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Abstract: Plants are vital components of our ecosystem for a balanced life here on Earth, as a source
of both food and oxygen for survival. Recent space exploration has extended the field of plant biology,
allowing for future studies on life support farming on distant planets. This exploration will utilize life
support technologies for long-term human space flights and settlements. Such longer space missions
will depend on the supply of clean air, food, and proper waste management. The ubiquitous force
of gravity is known to impact plant growth and development. Despite this, we still have limited
knowledge about how plants can sense and adapt to microgravity in space. Thus, the ability of plants
to survive in microgravity in space settings becomes an intriguing topic to be investigated in detail.
The new knowledge could be applied to provide food for astronaut missions to space and could
also teach us more about how plants can adapt to unique environments. Here, we briefly review
and discuss the current knowledge about plant gravity-sensing mechanisms and the experimental
possibilities to research microgravity-effects on plants either on the Earth or in orbit.
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1. Introduction

Plants are an important element of life support systems in space exploration due to
the fact that they provide essential components for the long-term extra-terrestrial survival
of humans. They can be used in bio-regenerative life support systems (BLSS) as source of
food and O,, for the removal of CO,, and for the recycling of waste during space missions.
As well as improving the atmosphere of closed environments, plants can also provide good
psychological health benefits for astronauts [1-4]. However, plants must be able to adapt to
and grow in extra-terrestrial environments to provide the above functions.

Plants respond to environmental signals and changes by reorienting their growth.
They adjust their orientation through the differential growth of their various regions [5].
Such directed growth responses in plants are termed tropisms [6]. Plant shoots generally
grow against the gravity vector and towards light to support photosynthesis, whereas
roots grow in the direction of gravity and away from light to acquire the water and
nutrients from the soil [7]. Unlike other changing biotic and abiotic conditions, gravity is
the sole stable environmental factor to which plants had to adapt during their evolution [8].
While land plants have evolved by adaptation to a gravitational force equal to 1-g, the
growth of aquatic species is adjusted to a lower value [9]. The gravitropic signaling
and response mechanism of plants grown on Earth has long been an area of interest
to researchers [5,7,10,11]. How these mechanisms influence plant growth-orientation
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under extra-terrestrial conditions is less understood. In an experiment, the gravi- and
phototropic responses of Arabidopsis thaliana (L.) Heynh. (Brassicales: Brassicaceae) plants
are investigated under red- and blue-light irradiation at microgravity settings of 0.1 g,
0.3 g, and 1.0 g, modelling environmental conditions on the moon (0.17 g) or Mars (0.38 ),
respectively [12]. This study shows that directional light could act as a signal to govern
directional plant growth even in the case of long-term low-gravity conditions. Nevertheless,
further understanding of the molecular processes underlying gravity sensing could help
to predict and/or manipulate plant behaviour under microgravity conditions. Here we
review the current knowledge on the root gravitropism in the model plant A. thaliana,
investigate what is the best-studied system, and review the various experimental systems
that can be used to investigate the effect of microgravity on plant behaviour.

2. Molecular Aspects of Plant Gravity Responses on Earth

Gravity, as a force, is the steadiest external stimulus on Earth that influences plant
growth and development, and hence total plant performance. The typical reaction of plants
to gravity is the growth of roots towards and the shoots against the gravity vector [13].
Differential cell elongation induced by gravity and mediated by auxin in proximal and
distal tissues results in the downward curvature of roots to acquire water and nutrients and
the upward curvature of shoots to reach for sunlight [14]. Primary roots/shoots usually
tend to grow vertically, but lateral roots (LR) and shoot branches are oriented at a different
angle to the gravity vector. This angle is denoted as the gravitropic set-point angle (GSA)
that is characteristic for plant species [15]. The degree of the GSA of lateral organs is set
by environmental signals and developmentally controlled gravity-sensing and response
mechanisms [16].

The molecular mechanism of plant gravity-sensing and response has been an im-
portant topic of debate in past decades raising several hypotheses. Gravity-sensing in
plants was first explained by the still widely accepted starch (amyloplast)-statolith hypoth-
esis [17,18]. Statoliths are membrane-bound starch grains (amyloplasts) in gravity-detecting
cells that can be found in the shoot cortex and the root columella [19]. The basis of the the-
ory is that statoliths sink to the bottom of reoriented gravity-sensing cells due to the change
in the gravity vector (Figure 1). According to the hypothesis, the settling of amyloplasts is
the primary component of gravity-sensing that triggers downstream signaling, generating
biochemical and physiological responses in the responsive plant tissues. A less popular
gravitational pressure model states that the whole protoplast (the entire cell content) has a
role in sensing gravity [20]. This model explains that mutants lacking starch in their plastids
still respond to gravity, although with a reduced sensitivity [21]. However, the importance
of statoliths in gravity-sensing could not be questioned, as it was supported by several other
experimental observations [17]. A recent hypothesis, the graviproprioceptive drive (GPD)
theory, explains the limited but still important role of statoliths [22]. Some models indicate
that statolith movement and cell reorientation are in continuous feedback, resulting in
oscillating growth. Based on this, the GPD theory proposes that the straightness of the stem
is attained by gravicline-sensing provided by statoliths together with the proprioception of
tissue bending (“self-sensing of tension and deformation”) [22].

The mechanism of organ bending in response to directional signals (tropism) was
proposed by Cholodny (1927) [23] and Went (1926) [24], (referred to as the Cholodny-Went
hypothesis). According to their model, the gravitropic response, for example, relies on the
lateral transport of auxin establishing unequal concentrations at the two sides of the organ
(towards and away from the gravity signal), resulting in differential cell elongation and
organ bending [5,14,25].
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Figure 1. Representation of gravity-sensing according to the statolith hypothesis. (A) Root tip
(primary site of gravity-sensing) representing the horizontal orientation of root and auxin flow.
Yellow arrows show the auxin flow after stimulation by gravity. (B) Gravity-sensing in the columella
cell (primary site of gravity-sensing or perception in the root) along the gravity vector, indicated by
the blue arrow pointing downwards. On reorientation of the seedling, amyloplasts (black circles)
sediment in the cell along the new gravity vector, causing the root bending. The green region
represents the nucleus of the columella cell and the orange region the vacuoles. (Some segments of
the figure were created with BioRender.com) (accessed on 2 June 2022).

The role of auxin transport in gravitropism was underlined by applying the auxin
transport inhibitor, NPA (naphthylphthalamic acid), preventing gravitropic root bend-
ing [26]. Secondary metabolites such as flavonoids act as endogenous negative regulators
of auxin transport. The mutation transparent testa (tt4) that disrupts a gene that encodes
for chalcone synthase (CHS), the first enzyme of flavonoid biosynthesis, leads to an in-
crease in root growth and gravitropism due to increment of auxin transport [27]. The ¢t4
mutants have substantially higher levels of transcripts of the PIN-FORMED (PIN) protein 2
(PIN2) than the wild type, which aids in basipetal auxin transport in the root [28]. Auxin
and ethylene hormone interaction controls flavonol production via a signalling network
involving TRANSPORT INHIBITOR RESPONSEI1 (TIR1) and ETHYLENE INSENSITIVE2
(EIN2)/ETHYLENE RESISTANT1 (ETR1), which both converge on the MYB12 transcription
factor [29].

The gravity-induced asymmetrical auxin distribution at the root tips is established
and maintained by various auxin influx and efflux transporters, including the AUX1/LAX
(AUXIN-RESISTANT MUTATION 1/LIKE AUX1) proteins, the ATP BINDING CASSETTE
B/MULTIDRUG-RESISTANCE/P-GLYCOPROTEINS (ABCB/MDR/PGP), and the PIN-
FORMED (PIN) proteins [30,31]. The polar distribution of auxin is primarily governed by
the PIN auxin efflux carriers, which are polarly localized in the cell membrane, pumping
the auxin only in a defined direction [32]. The PIN1,2,3,4, and -7 proteins collectively
control auxin distribution in the primary root [33]. These proteins are present in specific,
but overlapping, root tip regions [34]. The PIN1 mainly resides in the basal membrane of
vascular parenchyma cells, and contributes to the accumulation of shoot-derived auxin
in the root meristem. An incorrect expression or localization of PIN1 in hsp90 mutant
roots prevented the gravitropic response [35]. The PIN2 is localized apically in the PM
membranes of epidermal and lateral root cap (LRC) cells and basally in cortical cells.
Thus, PIN2 transports auxin towards the shoot in epidermal cells but towards the tip
in cortical cells, generating an auxin transport loop that was found to be important for
the gravitropic response [34]. The PIN2 mutants (designated as eirl/agrl/pin2 /wav6)
exhibited an impaired root gravity response [13,26]. The PIN3 and PIN7 are expressed
in the LRC columella cells without pronounced polarity, and are also present in specific
regions of the meristem. FOUR LIPS (FLP) controls PIN3 and PIN7 transcription levels
in A. thaliana [36]. Consequently, the auxin level was lower in the gravity-sensing cells
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of the flp mutant compared with wild-type roots [36]. The PIN4 can be observed in cells
surrounding the quiescent centre and in the basal membrane of provascular cells. While
pin2 mutants exhibited an agravitropic phenotype, the pin3, pin4, and pin7 mutants were
strongly gravitropic. Nevertheless, all these members of the PIN family have been related
to the root response to gravity, probably with partly redundant roles [31]. According to the
current model, upon change in the orientation of the root, the PIN3 and PIN7 transporters
relocalize towards the lower side of the plasma membrane, directing auxin flow into the
lower tiers of LRC cells. Once asymmetry in auxin accumulation is initiated by PIN3 and
PIN?7, the PIN2 transporter asymmetrically accumulates in the upper and lower sides of
the root [37,38]. As of consequence, auxin is transported in higher quantities in the lower
epidermal cell tiers by PIN2, thus inhibiting cell elongation that results in the downward
turning of the growing root [39].

The polar localization of PIN proteins at specific membrane domains is a dynamic
process due to their endocytic vesicular recycling [40—42]. The PIN polarity is controlled
by posttranslational modifications (phosphorylation and ubiquitination) [40]. PINs are
phosphorylated at specific residues by specific kinases [43]. These kinases include the
PINIOD (PID), the WAG2 [43,44], and the CDPK-RELATED KINASE5 (CRK5) [37,45-48].
Both loss-of-function and gain-of-function mutants of PID exhibit defective PIN3 polariza-
tion, and thus prevents bending in response to gravity [49]. The PIN3 phosphorylation is,
therefore, essential for the gravitropic response [50]. Furthermore, the PIN2-dependent
basipetal auxin transport is also reduced in pid-9 mutant roots [51]. The CRK5 was shown
to be able to phosphorylate the hydrophilic loop of PIN2, and the Atcrk5 mutant also
exhibited a delayed root gravitropic response, correlated with inhibited redistribution of
PIN2 and limited auxin accumulation in the root tip region [37]. The CRKS5 kinase can also
phosphorylate the hydrophilic loop of other PIN proteins, including PIN3 [46]. Recently,
AtCRKS5 was shown to have a role in maintaining the balance between reactive oxygen
species (ROS) and nitric oxide (NO) during root gravitropism in A. thaliana [38]. The
asymmetric redistribution of both ROS- and NO-production is induced by auxin during
the gravitropic response of roots [52,53], and both were shown to affect PIN2 turnover and
consequently auxin transport [54,55]. Based on these observations, a regulatory feedback
loop involving auxin, ROS, and NO operating during the early gravitropic response of
roots was hypothesized [38].

The role of cytoskeleton in plant gravitropism attracts attention from time to time [56].
According to the tensegrity (“tension and integrity”) model of gravitropism, the plant
cytoskeleton acts as a possible sensor and transmitter of the gravitropic signal [56]. Mi-
crotubules, filamentous actin (F-actin), and numerous regulatory proteins make up the
cytoskeleton system. Using microtubule or actin polymerisation inhibitors in plants has
highlighted the importance of the cytoskeleton in gravitropism [55,57-64]. However, the
significance of actin in gravitropism is debated, since disruption of the actin network did
not always result in an agravitropic phenotype but could even enhance statolith sedimen-
tation and the gravitropic response [56,65]. The actin cytoskeleton is therefore believed
to not be crucial for gravity-sensing per se, but for controlling the resting and sedimen-
tation of statoliths [56]. In agreement, the plastid-localized SHOOT GRAVITROPISM
RESPONSE 9 (SGR9) C3H2C3 ring finger protein with ubiquitin E3 ligase activity was
shown to be required for amyloplast dissociation from the actin filaments [66]. The sgr9
mutant exhibits reduced gravitropism since its amyloplasts cannot sediment. In contrast,
in the fiz1 Arabidopsis line having fragmented actin filaments due to a mutant ACTINS
gene, the statoliths settle almost without hindrance [66]. The ubiquitin ligase activity of
SGR9 was found to be necessary for gravity-sensing, involving the protein degradation
mechanism in the actin-mediated regulation of statolith dynamics (Figure 2). This view
is strengthened by the fact that another E3 ubiquitin ligase, WAVY GROWTH 3 (WAV3),
was also shown to be required for the root gravitropic response [67]. The homologs of
WAV3, including EDA40, WAVH]1, and WAVH?2, have redundant positive functions in
gravitropism, and the wav3 wavhl wavh?2 triple mutant revealed auxin-signalling defects



Int. . Mol. Sci. 2022, 23, 10548

50f18

during the gravitropic response in roots [67]. The identification of the protein targets of
E3 ligases implicated in gravitropism could highlight important details linking statolith
dynamics to auxin distribution. Recent discoveries led to the hypothesis that members
of the LAZY1-LIKE (LZY) family of proteins have an important role in this link [50]. The
phenotypic characterization of four members of the A. thaliana LAZY gene family revealed
that the four members expressed in statocytes in both the shoot and the root (LZY1-3 in
shoot and LZY2—4 in root statocytes) contribute to gravitropism, as well as to the setting
of the GSA [50,68,69]. The defect in the gravitropic bending of /zy multiple mutants was
due to their impairment in lateral auxin redistribution without the impact on amyloplast
sedimentation on realignment [69].

Statolith
sedimentation

ARG1/ARL2
LZY2,4
RLD1
PO
PID/WAG2 —_— I— Antigravitropic offset
CRKS )
? .
Auxin redistribution in /
columella

Q==

Auxin redistribution in
epidermis

Proprioperception of
bending stress

Tl
Gravity

2,
9

Differential cell elongation

Figure 2. Simplified hypothetical model depicting some of the known components of gravity-
signalling and -response pathways in plants, mostly based on data obtained on A. thaliana. The
organisation of the actin network controls statolith sedimentation in the reorientating of the gravity-
sensing cells. Protein degradation via the SGR9/WAV3 and related ubiquitin ligases hampers this
control. Sedimenting statoliths initiate cellular polarization via the ARG1/ARL2-LZY2,4-RLD1
membrane-associated protein module. This module relocalizes the PIN3/4/7 proteins to the mem-
brane domain towards the gravity vector (only PIN3 is expressed in the emerging lateral root, but
all three in the columella of the main root). Auxin is redistributed in the gravity-sensing cells, and
the asymmetric basipetal transport of auxin at the lower side stabilises PIN2 in the basal membrane,
pumping auxin towards the shoot in higher quantities in the lower epidermis (towards the gravity
vector). This prevents cell elongation in these cell rows, resulting in differential cell elongation
between the two sides of the root causing downward bending. The polar localization of PIN proteins
is dependent on their phosphorylation by various protein kinases (PID/WAG2/CRKS5). Asymmetric
auxin distribution establishes asymmetry in ROS-NO accumulation. ROS and NO are in an intricate
relationship, and their balance is required to maintain PIN2 stability in the membrane. The effect
of gravity is counterbalanced by the hypothetical proprioperception of mechanical stress caused by
organ bending (likely involving the actin network) and by the auxin transport-dependent antigravit-
ropic offset (molecular components are yet unknown) contributing to the gravitropic set-point angle
of lateral organs.
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A. thaliana lateral roots emerge perpendicular to the primary root, but soon attain a GSA
of approximately 75° [70]. This is due to the interaction of gravitropic and antigravitropic
offset (AGO) growth components, which are both auxin transport-dependent [71,72]. The
results suggest that GSAs are maintained by the interaction of the two opposing auxin
fluxes, the balance of which determines the angle of organ growth. In agreement, following
their emergence, lateral roots maintain a gravity-dependent non-vertical growth that
progressively turns to vertical over several days. During this growth period, the lateral
roots can reorientate their growth either upwards or downwards to maintain their GSA. In
the lateral root tips of Izy mutants, the asymmetric distribution of PIN3 and auxin response
were reversed, suggesting that LZYs control asymmetric PIN3 accumulation and the
direction of polar auxin transport (PAT) in the root cap columella in response to gravity [68].
An analysis of the GSAs of the lateral roots of pin3-4, pin4-3, and pin7-2 single and multiple
mutants led to the hypothesis that the repression of PIN4 and PIN7 in the gravity-sensing
columella cells is the cause of the limited gravitropic response of young lateral roots, in
comparison with the main root where all three PINs (PIN3/4/7) are expressed in the
statocytes [73]. This is believed to strengthen the gravitropic response, allowing for the
predominantly vertical growth of the main root. Recently, the LZY-interactor RCC1-like
domain (RLD) proteins were also reported as essential regulators of PAT and GSA [74].
The following model emerged: statolith sedimentation first results in the polarization
of the cellular localization of LZY that recruits RLD1, which in turn is required for the
relocalization of PIN3 modulating the auxin flow [69,74]. The transmembrane protein,
ALTERED RESPONSE TO GRAVITY 1 (ARG1), and its paralog ARG1-LIKE2 (ARL2)
were also implicated in PIN3 relocalization and asymmetrical auxin distribution during
gravistimulation [7,75,76]. Both argl and arl2 mutations exhibit slower reorientation of
hypocotyls and roots, without affecting the root starch content [76,77]. It was hypothesized
that these membrane-associated DnaJ proteins might have a role in the cellular polarization
of LZY [69]. The current molecular model of sensing gravity in roots is schematically
summarized in Figure 2.

3. Plants in Simulated or Real Microgravity Conditions
3.1. Experimental Platforms

Plants will be crucial in ensuring resources for human existence on long-duration
journeys beyond Earth during space colonization. Microgravity conditions in space offer an
unparalleled environment to study reduced gravity’s effects on animal and plant organisms.
Plants in space may not only supply future food, but also oxygen for survival. Plant
experiments have been performed in space since the launch of Soviet/Russian Salyut 1,
the first space station [78]. Plants have also been cultivated in various space-mimicking
environments for a long time now [78]. Therefore, the research on plant growth in space
conditions has a detailed history. The long-term aim is to develop a bioregenerative life
support system that can provide astronauts with fresh food, oxygen, decreased CO,, and
recycled metabolic waste [79-81]. As a food source in bioregenerative life support systems,
plants may be affected by the long-term impacts of the space climate [82]. To cultivate
plants successfully in space, we must first deeply understand plant growth mechanisms
and behaviour in microgravity situations [83]. Gravity regulates buoyancy, convection,
and sedimentation, which all influence a range of physical and chemical processes also
associated with plant growth and development [84]. The ubiquitous force of gravity
impacts plant growth, development, and morphology at all levels [85]. To study this, plants
have been subjected to microgravity or hypergravity environments in labs on Earth and the
International Space Station (ISS) platform [80]. Here on Earth, short-duration microgravity
conditions are simulated by approaches such as rotation in clinostat, free fall in drop tower
experiments, parabolic flights using airplanes, and the sounding rockets, as pictographically
represented in Figure 3. Long-term microgravity, however, can only be perceived by plants
in experiments performed in orbit on ISS. These reported experimental platforms have
indeed a different quality and duration of microgravity stimulations. However, access to
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some of these experimental platforms, including the ISS, is still limited and very costly.
Here, we briefly describe some of these methods used to research plant gravity perception
and experimentation, mostly under fractional or long-term microgravity conditions.

Clinostat Drop Tower Zero-g Flight

Sounding Rocket
International Space Station (ISS)

Figure 3. Pictographic representation of some platforms used for microgravity simulations on Earth
and lower orbit. Arrows indicate the samples from different platforms that are collected and sent for
experimentation and data analysis (Figure was created with help of BioRender.com) (accessed on
2 June 2022).

3.1.1. Clinostats

A clinostat, developed in the 19th century, is a device using rotation to study the
effects of a nullified gravitational pull on plant growth and development [86]. Clinostats are
named based on rotational axes: one-axis clinostats with slow (1-4 rpm) or fast (50-120 rpm)
rotations, and clinostats with multiple axes of rotation. Modified clinostats with changing
rotation axes are defined as random positioning machines (RPMs) [87]. To study the impact
on plants, seeds, or small plantlets, those are grown or attached to solid or semi-solid based
media and placed into these rotating devices [88]. Clinostats can be used to eliminate the
effect of constant gravity on objects imitating brief periods of microgravity [89]. Since
scientists discovered gravity as a key factor to plant growth and development in the
late 1800s, clinostats have been created and used for such studies [90]. Several of these
studies have shown the utility of comparative analysis based on the biological impacts
of clinostats and specific microgravity methods for space research [91-93]. Most artificial
gravity reactions during shorter time periods can be explored using clinostats and validated
further by using free-fall studies [94]. During clinostat rotation, the force of gravity does
not change over time, but differential growth will cause plant organs to bend and shift
the organ position in long-run experiments. This must be taken into consideration when
comparing the results obtained with different axes [88,95]

3.1.2. Drop Towers

Drop towers are another form of ground-based facility used for experiments to study
the impact of microgravity on plants, as well as other scientific experiments. This approach
mostly produces a few seconds of weightlessness on objects [96]. It is a low-cost method on
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the ground to mimic short durations of microgravity on plants, and involves an experimen-
tal payload catapulted through the vacuum to reduce air friction [97]. Short microgravity
exposure in a drop tower is obtained when a catapult-driven container with a biological
sample falls freely. Drop tower samples experience microgravity to the level of 107° g, and
allow for the precise monitoring of experimental data during this course. Drop tower, for
instance the one based in Bremen, Germany, consists of a cylinder-shaped capsule with
a specific diameter, height, and mass dropped at approximately 110 m vertically on the
ground [97]. Actually, the duration of microgravity on this platform is limited, and cannot
provide data on the effect of long-term diminished gravity perceived by plants and their
adaptation to such environments.

3.1.3. Parabolic Flights and Sounding Rockets

Parabolic flights use special airplanes that generate approximately 10-20 s of micro-
gravity on carrying objects. Such aviation-based parabolic flights use an airplane designated
to perform 31 parabolas in microgravity every 22 s [96]. Parabolic flights can also be used to
investigate the effects of alternating microgravity and hypergravity phases on gravireceptor
activation in specific plant cells [98]. It must be taken into consideration that the samples
on parabolic flights are exposed to both the hyper- and microgravity conditions after the
first parabola. Thus, the samples collected from such experiments have experienced both
conditions at different time points of flight, and this might affect the result obtained [96].

Another instrumentation to generate a longer duration of microgravity on objects
includes the sounding rockets. They may provide another option for short-duration
microgravity simulation, producing minutes of weightlessness on samples. During the
free-fall, these trips on rockets provide 4-13 min of overall microgravity conditions [96].
These rocket programs have also contributed to several experimental programs involving
physical and biological sciences. However, the weightlessness time is again too short
to effectively assess long-term growth and development, as in most of these discussed
short-duration simulators.

3.1.4. Space Flights and the International Space Station

The difficulty of altering gravity on Earth complicates research into gravity’s direct
and indirect effects on plant development. The microgravity research station on orbit is
known as the “International Space Station” (ISS), which provides a place to perform ex-
periments related to microgravity. The ISS includes a low-orbit space station for long-term
gravity experiments, and is equipped with laboratories for research and investigation in
various scientific fields. The ISS does not have artificial gravity services; therefore, the
European Modular Cultivation System (EMCS) on board on the ISS conduct experiments
on plants and animals. Moreover, to perform the plant-signalling flight experiments, the
ISS has the EMCS, which contains two rotors within a controlled chamber that permits
for experimental conditions such as microgravity and simulated gravity in space. Before
spaceflight platforms, it was impossible to investigate the long-term physiological changes
caused by low gravity [80]. On the ISS platform, crew members work in laboratories con-
ducting scientific research on samples. The inclusion of plant-growing facilities on orbiting
space platforms such as the ISS allows plant researchers to conduct complex long-term
microgravity studies in space. Less than a decade ago the first plant growth chamber called
“Veggie” was built to grow and experiment with plants in space on the ISS. [80]. Parts of
investigations have shown how plants react to spaceflight circumstances, including the tech-
nological and operational advancements necessary to perform reliable biological research
in space [99]. In all instances, the space-derived experimental results on the ISS platform
must be validated with control samples and experiments on Earth. Previous research
on microgravity simulators/analogs raised some concerns about matching experimental
results obtained in space to simulation results [92]. Therefore, the conditions allowing
ground-based simulations to compare with gravitational regimes generated on the ISS
must be carefully specified through well-controlled experiments. For example, both space
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and ground experimental containers and growth cabinets should be equally controlled
in climatic, light, culture media constitution, watering regime, and other environmental
conditions. One of the other limitations is that space agencies are reluctant to share their
expensive spaceflight hardware because of the limited available space [100].

Microgravity-based plant growth system’s main concerns are irrigation to maintain
moisture at the root level while avoid flooding and anoxia and the selection of lighting
systems and suitable plant species for space farming [101]. There have already been
several reports on attempts to cultivate crops in space stations. As first attempts, leeks,
onions, and Chinese cabbages were planted on Salyut 1, a Soviet Union space station, in
the year 1971 (Oasis production system) [102]. The cosmonauts Klimuk and Sevastianov
ate the first space-grown vegetables, onions, in space in 1975 [102]. In recent years, red
romaine lettuce, Lactuca sativa L. cv. Outredgeous (Asterales: Asteraceae) plants were
grown in growth chambers (Veggie production system) to study the impact of microgravity
on microbiological and nutritional quality of vegetables grown in space [103]. These
veggies have also been involved in space crew’s supplementary diets [103]. Even more
recently, American astronauts were eating chili peppers grown and harvested on the
ISS (https:/ /www.businessinsider.com /nasa-world-records-chili-peppers-international-
space-station-2021-12; accessed on 12 June 2022). In summary, the long-term experimental
approaches such as those performed on the ISS will provide deeper details about molecular
adaptations and responses of plants to microgravity. However, some conclusions can also
be drawn from the experiments performed in shorter durations of microgravity.

4. Advancements in Sample and Data Analysis

The collected materials from different ground-based instruments and space platforms
are sent for further laboratory examinations. Previously, experiments aimed to determine
the morphological and physiological consequences of microgravity on plants. Currently,
samples are mostly collected from various experiments for transcriptomic, proteomic,
phosphoproteomic, and metabolomic studies [104-109]. For this purpose, specific tools
and protocols have been elaborated and designed. For example, the samples for RNA
collection utilizes the KSC fixation tubes to collect and preserve samples from different
platforms [110] and utilizes RNA-Later, a tissue storage reagent, used as fixative to stabilize
and protect RNA during the delivery of samples and allowing for them to be stored until
further investigations [111]. Furthermore, the increasing number of such experimental
data and results has also led to the creation of GeneLab (https://genelab.nasa.gov/)
(accessed on 12 June 2022), a repository for molecular “omics” data from spaceflight
and corresponding analogue experiments. Most importantly, the use of novel single-cell
experimental systems has also provided an easier and more advantageous platform to
experiment with microgravity responses at the single-cell level. The observations and the
handling of cells on the microscopy platform at the single-cell level are easier compared to
the whole plant in altered gravity conditions.

5. The Reaction of Plants to Microgravity

The response of plants to microgravity has already been the subject of many in-
vestigations, since reduced gravity can impact the water and nutrient uptake of plants,
affecting their growth and yield [101]. Recent research has resulted in new insights into
plants’ physiological, biochemical, molecular, and growth characteristics under space flight
conditions [81]. E.g., studies with the Micro-Tom dwarf tomato variety highlighted the
negative effect of microgravity on nutrient acquisition and plant growth, including the
overall yield [112]. The influence of microgravity on plant performance is dependent on
the exposure duration: short-term responses are characterized by the activation of various
signalling pathways, including Ca?*, lipid-, pH-, reactive oxygen species (ROS), and auxin-
signalling and changes in the metabolic profile [113]. Experiments using root explants and
plantlets from tissue cultures have also been previously carried out in space, but no molec-
ular investigations were performed [114,115]. The fern single-cell model system of spores
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of Ceratopteris richardii Brongn. (Polypodiales: Pteridaceae) appeared to be particularly
susceptible to space flight at the molecular level, showing responsiveness to the gravity
vector [116]. The samples analysed for phytohormone detection have revealed changes in
the contents of jasmonate, auxin, and numerous cytokinins during hypergravity and micro-
gravity reactions [117]. Experiments with seedlings of the cucumber, Cucumis sativus L. cv.
Burpee Hybrid II (Cucurbitales: Cucurbitaceae) in microgravity showed that PIN1 relocal-
ized on gravistimulation, redirecting auxin to the lower side in endodermal cells [118,119].
In another experiment, the growth of Zea mays L., 1753, cv. Golden Cross Bantam (Poales:
Poaceae) in microgravity situations in space improved the polar transport of auxin. These
changes enhanced PAT in maize shoots are the consequence of the changes that occurred in
ZmPIN1a levels and its polar localization in the coleoptiles [120]. Changes have also been
observed in the plant cell cycle [121] and cell shape [122] under microgravity.

Detailed spaceflight experiments have also examined the impact of varying gravity
levels on gene expression in plants [123-125]. The adaptation of plants to space flight condi-
tions involves the induction of some known and unknown stress-related genes [124,126,127].
The comparative spaceflight experiment for transcriptome analysis in the root tips of the
Phytochrome D (PhyD) mutant of A. thaliana exhibited a significant decline in transcriptome
response in comparison with wild-type controls [124]. The analysis of microarray data
indicated that the PIN3-dependent regulation of auxin-responsive genes in temporary
microgravity is mediated by PIN2 [128]. During microgravity, the expression pattern of
genes associated with oxidative stress and cell wall remodelling was also found to be
altered [107]. An investigation of the first pieces of evidence for alternative splicing dur-
ing spaceflight involved the RNA sequencing of the samples from A. thaliana during the
APEXO03 experiment [129]. The results from this experiment displayed significant differ-
ences in alternatively spliced isoforms in comparison with the ground controls. Specific
green-fluorescent reporter (GFP) gene expression analysis using confocal microscopy for
auxin and cytokinin distribution on the ISS platform displayed a vertical arrangement of
auxin hormone in the primary root [130]. Furthermore, the analysis of the gene expression
reporter of the other hormone, the cytokinin, during such conditions in root tip varied
in samples grown on ISS compared with specific ground controls [131]. Another study
identified different transcription factors that displayed a pattern of increased transcript
profiles on simulated gravity platforms [131]. A study reported the effect of fractional
gravity on the 5-day-old seedlings, and observed changes in the transcripts of genes that
were related to defence, cell-wall associated genes, and heat shock genes (HSP70, HSP90.1,
HSP101, and the DNA ] domain) [132]. The change in transcripts was mostly influenced by
the exposure of seedlings from 0.53 g to 0.88 ¢ compared with control conditions [132].

Other than the long-term effects of the ISS platform, partial or reduced gravity experi-
ments have been included to test the diminished effects of gravity [131,133]. An experiment
involved the A. thaliana seeds germinating and grown under simulated gravity similar to
that of the moon’s (0.17 g) and Mars’ (0.38 g) gravity. The results of these partial gravity
simulation experiments displayed an increment in cell proliferation and decreased cellular
growth under the levels of moon gravity [133]. In such simulated microgravity conditions,
the A. thaliana cell culture showed an increased speed in the cell cycle due to a shorter
G2/M phase and little increment in the G1 phase [134]. This also led to changes in the
necessary nuclear function of the cells.

Moreover, microgravity influenced photosynthesis process in various plants species,
as reported in Brassica rapa (Capparales: Brassicaceae) [135], rice seedling Oryza sativa
L. (Poales: Poaceae) [136], Ipomoea batatas (L.) (Solanales: Convolvulaceae) [137], and
Hordeum vulgate L. 1753 (Poales: Poaceae) [137]. For example, Kitaya and co-workers
reported higher photosynthesis rates in I. batatas (L.) [137] and H. vulgare plants species
with increasing gravity from 1.0 g to 2.0 g, but a reduced photosynthesis rate was re-
ported with decreasing gravity from 1.0 g to 0.1 g [137]. In the case of rice seedlings,
chlorophyll content was improved in the exposure of rice plants to clinostat at 2 rpm for
up to 7 days, while chlorophyll content was decreased after exposure to the rice plants
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for more than 7 days [136]. A recent study reported the seed germination of Pinus pinea
L., 1753 (Pinales: Pinaceae) under altered gravity, and found a higher seed germination
rate under microgravity (2 x 10—3 g) than in hypergravity (20 g) conditions [138]. This
was due to a higher activity of enzymes related to seed germination, such as 3-HADH
(3-hydroxyacyl-CoA dehydrogenase) (fatty acids oxidation), ICL (isocitrate lyase), MS
(malate synthase) (glyoxylate cycle), isocitrate dehydrogenase (ICDH; Krebs cycle), glucose
6 phosphate dehydrogenase (G6PDH; pentose phosphates shunt), and pyruvate kinase (PK;
glycolysis) [138]. Similarly, the exposure of P. pinea seed to hypergravity for 64 h at 4 °C
hampered the enzyme activity associated with seed germination and subsequently delayed
the germination of seeds of the same species as compared with control conditions [139].
Microgravity had a negative impact on seed viability and germination of Eruca sativa
Mill. (Capparales: Brassicaceae) that were stored on the ISS for 6 months compared with
those held on the Earth’s surface [140]. Likewise, lower seed germination, decreased plant
height, a smaller number of tillers, and an altered expression of associated protein D14
were reported in rice seeds under orbited SJ-10 spaceflight for 12.5 days [141]. A recent
study by Villacampa et al. (2021), reported that the three gravitropism stages, statolith
sedimentation, asymmetrical auxin distribution, and differential elongation, that regulate A.
thaliana seedling growth were differentially modulated under fast and slow horizontal and
vertical clinorotation conditions [142]. Moreover, the flavonoid synthesis pathway mutants
known as transparent testa (tt) grown in the presence of light or a D-ROOT device showed
stunted growth of shoots and roots as compared with the wild type. However, in the ¢t3
mutant, flavonoid-accumulation plants exhibited better growth and proper development
of the longitudinal axis when grown in a D-ROOT device under dark growth conditions as
compared with wild-type tt4 (flavonoid-deficient) mutants [143]. This concluded that the
proper re-establishment of root directional growth to achieve proper water and nutrients in
A. thaliana plants under simulated microgravity depends on the flavonols that regulate the
light-avoidance mechanism [143]. A relatively new device equipped with an LED lighting
system designed for plant experiments in the large diameter centrifuge (LDC) gondolas and
the large-size random positioning machine (RPM) (ROOTROPS) was used to investigate the
impact of simulated gravity, along with light quality, on the root orientation of crop of the
plant Brassica oleracea var. italica (Brassicales: Brassicaceae) seedlings. The vigorous growth
of the B. oleracea seedling was reported in combination with different light regimes (red,
blue, and white) and simulated RPM to centrifugation up to 20x g under the dark-grown
conditions [144]. Similarly, the growth rate of Abelmoschus esculentus (L.) Moench (Malvales:
Malvaceae) seeds was increased up to 14% when grown under simulated microgravity
rather than in the Earth’s gravity [145]. Moreover, simulated microgravity reduced the
expression of the PMEPCRA gene in A. thaliana responsible for the biosynthesis of the
pectin methylesterase enzyme involved in pectin remodelling and cell wall decomposition
that mechanically helps plants to acclimatize during simulated and spaceflight micrograv-
ity [146]. While altered phenotypic growth parameters were observed in the Atpmepcra
mutant plants compared with the wild type, this might be due to the alteration of pectin
stiffening. Similarly, simulated microgravity altered the composition of cell walls, such as
reducing the ratio of polysaccharides and protein in the Nicotiana tabacum cv. Burley 21
(Solanales: Solanaceae) plants, enhancing the potential of cells to perform cell division and
expansion at a higher rate [147]. Hence, we can conclude from such experimental inputs
here that the effects of altered gravity on plant performance vary from species to species
and according to the type of simulated gravity and to the time of exposure.

6. Concluding Remarks and Future Prospects

Gravity stimulation is a vital component for the growth and development of plants
on Earth. According to the most popular theory, the overall process of gravitropism in
plants involves an initial act of gravity on statocyst sedimentation followed by auxin re-
localization to eventuate differential changes on cell growth [17,18]. However, there are
still many details that are not known concerning the effects of gravity stimulation on the
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mechanistic growth and development of plants on Earth. We know, however, even less
about how plants adapt in space to the challenge of microgravity environments. What is
the impact of this environment on the gravity-adapted molecular control of plant growth
and development? Questions about plant responses to microgravity are largely unan-
swered. Various experimental and technical platforms have been proposed to study plant
adaptations to microgravity. The use of these platforms has added some missing pieces
to the puzzle. These include highlighting some molecular signaling pathways that will
further help to decipher the processes driving plant microgravity responses. Different
molecular genetics approaches will inform us about the various functional and structural
components of gravity signalling on Earth as well as in space. Among others, it would be
interesting to understand the significance of kinase-dependent and independent mecha-
nisms modulating PIN protein polarity under space conditions. With the advent of the
use of single-cell experimental models, we can acquire more cellular-level understandings
of the effects of microgravity. As gravity provides a directional cue for the bending and
anchorage of roots deeper in the soil to uptake water and nutrients, studying the molecular
mechanisms in microgravity can also help to study and improve the agricultural yield in
harsh conditions, e.g., drought stress on the earth. The knowledge attained can also be
utilized to improve plant cultivation strategies and technologies, including vertical farming
on Earth. Furthermore, studying responses to microgravity can help us to gain insights
into gravity perception and signal transduction that relates to the impact on the overall
plant growth and development. The utilization of the novel genetic engineering tools can
be implied to generate plant varieties that can withstand the space stress environments and
can be involved in experiments to study plant adaptation in microgravity. Furthermore,
the knowledge of the impact of microgravity on plants can be employed in the future to
enable astronauts to grow their own food during long-term space missions.
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