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Periodically, the European Space Agency (ESA) updates scientific roadmaps in consultation with the
scientific community. The ESA SciSpacE Science Community White Paper (SSCWP) 9, “Biology in
Space and Analogue Environments”, focusses in 5 main topic areas, aiming to address key
community-identified knowledge gaps in Space Biology. Here we present one of the identified topic
areas, which is also an unanswered question of life science research in Space: “How to Obtain an
Integrated Picture of the Molecular Networks Involved in Adaptation to Microgravity in Different
Biological Systems?” The manuscript reports the main gaps of knowledge which have been identified
by the community in the above topic area as well as the approach the community indicates to address
the gaps not yet bridged. Moreover, the relevance that these research activities might have for the
space exploration programs and also for application in industrial and technological fields on Earth is

briefly discussed.

Humanity has been living and working in space for more than 60 years.
Accordingly, we now know that spaceflight induces a variety of biological
changes. These have recently been characterized as key biological features of
spaceflight which include mitochondrial dysregulation, epigenetic changes,
DNA damage, altered telomeres, microbiome shifts, and oxidative stress’. It
has been suggested that matching these features to the known hazards of
spaceflight (which include altered radiation, altered gravity, being in a

hostile and closed environment, being confined, and being at a distance
from Earth) is the main area where translational space biology should focus'.

Much as others have recently consolidated the key biological features of
spaceflight, the European Space Agency (ESA) periodically consolidates
ESA scientific community views on strategic priorities for ESA Space
Biology. Here we present the ESA SciSpacE Science Community White
Paper views on the topic of “How to Obtain an Integrated Picture of the
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Molecular Networks Involved in Adaptation to Microgravity in Different
Biological Systems”. This topic emerged as a new topic for ESA as the result
of the United States National Aeronautics and Space Administration
(NASA) formation of GeneLab and the ESA formation of Topical Teams
focused on Space Omics and Personalized Medicine.

Historically, space biology experiments have been divided between
sub-disciplines such that it is not always clear if results from one species or
cell type relate or translate to another species or cell type. For example, some
microbes grow faster in space while others grow slower” or some physio-
logical systems show large alterations in space whereas others do not"*.
Despite these obvious differences, accumulated data points to the fact that
altered metabolism appears to largely be a conserved across species response
to spaceflight"' and that specific signals such as reactive oxygen species and
peptide signals also appear to be altered across species (including animals
and plants)”"*. Thus, while continued reductionist, mechanistically
hypothesis-driven research remains critical for advancing our knowledge of
space biology, it is also imperative that we use large data analysis methods to
re-explore already accumulated data and to accumulate a more accurate
picture of common versus distinct cellular and biological system responses
to spaceflight'>'°. For example, the ESA Space Omics Topical Team has
recently reviewed ESA Space Omics research'” and has used this analysis to
make recommendations for supporting future Space Omics work'®. Simi-
larly, the ESA Space Omics Topical Team has reviewed all space omics data
for C. elegans and used this data, in conjunction with other cross species
data analysis by NASA GeneLab, to propose and fly a new C. elegans
spaceflight experiment to test predicted causes of reproducible gene
expression changes (the UK Space Agency’s recent Molecular Muscle
Experiment 2).

Key knowledge gaps

Despite the growing interest of the space science community depicting the
mechanisms relying on human susceptibility to the space environment,
there are still significant information gaps which need to be investigated
deeper. As a result, in order to enable extended human missions in space,
particularly for operations beyond low Earth orbit (LEO), the next scientific
questions should be aimed at the prediction and modelling of long-term
effects of spaceflight. Thus, it will be essential to obtain an integrated picture
of the molecular and cellular networks (e.g. intercellular communication,
extracellular vesicles, etc.) involved in adaptation to altered gravity within
the organism and farther compare different biological systems. This

increased knowledge is also key to implement strategies that effectively
prevent and counteract short- and long-term effects of adaptation to
spaceflight by identifying novel diagnostic markers and therapeutic targets
that could be also useful to support medical research on Earth. A key issue
for ESA is that NASA and the Japanese Aerospace Exploration Agency
(JAXA) are already moving forward with these knowledge gaps and ESA
risks falling behind if they do not add this area of research to their portfolio.
Three key issues have been identified (Fig. 1):

1. Since altered gravity conditions affect many levels of cellular response,
thus affecting both human physiology and pathophysiology™, it will be
pivotal to compare the effects of the space environment in different
types of cells in the same organism and/or a single cell type in different
organisms. To provide a wider picture of space related effects on cells
and tissues, it will be necessary to resort to the application of -omics
approaches.

2. To handle big data coming from -omics analysis, it will be required to
use artificial intelligence and/or machine learning modelling for
developing hypotheses concerning genes and pathways involved
(common to the entire organism or specific to an individual system).

3. To develop bioinformatics tools to allow real-time analysis and
comparison within genomic and pathway databases.

Proposed research activities to fulfill open scientific
question

In the effort to fill the above gaps of knowledge, thus contributing to answer
the question “How to obtain an integrated picture of the molecular networks
involved in adaptation to microgravity in different biological systems?”
three main classes of research activities have been identified:

1. To investigate cell and tissue response to both simulated and real space
conditions, proposed research activities should be aimed at a thorough
analysis of biological samples which will allow to connect biology,
physiology and evolutionary anthropology. A more comprehensive
approach, human-scaled experiments, as well as basic science research
investigations are required in this context to help unveil the origins of
(mal)adaptations to space in the context of human evolution.

The International Standards for Space Omics Processing group has
recently reviewed the pros and cons of various omic model systems
for spaceflight’', and we encourage use of these systems. For example,
omics have recently been employed with physiologic measures to
suggest mechanisms underlying strength decline in flight for C.

Fig. 1| The SSCWP identified three key knowledge
gaps in the area of network biology. The SSCWP
made recommendations for work/goals in these
three areas. In the short term, network biology
approaches should be applied to compare changes
within and across species. In the near term, AI/ML
approaches should be incorporated into network
biology approaches. In the longer term, network
biology approaches should be employed in real time
in flight. Additional details and references are pro-
vided in the text.

@

Comparing different types of cells
‘in the same organism and/or a
single cell type in different
organismsthrough the

Real time analysis and
comparison with genomic and
pathway databases

application of —omics approaches

Using artificial Intelligence and/or
machine learning modelling for
developing hypotheses
concerning genes and pathways
involved
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Table 1 | Recommendations in short (3 years), middle (6 years) and long term (>10 years)

Open fundamental scientific Proposed Research Activities including  Suitable testbed environ- Space relevance Timeline
question ground & space experiments ment (importance of altered gravity and/or rele-
vance for space exploration)
(Ground, LEO, BLEO,
Moon, Mars)
1. Comparing different types of ~ Connecting biology, physiology and evolu-  Ground (micro- and partial  Use of spaceflight environment for basic and Short
cells in the same organism and/or tionary anthropology: a more holistic gravity simulation and applied research:
a single cell type in different approach, human scoped experiments but  hypergravity). Medium
organisms through the applica-  also basic research studies are needed to Understanding cell/tissue/organism
tion of -omics approaches. help uncover the causes of (mal)adaptations in vitro and in vivo models  specific -omics response to spaceflight versus
to space, placed in the context of human in/beyond LEO common -omics response to spaceflight.
evolution.
Humans in LEO Space Exploration relevance:
Humans beyond LEO Understanding effect of spaceflight on medically
relevant biological processes, risk assessment
and development of countermeasures.
2. Using artificial intelligence and/ Developing bioinformatics models to high-  Ground (micro- and partial  Use of spaceflight environment for basic and Short
or machine learning modelling for light both differential gene expression and  gravity simulation and applied research:
developing hypotheses concern- pathway activation in altered gravity condi- hypergravity). Medium
ing genes and pathways involved tions. Use of bioinformatics to correctly identifying
(common to entire organism or in vitro and in vivo models  causative pathways and mechanisms underlying
specific in individual system). Introducing predictive modelling as a tool for in/beyond LEO (mal)adaptation to spaceflight.
actively support ground and space crews in
tackling health status and therapeutic treat- Humans in LEO Space Exploration relevance:
ment anomalies.
Humans beyond LEO Understanding effect of spaceflight on medically
Promoting new capabilities for space omics relevant biological processes, risk assessment &
research in Europe &/or collaborate more development of countermeasures.
intensively with NASA Genelab, Interna-
tional Standards for Space Omics Proces-
sing or similar space omics international
consortiums.
3. Real time analysis and com- In space -omics data processing coupled ~ Ground (micro- and partial  Use of spaceflight environment for basic and Medium
parison with genomic and path-  with bioinformatics analysis. gravity simulation and applied research:
way databases. hypergravity). Long

Ranking of cross-correlated biomarkers
relative to inter-tangled morbidities and -co-
morbidities.

Humans in LEO

Humans beyond LEO

in vitro and in vivo models
in/beyond LEO

Use of bioinformatics as real time monitors of
pathways and mechanisms underlying (mal)
adaptation to spaceflight.

Space Exploration relevance:
Understanding effect of spaceflight on medically

relevant biological processes, risk assessment &
development of countermeasures.

elegans™. Importantly, as ESA does not have on-orbit rodent research
facilites, we encourage ESA community researchers to use rodent
data collected by NASA and JAXA. For example, using such data, a
recent ESA Space Omics Topical Team study has confirmed cross-
tissue coordination underlying omic changes in mice in flight”. In
terms of human subjects, the ESA Space Omics Topical Team has
recently suggested that this should be a priority'***, a view we support.
Further, cross-species analysis should be encouraged in order to
facilitate translational relevance. For example, a forthcoming analysis
showing C. elegans, rodents, humans all display alterations in insulin
controlled genes in response to spaceflight™.

2. To implement the use of artificial intelligence (AI) and/or machine
learning (ML) tools for establishing hypotheses about the biological
response to the space environment, the main goal of proposed research
activities will be aimed at: (i) developing bioinformatics models to
highlight both differential gene expression and pathway activation in
altered gravity conditions (for ML-centric examples see’*”); introdu-
cing predictive modelling as a tool for actively supporting ground and
space crews in tackling health status and therapeutic treatment
anomalies; (ii) promoting new capabilities for space omics research in
Europe; (iii) collaborating more intensively with international ISS
partners, NASA GeneLab (for example the AI/ML Analysis Working
Group), International Standards for Space Omics Processing or similar
space omics international consortiums.

3. To enable real-time analysis and comparison of genomic and pathway
databases generated by the integration of biological tests and artificial
intelligence, proposed research ideas should be oriented towards: the
development of in space -omics data processing coupled with
bioinformatics analysis; ranking of cross-correlated biomarkers
relative to intertangled morbidities and co-morbidities.

The timeline needed to obtain outcomes from research activities
belonging to class 1 and class 2 is expected to range from short to medium,
while the implementation of the activities belonging to class 3 requires a
timeline ranging from medium to long. For all three classes of research
activities, the suitable testbed environment to develop the related research
programs and experiments spans from simulation of altered gravity con-
ditions to be performed on ground to in vitro and in vivo tests to be per-
formed both in low Earth orbit (LEO) and beyond LEO, as well as human-
scoped tests to be handled in LEO and beyond LEO. Table 1 summarises
open scientific questions and identified research activities in the context of
the above-mentioned action points (including testbed environment and
space relevance) across short-, middle-, and long-term timeframes.

Priorities for the Space Programme (microgravity and/
or exploration relevance)

From a microgravity perspective, comparing the -omics response of dif-
ferent cell types, will enable the creation of the space equivalent of a cell atlas
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much as for human disease and physiology on Earth*"**. This will enable
more accurate work on modelling where existing data from similar
endeavours on Earth can be used to inform hypotheses concerning genes
and pathways involved in the response to spaceflight. This could be achieved
via partnership with the European Molecular Biology Laboratory (EMBL)
or various precision medicine groups across Europe. From an exploration
perspective, identifying pathways involved in (mal)adaptation to spaceflight
will enable a database of -omics changes that are and are not related to
spaceflight maladaptation. This knowledge base forms a foundation of
future personalised medicine initiatives and real time analysis of -omics
changes in space. This could be achieved not only using ESA astronaut data
but also via partnership with NASA, JAXA, and commercial spaceflight
providers. The Space Omics and Medical Atalas (SOMA)™ provides an
example of such a partnership opportunity.

Benefit for Earth and industrial relevance

Improved understanding of the molecular basis of (mal)adaption to
spaceflight should translate into better understanding of the molecular basis
of many chronic diseases commonly observed on Earth®*"'. The possibility
of identifying changes that are common to single cell types or physiological
systems in space adds an important datapoint to terrestrial -omics studies
that aim to elucidate the molecular basis of diseases or health conditions via
the use of large, unique, multi-data sets. Importantly, achieving the objective
to perform real-time analysis, by online measuring of identified pathways,
on, in, or beyond low Earth orbit (LEO) missions poses a technical challenge
that is similar to that of remote bedside monitoring3 %, Thus, much as on-site
gene sequencing enables research and diagnostics both on the International
Space Station™ and on ground (currently in the context of infectious disease
management)™, future technologies developed for use in space should have
important spin out uses on Earth.

Conclusions

While different cell types and different species show differences in their
sensitivity to microgravity, recent studies demonstrated that there are
common features in microgravity-induced alterations observed across
different cell types and different species. While the molecular mechanisms
underlying these features can be studied through specific experiments
using suitable in vitro, ex vivo, in vivo models, and also focused clinical
trials, the application of large data analysis methods to process data sets
from new and previous studies can allow us to obtain a more holistic view
of the molecular networks involved in adaptation to microgravity in dif-
ferent biological systems and a clearer picture of common versus distinct
responses to spaceflight at cellular and systemic level. By folding these
community-identified knowledge gaps into its own reseach portfolio, ESA
can ensure that it joins NASA and JAXA at the forefront of space biolgy
research as the field continues its rapid shift in paradigm towards a ‘big
data’ era.

Data availability

No datasets were generated or analysed during the current study.
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