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Analysis of benthic community food web at gas hydrate deposits using stable isotope
analysis
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Benthic foraminifera at cold seeps on the Hidaka Trough, northwestern Pacific were studied to
investigate the effects of methane on the geochemistry and faunal characteristics of benthic
foraminifera assemblages and to discuss potential applications of foraminifera for reconstruction
of methane release in the past and present. Sediment cores for this research were collected from
eight chimney sites and one reference site with gravity corer in July 2015. Calcareous forms
dominate benthic assemblages, accounting for 90 percent or more of the benthic populations for most
samples. Results from Rose Bengal staining method indicate that certain species inhabit seep sites
in the study area. Rutherfordoides cornuta, which is related to high methane gas content of the
sediments and reported as methanophilic taxa from methane seepages at Sagami Bay (Akimoto et al.,
1994; Kitazato, 1996), found alive (cytoplasm containing specimens) within surface sediments at
four chimney sites in our study area including cores at the center of chimney. Other calcareous
foraminiferal assemblages associated with chimney sites were typically infaunal species including
Brizalina pacifica, Bolivina spissa, Chilostomellina fimbriata, Globobulimina auriculata,
Nonionella globosa, Nonionella stella, Stainforthia fusiformis, and Uvigerina akitaensis, which can
inhabit below water-interface and are also abundant in organic-rich oxygen-depleted environments.
Geochemical analyses of living (stained) benthic foraminifera in our research sites doesn’t show
highly negative 6"C values comparable to those fossil (unstained) benthic foraminifera that are
reported from seep sites such as the Gulf of Mexico (Sen Gupta and Aharon, 1994) or Monterey Bay
(Martin et al., 1999);: however differences in 6"°C values for living benthic foraminifera of a
given species were observed within a single core or between cores at chimney sites, which are
unusual. For instance chimney site cores contain live specimens of B. spissa with 6'"°C values
ranging from -0.43% to -1.07%, -0.71% to -1.97%, and -0.37% to -0.94%, respectively. In contrast,
at reference core the 6"C composition of B. spissa varies little and remains approximately
constant around -0.70% over the length of the core. Variable carbon isotope values are also evident
in other species such as U. akitaensis. These results suggest that 6'°C values of foraminifera
tests are influenced by methane seepage and different pore-water chemistry. Therefore, variations
in isotopic composition can suggest temporal variations in seep activities and the differences in
carbon isotope values will be expect to increase with the activity of the seeps. A good
comprehending on ecology and stable isotope composition of modern benthic foraminifera at cold
seeps may help identify paleo-seeps and will enhance our knowledge of climatic and oceanographic
changes. This study was conducted as a part of the shallow methane hydrate exploration project of
METI.

Keywords: Benthic foraminifera, Cold seeps, Hidaka Trough, Methanophilic taxa, Northwestern
Pacific, Stable isotopes
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Geochemistry of dissolved gas around gas chimney structures in the Mogami Trough, Japan
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Geochemistry of pore waters around gas chimney structures in the Mogami Trough, Japan
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Geochemistry of seawater and interstitial water from Tsushima Basin and Oki Trough, Japan

A% i FR S BE BE A B

*Yuki Honda', Hitoshi Tomaru', Satoko Owari', Ryo Matsumoto®

1. FERZRZREZMERL 2. BAX AT A EISEE

1.Chiba University, 2.Meiji University

The characteristic seafloor topography associated with gas hydrates in shallow sediments was
reported in the seafloor of the SE margin of Tsushima Basin and Oki Trough, Japan. Interstitial
water and seawater collected from these areas during the UT14 cruise were analyzed for
characterizing the fluid geochemistry responsible for methane migration toward the seafloor and
formation of hydrates. In the eastern margin of Tsushima Basin, high concentrations of sulfate and
alkalinity in interstitial water reflect very shallow SMI depths (~1.7mbsf), strong methane fluxes,
and methane generation due to the decomposition of organic matters in shallow sediments. The low
concentrations of silicate dissolved in seawater indicate that the buried old organic matters are
responsible for the formation and distribution of gas hydrates near the seafloor.
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Time-series analysis of pore water from shallow gas hydrate area on the Umitaka Spur,
Japan Sea
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Active gas venting (seepage) from the seafloor and outcropping of massive gas hydrate have been
observed on the Umitaka Spur in the eastern margin of the Japan Sea. Submersible observation
revealed that the strength and location of gas venting had changed within a few days, geochemical
environment near gas venting including gas hydrate might have also changed within a short period
compared to geological time scale. We have deployed a long-term osmotic fluid sampler (OsmoSampler)
near the gas venting site on the Umitaka Spur from September 2013 to March 2014 (160 days, NT13-E@2
and NT14-E@3 cruises) and collected pore waters continuously to examine the potential changes of
pore water geochemistry and the impacts on the near-surface environments.

Concentrations of dissolved ions change shortly, for 3~5 days, through the entire sampling period,
which are controlled by the input of saline water from gas hydrate formation and of fresh water
from gas hydrate dissociation. Gas venting was observed 10 m away from OsmoSampler, however,
concentrations of methane dissolved in pore water were low during the first 20 days and occasional
high methane concentrations were observed only from the 20th to 40th day. Rapid gas hydrate
formation caused by high gas flux might plug the path delivering gas-rich fluids to the seafloor,
contrary, the reduced gas flux (venting) caused the dissociation of gas hydrate. After the 70th day
on, methane concentration was constant at low level, <1 mM, indicating that the location of gas
venting had been moved due to the gas hydrate plugging. Significant concentrations of ethane during
that period also indicate the gas hydrate plugging and subsequent change of major gas source from
biogenic-rich to thermogenic-rich. Geochemistry of pore water has changed dynamically and shortly
in response to the change of gas venting activity.

This study was conducted as a part of the shallow methane hydrate exploration project of METI.

F—OU—F KRR, BRK. KREBENDINARL—~ AXEH

Keywords: Time-series analysis, pore water, Shallow gas hydrate, gas venting
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Distribution of methane in seawater from shallow gas hydrate areas in the Japan Sea
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We have analyzed the concentrations of methane dissolved in the bottom seawaters collected from
shallow gas hydrate occurrences including active gas venting and the associated distribution of
carbonates/bacterial mats during the NT15-E@3 expedition in the Japan Sea. Methane concentrations
are close to the normal bottom water level over the mud seafloor, however, they increase typically
near the gas venting, carbonate, and bacterial mat sites; gas venting had only been active during
the formation of carbonates and bacterial mats. Contrary, the number of benthos does not correlate
with the concentration of dissolved methane, it probably reflects the location and seafloor
condition, not the present concentration of methane. The concentration of methane rapidly decreases
with shallowing depth due to the oxidation and diffusion of methane ejected from the seafloor in
water column, reaching normal seawater level at the intermediate depth. Environmental impacts of
the gas venting, possibly gas explosion on the seafloor, are very limited near the seafloor.This
study was conducted as a part of the shallow methane hydrate exploration project of METI.
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Characteristics of natural gas hydrate retrieved off Abashiri, the Sea of Okhotsk
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In the area of southwestern margin of the Sea of Okhotsk, an existence of natural gas hydrate has
been expected using seismic data. Yamamoto et al. (2002) suggested existence of natural gas hydrate
off Shiretoko, the Sea of Okhotsk, by a long piston coring. Recovery of sediment core for gas
hydrate started in the cruise of TK11 in 2011 in the framework of joint research between Kitami
Institute of Technology and University of Tokyo, and obtained gas-rich sediment cores off Abshiri.
Gas hydrate crystals were first retrieved in the cruise of UT12 (T/S Umitaka-Maru) in 2012. New
hydrate-bearing sites were also discovered in the cruise of NT13-20 (R/V Natsushima in 2013. We
planned operations using T/S Oshoro-Maru, and obtained sediment cores and gas hydrates at this area
in the cruise of 05249 (2012), 05263 (2013), and (020 (2015).

Gas hydrate crystals were obtained and stored in liquid nitrogen for Raman spectroscopic analysis
and calorimetry. Samples of hydrate-bound gas were obtained onboard and stored in 5-mL vials, and
sediment gas were also obtained using a headspace gas method. We measured molecular and stable
isotope compositions of these samples. We summarized the results as follows:

1) Gas hydrates belong to the cubic structure I, containing methane (more than 99%) and hydrogen
sulfide (less than 1%). C1/C2+ ranges from 5,500 to 5,800.

2) Hydration number is estimated as 6.0310.04, agrees well with 6.0410.03 for synthetic methane
hydrate (Sum et al., 1997).

3) Dissociation heat from hydrate to gas and water is estimated as 55.1#0.3 [kJ/mol], agrees well
with 54.1940.28 [kJ/mol] for synthetic methane hydrate (Handa, 1986).

4) Hydrate-bound gas is of microbial origin according to C1/C2+ and stable isotopes of
hydrocarbons, however, delta 13C of ethane seems relatively large.

5) Gas hydrate in the NT13-20 PC@6 core contains trace amount of ethane (several ppm), whereas that
in the NT13-20 PC02 core contains about 10@ppm of ethane.

6) SMI (sulfate-methane interface) depth of the sediment cores are less than 1m, indicating high
methane flux off Abashiri.

We appreciate the support of the crew onboard R/V Natsushima during the NT13-20 cruise, and T/S
Oshoro-Maru during the cruises of 05249, 0S263, and (020. This study was supported by the
Grant-in-Aid for Scientific Research (B) 25289142 and 26303021 of the Japan Society for the
Promotion of Science (JSPS).

Handa (1986) Compositions, enthalpies of dissociation, and heat capacities in the range 85 to 270 K
for clathrate hydrate of methane, ethane, and propane, and enthalpy of dissociation of isobutane
hydrate, as determined by a heat-flow calorimeter. J Chem Thermodyn 18: 915-921.

Sum et al. (1997) Measurement of clathrate hydrates via Raman spectroscopy. J Phys Chem B 101:
7371-7377.
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Isotopic fractionation of ethane at the formation of sII gas hydrate composed of methane
and ethane
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Methane and ethane mixed-gas hydrate of the cubic structure II exists at the central and southern
Baikal Basin. We found "double structure gas hydrate" composed of the structure I and II in a same
sediment core. The structure II gas hydrate contained 13-15% of ethane, on the contrary, the
structure I has only several % of ethane. Subramanian et al. (2000a; 2000b) reported that a
structure II forms in appropriate gas composition of methane and ethane. Hachikubo et al. (2009)
showed that delta D of hydrate-bound ethane in the structure II is smaller than that in the
structure I, whereas delta 13C of methane and ethane, and delta D of methane are the same between
the structure I and II. It has been unknown how the structure II concentrates light ethane in delta
D (hydrogen isotope).

In this study, synthetic mixed-gas (methane and ethane) hydrates were formed and checked isotopic
fractionation between phases of hydrate and residual gas. We made a hydrate sample from methane and
ethane mixed-gas (85% C1; 15% C2) in a pressure chamber (volume: 120 mL). Before the retrieval of
gas hydrate sample, residual gas was also sampled. We measured isotopic compositions (13C and D) of
methane and ethane using CF-IRMS. Crystallographic structure of gas hydrate was determined using a
Raman spectrometer.

The Raman spectra of C-C stretching mode of ethane in hydrate phase indicated that the sample
belonged to structure II. Delta D of hydrate-bound ethane was several permil smaller than that of
residual ethane, similar to the behavior of methane delta D in the structure I. Although the
mechanism of ethane fractionation at the formation process of the structure II is not fully
understood, the results agree with the observation at the Kukuy K-2 mud volcano reported by
Hachikubo et al. (2009).

Hachikubo et al. (2009) Model of formation of double structure gas hydrates in Lake Baikal based on
isotopic data. Geophys Res Lett 36: L18504. doi:10.1029/2009GL039805

Subramanian et al. (2000a) Evidence of structure II hydrate formation from methane + ethane
mixtures. Chem Eng Sci 55: 1981-1999. doi:10.1016/50009-2509(99)00389-9

Subramanian et al. (200@b) Structural transitions in methane + ethane gas hydrates - part I: upper
transition point and applications.

Chem Eng Sci 55: 5763-5771. doi:10.1016/S0009-2509(00)00162-7
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Effect of water depth on hydration number of natural gas hydrate in Lake Baikal
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Natural gas hydrates exist under the deep sea/lake or permafrost are considered to be a potential
natural gas resource. Hydration number "n" of methane hydrate (CH, nH,0) decides the amount of
methane in an unit volume/weight of crystal. In the case of ideal full-occupation of hydrate cages,
the value of hydration number is 5.75 (Sloan and Koh, 2008). However, researchers have reported
that the hydration number is around 6, because small amount of empty cages decrease the free energy
and stabilize the crystal. Natural gas hydrates have been retrieved from lake-bottom sediment at
Lake Baikal, where the water depths ranged from 450m to 1400m, and their main gas component is
methane. Hydration number may change under various pressure condition, but it has not been examined
yet. In this study, we report the pressure effect on hydration number of synthetic methane hydrate
and natural gas hydrate of Lake Baikal.

Methane hydrate was synthesized under the pressure range between 3 MPa to 20 MPa. Natural hydrate
samples were retrieved at the southern Baikal basin (Malenky, Bolshoy, Peschanka P-2, and
Goloustnoye G-1) and central Baikal basin (Kukuy K-1, K-2, K-8, K-9, K-10, and Novosibirsk). Raman
spectroscopic measurements were made to assess the hydration numbers of samples. Raman spectra were
obtained at 123 K in the range 2,800-3,000 cm” for the C-H stretching peaks of methane, and fitted
using a Voigt function to obtain the integrated intensities of the two peaks corresponding to
methane encaged in large and small cages of the cubic structure I. The cage occupancies and the
hydration numbers were estimated from these peak intensities using a statistical thermodynamic
model (Sum et al., 1997). Hydration number of synthetic methane hydrate decreased with pressure,
from 6.05 (2.7 MPa) to 5.97 (20.9 MPa), and those of natural gas hydrate also decreased slightly
with water depth.

We are grateful to the support of the crew onboard R/V Vereshchagin during the cruises in Lake
Baikal (MHP project). This work was supported by funding agencies in Japan (Grant-in-Aid for
Scientific Research 24404026 and 26303021 from the Japan Society for the Promotion of Science).
Sloan and Koh (2008) Clathrate Hydrates of Natural Gases, 3rd ed., CRC Press: Boca Raton, FL, USA
Sum et al. (1997) Measurement of clathrate hydrates via Raman spectroscopy. J Phys Chem B 101:
7371-73717.
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Volume proportion of gas hydrate evaluated from oxygen isotope of water in locus
sub-samples
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Shallow gas hydrates are estimated to be buried around Japan, especially in Japan Sea. The methane
trapped in those hydrates are produced by biogenic (microbial) or thermogenic system. But the
relationship between shallow gas hydrates and the methanogens are yet to be confirmed. So this
study focuses on isolation and diversity of methanogenic and methanotrophic archaea.

Sediment samples were collected from the subseafloor (with or without specific structure) by the
MBARI push corer, during an environment assessment cruise. Samples were collected from the top,
middle, bottom of the recovered sediments of each push core. The samples were stored in different
temperature for the microbiological cultivation experiment and microbiological diversity analysis,
respectively.

For the methanogenic archaea isolation, cultivation was carried out by enrichment culture using
methanogen medium. The cultures were cultivated by 15°C and 30°C, respectively. We successfully
isolated several methanogenic archaea from the surface sediment. The result of the 16S rRNA gene
sequence analysis showed the isolated strains identified as one of the order of the methanogen,
Methanomicrobiales.

For the methanogenic and methanotrophic archaea diversity analysis, DNA was extracted from the
sediment samples, using ISOIL kit. The methane related functional gene, the mcrA gene of
methanogenic and methanotrophic archaea was choosen as the target gene. The genes were amplified by
PCR method. The PCR products were purified by FastGene Gel/PCR Extraction Kit. The purified
products were analyzed by clone library method. The result of the clone library analysis indicated
that specific structure of the surface of the subseafloor have specific methanogenic and
methanotrophic archaea structure.

This study was conducted as a part of the shallow methane hydrate exploration project of METI.

F—O—RIXKBHAINTARL—b. X VAEREHE. X5 VEBGEHE
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methane hydrate-bearing areas in the eastern margin of the Japan Sea
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Gas hydrates (GH) are widely spread in the sediments under the subsea floor and form at high
pressure and low temperature. GH oriented gas were grouped to thermogenic and microbial gas
according to composition carbohydrate gas and isotopic molecular weight of methane. The role of
microbial communities in the GH sites have been already investigated by several research groups.
Isotopic composition of gas hydrate is often use to determine gas derivation such as thermogenic or
microbial gases. However, combination study both isotopic gas analysis and microbial diversity have
not been performed at all. Recently we successfully obtained mix gas-derived GH core sediment in
the western Sakhalin slope off Sakhalin Island by exploration using ultrasonic wave sonar and
gravity coring, in SSGH 15 project by using Russian research vessel Akademik M. A. Lavrentyev. We
will demonstrate that results of investigating molecular and isotropic composition of the sediment
gas, sulfate and sodium compositions, and microbial composition of a GH-bearing sediment core
obtained in SSGH15.

Molecular composition ratio C,/C,+C, below SMI were in the range between 116 and 225, while d"°C and
dD values of methane were in the range of -48.9 and -45.7 permil, and of -165 and -149 permil,
respectively. These results indicated that the gas compose of large amount of thermogenic gas and
small amount of microbial gas.

Forty two individual clones have successfully analyzed, until we submit this article. Three
Aciduliprofundum related clones, and three Methanobrevibacter related clones were detected. These
sequences were clustered into oceanic methanogen in the phylum Euriarcheota. This result implied
that these archaeon generate microbial methane in the core, and may correspond to decrease isotopic
"C ratio of methane and increase the (,/C,+C; ratio. Slight amount of sequence in Crenarcheota,
which may be involved anaerobic methane oxidation (annamox). Interestingly, heterotorophic bacteria
in cluster of Deharococcoidetes-related Chroloflexi, of Candidatus artibacteria (named as division
JS1/0P9), and of Planctomycetes were frequently widespread in the core. The phylum Chloroflexi is

a lineage for which the class ‘Dehalococcoidetes’ was proposed to accommodate the tetrachloroethane
respiring coccus Deharococcides (1). These bacteria may contribute to decomposition of difficultly
degradable organic matters accumulated on deep sea floor. Planctomycetes have been often detected,
and widespread in methane-seep (2), but the functional characters have been unknown. Recently,
candidatus artibacteria have been revealed to play significant role as synbiotropic scavenger in
artificial methanogenic bioreactor, by using single cell genome analysis (3). According to the
study, atribacteria may support methanogen and chloroflexi through the by-product generation such
as acetate, butyrate, and H,. These results implied that thermogenic and microbial mixed-derived
gas composition may be formed by symbiotic metabolism of those species, but not simply generated
from inorganic gases such as (0, and H, by methanogen.
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