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Study description

Research sample

Sampling strategy

Data collection

we used these data sources:

eggnog_5.0 database (http://eggnog5.embl.de/#/app/home)

31.0 release of the PFAM database (http://ftp.ebi.ac.uk/pub/databases/Pfam/releases/Pfam31.0/)

the thresholds for each analysis are mentioned in the text and supplementary information in detail. No custom code that is central to the
analyses of this study has been generated.

Metagenomes, SAGs, MAGs, and metatranscriptomes that support the findings of this study are deposited in GenBank and their respective accession numbers are
provided in the Supplementary Data 1. The FSGD MAGs are deposited in GenBank under the NCBI BioProject with the accession number PRJNA627556 (https://
www.ncbi.nlm.nih.gov/bioproject/PRJNA627556). The MAGs and SAGs generated in this study are publicly available in figshare under the project “Fennoscandian
Shield genomic database (FSGD)” with the identifier DOI:10.6084/m9.figshare.12170313. Alignments and phylogenetic trees that support the findings of this study
are available in figshare under the project “Fennoscandian Shield genomic database (FSGD)” with the identifiers DOI:10.6084/m9.figshare.14166650, DOI:10.6084/
m9.figshare.14166638, DOI:10.6084/m9.figshare.13298513, and DOI:10.6084/m9.figshare.12170310. All data supporting the findings of this paper are available
within this paper and its supplementary material. All the programs used and the version and set thresholds are mentioned in the manuscript, supplementary
information, and the reporting summary. Source data are provided with this paper.

This study is an exploratory research to investigate the existence of a common microbiome in the deep groundwaters running
through a similar lithology. This study does not include treatment factors and interactions, design structure (factorial, nested,
heirarchical). The metatranscriptome samples were collected in replicates and detailed information is mentioned in the text and
supplementary information.

Multiple groundwater samples were collected over several years from two deep geological sites excavated in crystalline bedrock of
the Fennoscandian Shield. These sites provide access to deep groundwater flowing in similar lithology. in The first is the Swedish
Nuclear Fuel and Waste Management Company (SKB) operated Äspö HRL located in the southeast of Sweden (Lat N 57° 26’ 4’’ Lon E
16° 39’ 36’’). The second site is on the island of Olkiluoto, Finland, that will also host a deep geological repository for the final disposal
of spent nuclear fuel (Lat N 61° 14’ 31’’, Lon E 21° 29’ 23’’). There are limited number of access points to study the deep groundwater
microbime these two sites provide access to groundwater flowing in similar lithologies. These samples allow for exploring the
microbial diversity of deep disconnected groundwaters and understanding whether they harbor a common core microbiome. The
collected groundwater samples were used for metagenomics sequencing (n=27 from the Äspö HRL and n=17 from Olkiluoto), single
cell genomics (n=564), and metatranscriptomics (n=9 from the Äspö HRL). All samples are deposited to the National Center for
Biotechnology Information (NCBI). Detailed information and accession numbers are provided in the text and Supplementary Data1.

Samples of groundwater flowing in bedrock fractures of the Fennoscandian Shield were collected from two sites with similar
lithologies. The first is the Swedish Nuclear Fuel and Waste Management Company (SKB) operated Äspö HRL located in the southeast
of Sweden (Lat N 57° 26’ 4’’ Lon E 16° 39’ 36’’). The second site is on the island of Olkiluoto, Finland, that will also host a deep
geological repository for the final disposal of spent nuclear fuel (Lat N 61° 14’ 31’’, Lon E 21° 29’ 23’’). We used available
metatranscriptomes collected from the Äspö HRL to check for the active metabolism. No statistical method was used to determine
the sample size. In order to make sure we will be able to extract enough DNA/RNA for sequencing from the collected samples, we
continued filtration until the filters were clogged. We sampled each borehole more than once to study their composition at different
time points.

Water samples for generating metagenomes were collected from the Äspö Hard Rock Laboratory (Äspö HRL) from boreholes
SA1229A-1 (171.3 mbsl), KA3105A-4 (415.2 mbsl), KA2198A (294.1 mbsl), KA3385A-1 (448.4 mbsl), and KF0069A01 (454.8 mbsl).
Planktonic cells were collected after flushing five borehole section volumes on sterile polyvinylidene fluoride (PVDF), hydrophilic, 0.1
µm, 47 mm Durapore membrane filters (Merck Millipore) under in situ conditions by connecting a High-Pressure Stainless Steel Filter
Holder (Millipore) with a downstream needle valve and pressure gauge directly to the borehole. After filtering an appropriate volume
of groundwater, each filter was rolled and placed in a sterile cryogenic tube (Thermo Scientific) and immediately frozen in liquid
nitrogen. Samples were frozen at the sampling site to allow transport to the laboratory without any changes in the microbial
community. Tubes were stored at -80 °C until further processing.
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Timing and spatial scale

Data exclusions

Reproducibility

Randomization

Blinding

Did the study involve field work? Yes No

Field work, collection and transport
Field conditions

Location

Samples were collected and processed by the Mark Dopson lab at the Linnaeus University.

The island of Olkiluoto on the south-west coast of Finland groundwater was collected from three drillholes that access fracture fluids
at different depths; OL-KR11 (366.7-383.5 mbsl), OL-KR13 (330.5-337.9 mbsl), and OL-KR46 (528.7-531.5 mbsl). Multiple samples
were collected during 2016 (OL-KR11 n = 7, OL-KR13 n = 7 and OL-KR46 n = 3). To collect biomass for DNA analysis, approximately 10
L of groundwater was pumped directly into a chilled sterile Nalgene filtration unit fitted with a 0.22 µm pore size Isopore
polycarbonate membrane (Millipore) and connected to a vacuum pump. After filtration, the membrane filters were rolled and stored
in 1.5 mL sterile screwcap tubes. Filters collected for DNA extraction were preserved in 750 mL LifeGuard Soil Preservation Solution
(MoBio, Carlsbad, CA, United States) and transferred to the laboratory on dry ice. Filters were stored at -20 °C until further
processing.

Samples were collected and processed by the Rizlan Bernier Latmani Lab at the École Polytechnique Fédérale de Lausanne.

Water samples for capturing single-cell amplified genomes (SAGs) were collected from KA3105A-4 (n=15), KA3385A-1 (n=148),
SA1229A-1 (n=118), OL-KR11 (n=138), OL-KR13 (n=117), and OL-KR46 (n=28) water samples. SAGs were amplified, sequenced, and
assembled by the Joint Genome Institute (JGI), USA.

samples were collected and processed according to the JGI guidelines by Margarita Lopez-Fernandez, Mark Dopson, and Emma Bell.

Metatranscriptomic datasets were generated for Äspö HRL water samples originating from boreholes KA3105A-4 (n=2), KA3385A-1
(n=4), and SA1229A-1 (n=3). The groundwaters were sampled from the Äspö HRL under in situ conditions using two different
sampling methods. Firstly, by connecting a RNA sampling device with an in-built fixation system (constructed by Maskinteknik AB,
Oskarshamn, Sweden) from June 2015 to March 2016. Secondly, by connecting a high-pressure stainless steel filter holder (Merck
Millipore, USA) with a downstream needle valve and pressure gauge from September 2015 to January 2016. detailed information and
appropriate references are mentioned in the supplementary information and Supplementary Data1. In both cases, planktonic cells
were collected on sterile hydrophilic polyvinylidene fluoride (PVDF) membranes with 0.1 µm poresize (47 mm Durapore, Merck
Millipore, USA) under in situ conditions.

Samples were collected and processed by the Mark Dopson lab at the Linnaeus University.

Metagenomics amples were collected from the Äspö Hard Rock Laboratory (Äspö HRL) during 2013, 2014 and 2016. The Olkiluoto
samples were collected during 2016. Metatranscriptomic datasets were generated during the 2015 and 2016. This study was
designed to explore the diversity of the deep groundwater samples in different aquifers.

No data were excluded from the analyses.

Sample collection and processing of the two locations has been done independently and by two different groups. Analyses of this
study are performed independently for each dataset. All methods used in this study are referenced extensively and results have been
reproduced by recovering similar metagenome assembled genomes from different sites. All the data are publicly available and all
methods with the parameters used are mentioned in the manuscript and supplemental information. The raw data for figures are
submitted as Source Data and Supplementary Data.

Randomization is not relevant to the nature of this study. In this study we explore the microbial community of the deep groundwater
in two disconnected locations. samples originating from each location are analyzed independently and results are compared to find
overlaps that is defined as the common core microbiome between the two locations.

This study is an exploratory study analyzing the microbial diversity and there was no prior expectation on what would influence the
results, hence no blinding was performed in this study.

Multiple groundwater samples were collected over several years from two deep geological sites excavated in crystalline bedrock of
the Fennoscandian Shield. The first is the Swedish Nuclear Fuel and Waste Management Company (SKB) operated Äspö HRL located
in the southeast of Sweden (Lat N 57° 26’ 4’’ Lon E 16° 39’ 36’’). The second site, operated by Posiva Oy, is on the island of Olkiluoto,
Finland and will also host a deep geological repository for the final disposal of spent nuclear fuel (Lat N 61° 14’ 31’’, Lon E 21° 29’
23’’). Water types with various ages and origins were targeted by sampling fracture fluids from different depths. detailed information
are available in Supplementary methods and Supplementary Table S1.

Metagenomics amples were collected from the Äspö Hard Rock Laboratory (Äspö HRL). This underground laboratory located in the
south-east of Sweden (Lat N 57° 26" 4"" Lon E 16° 39" 36"") is excavated in the Proterozoic crystalline bedrock of the Fennoscandian
Shield extending to a depth of 460 m below sea level (mbsl) with 3600 m of total tunnel length. The Äspö HRL samples originated
from boreholes SA1229A-1 (171.3 mbsl), KA3105A-4 (415.2 mbsl), KA2198A (294.1 mbsl), KA3385A-1 (448.4 mbsl), and KF0069A01
(454.8 mbsl).

The island of Olkiluoto on the south-west coast of Finland will host a deep geological repository for the final disposal of spent nuclear
fuel (Lat N 61° 14’ 31’’, Lon E 21° 29’ 23’’). Groundwater was collected from three drillholes that access fracture fluids at different
depths; OL-KR11 (366.7-383.5 mbsl), OL-KR13 (330.5-337.9 mbsl), and OL-KR46 (528.7-531.5 mbsl). Multiple samples were collected
during 2016 (OL-KR11 n = 7, OL-KR13 n = 7 and OL-KR46 n = 3).

Single-cell amplified genomes (SAGs) were captured from KA3105A-4 (n=15), KA3385A-1 (n=148), SA1229A-1 (n=118), OL-KR11
(n=138), OL-KR13 (n=117), and OL-KR46 (n=28) water samples.

Metatranscriptomic datasets were generated for Äspö HRL samples originating from boreholes KA3105A-4 (n=2), KA3385A-1 (n=4),
and SA1229A-1 (n=3).




