of passed reads per sample
which varied from 1065 to 60696 depending on the flow cell run. These differences are due to combination of
flow cell quality and differences induced during flow cell loading. Flow cells have up to 126 sequencing pores,
with minimum threshold of 50, and impurities in samples can affect efficiency of the sequencing pores. As the
Flongle flowcells have only been available for general purchase since March 2019, they are continually being
developed, these are expected to improvement reliability. If nanopore DNA sequencing is developed into a
monitoring technique, minimum sequencing requirements would need to be developed to ensure reliability of
data. Although we were not able to complete sequencing in the field this has been demonstrated elsewhere
(Parker et al., 2017; Pomerantz et al., 2018), and would mean data could be obtained in near real time.
Applying PCA to the classified DNA sequence data shows no clear separation between the biogenic and
thermogenic Sleen samples. However, the biogenic samples cluster closely and the thermogenic samples are
widely distributed. This wide distribution could be due to functional genes involved in oxidation of ethane and
higher chain alkanes are widely distributed over different microbial groups (van Beilen and Funhoff, 2007), as
represented by 16S rRNA. It is surprising that the FA samples cluster closely with the Sleen biogenic samples
as their 13C indicates a predominantly thermogenic source of the methane and the type of water i.e. stream
water vs groundwater, is very different. Further investigations are required to understand these associations.
The similarity between the FA samples and biogenic Sleen samples indicate that multiple factors control the
microbial community, but the presence of methane and short chain alkanes may exert a smaller but noticeable
effect on these indicator microorganisms. Most of the indicator organisms identified in D4.3 (SECURe report
D4.3, 2021)were observed in the samples but in low abundances. Developments in bioinformatics protocols
and application of techniques such as ‘read until’ could be applied to 16s rRNA sequence data to detect specific
indicator organisms. This read until function allows for continual sample analysis until a user define threshold
is met (Edwards et al., 2020). An alternative use for DNA sequencing technology is to develop methods to
analyse appropriate functional genes, for this application those involved in the oxidation of methane (e.g.
pmoA, mcrA) or higher alkanes (e.g. particular variants of soluble di-iron monooxygenases (SDIMO)).
Nanopore sequencing can be successfully applied to groundwater samples with elevated methane. Using the
diversity of the 16S rRNA gene tested here does not correlated to methane concentrations or isotopic ratios,
indicating multiple influences on the diversity of microbial community. Targeting additional genes such as mcrA
or SDIMO is discussed at the end of the subsequent qPCR section.
qPCR
A high hydrocarbon concentration is observed in the different wells above the blowout, whereas the
concentrations are lower upstream. In Figure 19, these concentrations are plotted against the relative
concentration of both pmoA and mcrA. Both genes are involved in methane oxidation, where pmoA is linked
to aerobic methane oxidation, and mcrA is linked to methanogenesis and anaerobic methane oxidation. There
is no clear correlation between hydrocarbon concentrations and the relative abundance of either of the genes.
The relative abundance of the pmoA gene is only 10-3 to 10-5 per 16S gene, whereas the relative abundance
of mcrA gene is higher (10-1 to 10-3 per 16S gene. The dominance of mcrA over pmoA is expected in anaerobic
wells, such as in the wells with elevated hydrocarbon concentration.
Methane concentration does not seem to be a controlling factor for the relative abundance of either gene
(Figure 19). In Figure 20, the relative abundance of both genes are plotted in 3D against CH4 concentration,
13C-CH4 and D-CH4 in three different figures. In Figure 20 A and C there appears to be a correlation between
pmoA and both 13C-CH4 and D-CH4 when excluding the three higher methane concentrations. In Figure 20
E and F the relative abundance of pmoA and mcrA are plotted against 13C-CH4 and D-CH4, respectively.
Here, there is seen a correlation with increasing relative abundance of both genes and decreasing isotope
ratios (increasing biogenic influence) revealing that the relative abundance of both genes are higher in biogenic
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impacted groundwater wells. The trend is most clear for mcrA, which is also the gene involved in biological
methane production. As illustrated in Figure 9, 13C-CH4 higher than -50 are thermogenic and values below 50 are biogenic. For D-CH4 values below -150 are biogenic.
As the mcrA gene is involved in both biological methane production and anaerobic methane oxidation, the
increase in abundance of this gene could be due to an increase in presence of microorganisms capable of
either process. However, as a biogenic source of methane is also linked to increasing relative pmoA gene
concentration (aerobic methanotrophy only), this indicates an increase in methanotrophy potential.
Thermogenic sources of methane have higher proportion of ethane and other short chain alkanes (Figure 19).
The presence of short chain alkanes increases the diversity of microbial metabolic processes, and
microorganisms (van Beilen and Funhoff, 2007), these microorganisms could compete with methanotrophs,
therefore reducing their reducing their relative abundance. Two processes, similar to those investigated here,
could be used to further understand these differences. The first is to look at quantification of genes involved in
oxidation of short chain alkanes by qPCR (e.g. SDIMO). The second technique is to modify the Nanopore
DNA sequencing to target the mcrA gene, as ANME microorganisms form a distinct group if microorganisms
that can be identified by the mcrA sequence (Hallam et al., 2003).

Figure 19. The concentration of CH4, C2H6 and C3H8 (mg L-1) and the relative abundance of the pmoA
and mcrA genes in relation to the total bacterial amount (16S). The placement of the different wells is
seen in Figure 4.
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Figure 20. 3D plots for the relative abundance of both mcrA and pmoA in relation to CH4 and 13C-CH4
(A & B), CH4 and D-CH4 (C & D), and 13C-CH4 and D-CH4 (E & F).
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5 Utilisation of gas and
monitoring gas seepages

microbial

sensors

for

The effectiveness of novel isotope-based methodologies and microbial analyses for monitoring gas seepages
were studied. Below, the suitability of the tested methods is summarised and recommendations for further
research are provided.
5.1

GAS BASED SENSORS
Isotope methods for tracing gas seepage sources

Methane clumped isotope measurements were conducted on gas samples collected from a natural gas
seepage (French Alps), a natural gas reservoir (Poland) and a man-induced gas leakage site (Netherlands).
Compositional and isotopic analyses suggest that sampled gasses range from thermogenic (deep source rock)
to biogenic and possible abiotic gas origin. The current data set adds to an increasing number of methane
clumped isotope analyses conducted on a variety of natural settings for deciphering gas’ origin. Although the
methane clumped isotope technique is rapidly evolving and suggests that promising new insights can be
gained by studying the different isotopologues in methane, there are several challenges that make this method
not yet mature enough for routine monitoring of gas seepages. The challenges lie in the analytical aspects of
the method as well as in the data interpretation.
Analytically, the method is very complex. Sample preparation (gas purification) and data analyses require
advanced expertise in sample processing and mass spectrometry techniques. The method is labour intensive
with sample gas purification taking about half a day of manual operator input. Mass spectrometer data
acquisition takes about 20 hours. While most data acquisition proceeds automatically, expert skills are needed
to set up and maintain the machine such that data acquisition is conducted properly. This makes the method
currently less suited for rapid and high sample throughput. In addition, only a handful of university laboratories
world-wide provide methane clumped analyses on non-commercial, research base (e.g., Stolper et al., 2014a;
Wang et al., 2015; Young et al., 2017). IMAU (Utrecht university, The Netherlands) is, to date, the only
laboratory that can analyse methane clumped isotopes in gasses that have less than 10% methane
concentrations. Such low concentrations are however, often encountered when sampling from soil gas above
a (natural) gas leakage site.
The data that is obtained from the methane clumped method may provide promising insights into the origin of
gas. However, several processes that may affect the clumping in the isotopologues 13CD and DD are not
yet fully understood and require further research. Provided that a gas has formed and remained in
thermodynamic equilibrium (either for a thermogenic or a biogenic gas), the calculated temperature can be
used as a direct proxy for the gas formation temperature. Several of the collected samples in this study (one
in Sleen and three in the French Alps(2)) are adhering to this requirement and their calculated temperatures
have been used to constrain the source of gas formation. However, there are also samples that are in
disequilibrium and the corresponding gas formation temperature cannot be calculated. Processes resulting in
13CD and DD disequilibrium may involve mixing of gasses with different origin, isotope fractionation or
microbial activity.
Understanding how microbial activity affects methane clumping is not yet fully understood. In the data
presented in this report, microbial community diversities and relative abundance of the two genes pmoA and
mcrA has been conducted. Isotopic composition of sampled gases in Sleen or French Alps do not provide
single or groups of microbe communities that are indicative for gases from a biogenic or a thermogenic nature.
Nonetheless, microbial communities have been shown to affect the clumping (e.g., Stolper et al., 2015; Wang
et al., 2015) and therefore require additional research before it can be applied as a monitoring tool for detecting
gas leakages.
Despite the research challenges, methane clumped isotope analyses has potential for understanding gas
formation processes. Clumped isotope analyses of methane samples from Sleen showed that it may be
possible, when the isotope data is combined with for example numerical simulations of basin subsidence and
thermal history, to reconstruct the source of the gas in the presence of multiple source rocks. It was also shown
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Data awaiting publication and not reported in this report.
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that by combining calculated temperatures with modelled burial temperatures for source rocks, it is possible
to refine the timing of hydrocarbon charge.
In the case of the methane gas samples analysed from Poland, it was shown that the gas may be composed
of a mixture of predominantly thermogenic gas and gas with a abiotic origin. Understanding these components
provide insights in mixing processes in the subsurface.
For routine gas seepage monitoring, bulk isotope measurements (13C and D) are currently better suited for
determining the source of gas leakage (biogenic vs thermogenic). Bulk isotopes can also be analysed in rapid
succession, high sample throughput and low cost (50-100 euro a sample). Clumped measurements currently
are a factor 10-20 more expensive owing to the analytical challenging method and expert skills discussed
above. Bulk isotope analyses on gasses in groundwater or seeping through to the surface therefore can be
readily used to pin point the source and origin of gas seeps. This applied to both methane and CO2 bulk isotope
analyses.
Carbon-14 as tool for recording long term CO2 leakage
Carbon-14 analyses on tree rings and leaves around a gas seep at the Fontaine Ardente field site suggest it
has the potential to act as an integrator of gas emanation over time. Provided that the tree rings can be dated
by dendrology, an archive of gas fluxes may be reconstructed. This offers perspectives of using vegetation
carbon isotopes as proxies for present and past gas emanations, including man-induced gas leaks, e.g. from
gas storage or natural gas exploitation facilities.
Challenges in this method lie in determining the distances from the CO2 point source to the trees that
incorporate the dead carbon, determining prevailing (historic) wind directions and statistical number of
analysed samples. In future research, a more detailed and refined sampling campaign should be considered
to account for those variations before the method can be used as a proxy for records of (historic) CO2 emissions
at gas seepage sites.

5.2

MICROBIAL SENSORS

Microbial biosensors are less sensitive to short term fluctuations in gas concentrations, making them a
promising option, especially when intermittent leaks are possible.
From the microbial analyses, no clear link between methane (or ethane/propane) concentration and microbial
diversity was found. With the preliminary analysis conducted here, the isotopic composition of sampled gasses
in Sleen or French Alps do not provide single or groups of microbial communities that are indicative for gases
from a biogenic or a thermogenic source. However the thermogenic samples contained more diverse
communities and low concentrations of potential indicator microorganisms. The grouping of biogenic samples
could be coincidental as there were only two biogenic samples analysed within this report. The link between
diversity and indicator microorganisms would need to be explored further by analysing microbial communities
from additional samples and detailed bioinformatic exploration of existing data. Further, amplicon sequencing
of the two functional genes pmoA and mcrA could provide additional information on community changes that
are not captured in the 16S amplicon approach. Another potential target for this type of amplicon sequencing
would be to target the genes responsible for the oxidation of non-methane alkanes, typically members of the
soluble di-iron monooxygenase gene family. Additionally, one genus of methylotroph, Methylocella, is thought
to be associated with natural gas seeps and could be specifically targeted with a qPCR assay (Farhan Ul
Haque et al., 2018; Farhan Ul Haque et al., 2019). This work will be conducted in the BGS laboratory on other
projects. As we saw an effect of the two genes tested here (Figure 20), we anticipate that an approach using
multiple functional genes will provide an indication of the origin of gas seeps.
Field portable DNA extraction and analysis as tested here and demonstrated end to end elsewhere (Parker et
al., 2017; Pomerantz et al., 2018) had the potential to provide detailed microbial community analysis within a
few hours of sample collection. Although these results are not instant, conducting some or all of the analysis
in the field reduces the requirement for large, several litre samples, to be transported, and reduces the risk of
the microbial growth during transport. If a local field laboratory is available results can be seen within a field
campaign, and additional samples can be collected or sampling strategy altered during a single trip. This could
be particularly important if investigating other anomalous results. The wealth of data and flexibility of Nanopore
DNA sequencing provides a highly adaptable platform for DNA sequencing. development of this technology,
both in bioinformatic analysis to highlight differences in abundance of minor microbiological groups that may
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be of interest as well looking into abundance or diversity of functional genes could make this tool a valuable
addition to field monitoring campaigns.
The diversity of microorganisms that are culture under a methane and propane headspace was tested as an
potential indicator for biogenic and thermogenic methane source. Microbial cell culture is low cost and requires
minimal specialist equipment, reagents and expertise. The details of development are contained within D4.3
of the SECURe project (SECURe report D4.3, 2021). The species richness of the microbes grown under
methane and propane headspace differed, and could be used to predict the methane ethane ratio of the sample
with about 70% accuracy (38 samples from two sites). Further refinements to this procedure, such as
identification of outliers and repeat analysis, should improve accuracy, making microbial culture a promising
low cost monitoring technique.
5.3

DEVELOPMENTS FOR LONG AND SHORT TERM GAS LEAKAGE MONITORING

Detection subsurface gas leakages (either natural origin or man-induced) necessitates long- and short-term
monitoring. In this study, a combination of novel isotope based methodologies and micro-bacterial analyses
were used for deciphering the source and origin of gas and reconstruct the long-term baseline record of gas
seepage.
These monitoring tools can be applied to monitor gas leakages at different spatial and temporal ranges. Shortterm in-situ detection of gas seepages was tested using clumped isotopes to study the origin of methane and/or
CO2 gas by determining its (subsurface) gas formation temperature. The response of microbial communities
to those in-situ gas leaks was characterised by identifying specific microbial groups. Methodologies for
reconstructing long-term, time averaged records of CO2 gas seepages were tested by utilising Carbon-14
dating on local vegetation.
The application of methane clumped isotope analyses in various settings (natural gas seepage, natural gas
reservoir and a man-induced leakage site) has shown that the technique is suitable for tracing the source and
origin of gas. However, for routine gas seeps monitoring, the technique is (analytically) challenging. If the
method become less of a research tool but gain more applied traction, then methane clumped isotopes could
be a viable addition to the suite of tools for routine gas leakage monitoring. Improvements to raise the TRL for
methane clumped isotopes for routine monitoring would require faster data acquisition time, and a reduction
of the analytical complexity of measuring clumped isotope compositions. The method would also profit from
additional investigations on a variety of natural and induced methane and CO2 leakage sites.Based on the
research presented here, a workflow for in-situ monitoring would involve repeated gas sampling campaigns
for bulk isotopic analyses with occasional sampling for clumped isotope analyses when additional insights in
the origin of the gas are required.
From the work conducted in Sleen and France, it was concluded that microbial communities have the potential
to be used as a monitoring tool. Bacterial activity affects the methane in the subsurface through methanotrophs
(organisms able to oxidise methane into CO2). Two specific types that were studied (pmoA and mcrA; whereby
pmoA is linked to aerobic methane oxidation and mcrA to anaerobe methane oxidation and is a marker for
biological methane production) showed no clear link between hydrocarbon concentrations and the relative
abundance of either genes. It was, however, shown that when the relative abundance of these genes is
correlated to the gas isotopic composition, that the relative abundance of both genes is higher in gas that had
a biogenic origin compared to a thermogenic origin. It is considered that microbial biosensors are less sensitive
to short-term fluctuations compared to gas concentrations. Combined, they may have the potential to act as
markers for short term to intermittent gas leakage. The work presented in this report suggests that combining
microbial techniques with established geochemical (isotope) methods allows for an accurate assessment of
the source of leaking gas.
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Glossary
Clumped isotopes
molecule.
FA
ROC

Fontaine Ardente field site.
Rochasson field site.

13C & D

Bulk carbon (13C) and methane (D) isotope ratio.

13CD & DD
14C
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Novel isotope technique that uses the bonding (or clumping) of heavy isotopes in a

methane clumped isotope ratios used to calculate the methane gas formation temperature.

Radiocarbon-14 dating.
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