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Microbial rhodopsin (MRs) ion channels and pumps have become invaluable optogenetic tools for neuro-

science as well as biomedical applications. Recently, MR-optogenetics expanded towards subcellular

organelles opening principally new opportunities in optogenetic control of intracellular metabolism and

signaling via precise manipulations of organelle ion gradients using light. This new optogenetic field expands

the opportunities for basic and medical studies of cancer, cardiovascular, and metabolic disorders, providing
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Introduction

Optogenetics is a rapidly developing interdisciplinary field
focused on the control of cellular physiological processes using
light."” Initially, optogenetics was developed as an instrument
to control excitable cells, especially neurons.** Microbial rho-
dopsin (MR)-based optogenetic tools are expressed in the
plasma membrane of excitable cells, where they are capable
of inducing firing or silencing of neuronal cells in culture,
tissue or brain of living animals.>” A vast variety of genes of
MRs (more than 10 000) were found in all domains of life and
even in viruses.>® This natural variability offers considerable
potential for further search and development of new MR
optogenetic tools.

MR-based optogenetic tools differ in light sensitivity, ion
permeability, pumping selectivity, kinetics, spectral properties,
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level and selectivity of expression. The toolkit of the optoge-
netic approach, targeting the plasma membrane, can be
expanded by a selective targeting of optogenetic tools to
membrane organelles of eukaryotic cells. Targeted expression
is a promising emerging approach of precise control of
membrane permeability and ion gradients in specific orga-
nelles. It provides the means of noninvasive, fast, and rever-
sible control of cell physiology. Although artificial selective
targeting of membrane proteins is challenging, successful
expression opens new ways to investigate organelle functions
and dysfunctions in pathologies, including age-related dis-
eases. The organelle optogenetic approach might be poten-
tially implemented for studies of cancer, cardiovascular, and
metabolic disorders.

Recent studies support the amazing potential of MRs in
optogenetic applications. Namely, MRs can provide control of a
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number of cellular processes through organelle optogenetics
with low-invasiveness, high time/spatial resolution, and unique
selectivity.> Non-rhodopsin optogenetics is also a rapidly
expanding field,'®*! which uses other photosensitive proteins
to selectively control intermolecular interactions, providing an
ability to control a plethora of processes by light. These
processes include transcription,'> receptor positioning,"
activation,'® signal transduction,'® cytoskeletal dynamics
and organelle positioning,'® programmed cell death,"” bio-
genesis'® and composition of membraneless organelles,'® as
well as phase-separation propensities of proteins in living
cells,” and many other processes.'”® In contrast, MR-
optogenetics allows one to directly control the permeability
of biological membranes of subcellular compartments and
subsequent ion gradients. Potentially, both approaches can be
complementary used for expanding control of cellular func-
tions at subcellular scale.

Light-driven channelrhodopsins have revolutionized neuro-
science.”’ The progress did not stop there; moreover, as the
optogenetic toolkit expanded dramatically and became more
diversified, it provides important grounds for the rapid growth
of optogenetic applications.? Several recent reviews describe
this progress.>'%**> However, there is still a lack of comprehen-
sive reviews on MR intracellular optogenetics.

This review focuses on optogenetics based on the targeted
expression of MRs in intracellular membrane compartments.
This area of research dramatically expands possibilities of
cellular physiology control. However, targeting of exogenous
membrane proteins in cell organelles remains challenging.*
Therefore, this review describes general strategies for pro-
tein targeting based on the addition of signal sequences
driving proteins to the membranes of a desirable cellular
compartment.” Finally, the article discusses the perspectives
of optogenetics in both fundamental and applied research.
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Structure and functions of
microbial rhodopsins

A detailed description of the structural features and function-
ality of proteins utilized in intracellular optogenetics is outside
the scope of this article, and interested readers are addressed to
multiple corresponding reviews discussing structural and func-
tional peculiarities of rhodopsins, also known as retinylidene
proteins (e.g:, ref. 25-31). Nevertheless, we present here some
basic information on the structural organization of this biolo-
gically relevant protein superfamily, members of which are
found in Eukaryotes, Bacteria, and Archaea.

Despite the fact that MRs can function as pumps, channels,
and light-sensors,?” they all have a common structural organi-
zation typical for all the rhodopsin superfamily members,
where the chromophore retinal is covalently bound to
an internal pocket formed by the seven membrane-embedded
o-helices (7TM) of the opsin apoprotein.®® Light absorption
induces isomerization of all-trans-retinal to 13-cis-retinal in
microbial rhodopsins (11-cis-retinal to all-trans-retinal in ani-
mal rhodopsins) that culminate with protein conformational
changes leading to the rhodopsin activation.’® The unique
photophysical and photochemical processes required for opti-
mal light to energy or light to signal conversion in rhodopsins
are defined by specific chromophore-protein interactions.>” For
example, the 7TM protein scaffold of microbial rhodopsins is
suitable for light-driven ion pumps, light-gated ion channels,
and light sensors which couple to membrane or soluble trans-
ducer proteins.?®

In the comprehensive review, Ernst et al>’ emphasized:
“While all of the known structures of microbial rhodopsins
show a common tight o-helical bundle of 7TM helices sur-
rounding the retinal chromophore, there is substantial varia-
tion in the arrangement of side chains, the structure of the
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Fig. 1 (A) Structure of bacteriorhodopsin (BR), with conserved aromatic
residues highlighted (PDB ID: 1QM8). Tyr83, Trp86, and Trpl82 are
strongly conserved among microbial rhodopsins (orange). Aromatic amino
acids are strongly conserved at the position of Tyrl85, Trp189, and Phe219
(yellow). In BR, Trp86, Trp182, Tyrl85, and Trpl89 constitute the chromo-
phore binding pocket for all-trans-retinal (gray). (B) Crystallographically
observed internal water molecules of BR (shown as green spheres). Note
much higher hydration of the extracellular half (bottom) compared to the
cytoplasmic one (top). Adapted from Ernst et al.>’

interfacial regions and loops, as well as in the positions of
internal water molecules”.*®*%** The most conserved common
element in the rhodopsin structure is the retinal binding
pocket. Importance of local structural organization for the
energy transfer between retinal and opsin is illustrated in
Fig. 1 representing the overall structure of bacteriorhodopsin
(BR) and showing localization of the functionally important
conserved aromatic amino acids.

Here, all-trans-retinal is sandwiched between the strongly
conserved Trp86 and Trp182 that form an important part of
the chromophore binding site.>” It was suggested that the
isomerization pathway from the all-trans to 13-cis-retinal is
determined by these bulky groups, whereas the functionally
important changes of the helical tilts necessary for BR function
are triggered by the interaction of the photoisomerized retinal
with Trp182 acting as a mechanical transducer for passing
the energy stored in retinal deformation.*® In the BR retinal
binding pocket, Tyr185 occupies another important position,
participating in hydrogen-bonding stabilization of the proto-
nated retinal Schiff base (RSBH") counterion.”” As shown in
Fig. 1B, all microbial rhodopsins contain protein-bound water
molecules near the retinal Schiff base (RSB), contributing to the
stabilization of the RSBH" in the hydrophobic protein interior
and thereby playing crucial roles in protein function.*”

Abbreviated (un)structural overview of optogenetics

The section below represents an abbreviated glance at the
(un)structured biology of MRs discussed in this review.
Although the core MR structure is represented by a 7TM helix
architecture with three loop regions on both the extracellular
and the cytoplasmic sides of the membrane, and although this

3330 | Chem. Soc. Rev,, 2024, 53, 3327-3349

View Article Online

Chem Soc Rev

module is typically used in optogenetics. Fig. 2 shows that
many rhodopsins have regions of varying lengths extending
beyond their 7TM core architecture (see red segments in Fig. 2a).
Curiously, these “extra” pieces represent appendices that are
typically expected to be highly disordered (as evaluated by
PONDR® VSL2%*). Fig. 2a also shows that the most disorder
in the most extended rhodopsins is concentrated in their
C-terminal (cytoplasmic) tails. It is tempting to speculate that
these disordered tails might serve as binding platforms for the
disorder-based interaction of rhodopsins with specific partners.
In line with this hypothesis, each of the four longest rhodopsins
discussed in this article contains multiple molecular recognition
features, MoRFs, i.e., disordered segments capable of disorder-
to-order transitions associated with binding of specific partners,
as evaluated using the IUPred2A platform®® (data not shown).

Furthermore, Fig. 2b shows the correlation between intrin-
sic disorder content and protein length and gives a clear
indication that most of the “extra” length added to the 7TM
core in rhodopsin is materialized in disordered regions.
Although the 7TM core is predicted to be mostly ordered, this
transmembrane segment includes some flexible regions that
correspond to the loops linking the transmembrane helices.
Curiously, these loop regions in different rhodopsins show
rather different propensities for conformational flexibility (data
not shown), suggesting different roles of said conformational
flexibility in the functionality of these proteins.

The fact that the cytoplasmic tails of rhodopsins contain
high levels of intrinsic disorder is in line with the known
peculiarities of disorder distribution within the transmem-
brane proteins. In fact, it was reported that 50% of transmem-
brane proteins have at least one intrinsically disordered region
(IDR) of 30 amino acids or more, with such disordered domains
being preferentially localized to the cytoplasmic side especially
of the multipass transmembrane proteins.*® In addition to
possessing numerous MoRFs, the IDRs of transmembrane
proteins are enriched in sites of various posttranslational
modifications (PTMs), including phosphorylation, a crucial
signal transduction-related PTM. Therefore, it is very likely that
these MoRF- and PTM-enriched IDRs are involved in regulating
protein activity, being capable of undergoing disorder-to-order
transition at binding to specific binding partners in a PTM-
dependent manner.*® This is likely that the presence of MoRFs
with PTM sites provides important means for fine tuning of the
strength of disorder-based binding, through local structural
changes caused by PTMs.*® Furthermore, the presence of dis-
ordered regions is typically linked to the capability of proteins
to interact with multiple partners, thereby defining their binding
promiscuity and multifunctionality, phenomena linked to the
protein structure-function continuum model.*”

In line with these considerations, published studies reported
important roles of the C-terminal tails of rhodopsins in inter-
action with rhodopsin kinases,*® targeting rhodopsins to specific
cellular compartments, such as the outer segment,* regulation
of the photoreceptor degeneration,® acting as key elements in
membrane receptor activation, molecular recognition by signal-
ing molecules, and receptor deactivation,*" playing vital role in

This journal is © The Royal Society of Chemistry 2024
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Fig. 2 Predicted intrinsic disorder content in the rhodopsins discussed in this article. (a) PONDR® VSL2-based** evaluation of the intrinsic disorder
predispositions. Disorder score of 0.5 is taken as a threshold for intrinsic disorder, where residues/regions with disorder scores exceeding 0.5 are
considered disordered (shown in red), whereas residues and regions with disorder scores ranging below 0.5 are considered as ordered (blue). (b) Length
dependence of the PONDR® VSL2-predicted levels of intrinsic disorder in the rhodopsins discussed in this article. Disorder levels were evaluated as the
percentage of predicted intrinsically disordered residues (PPIDR; i.e., residues with a disorder score of >0.5) in a query protein. In both plots, rhodopsins
are arranged from the least disordered (at the bottom of the plot) to the most disordered (at the top of the plot) in the following order: NsXeR from
Nanosalina (UniProt ID: GOQG?75); delta-rhodopsin (dR) from Haloterrigena turkmenica (UniProt ID: O93740); RmXeR from Rubricoccus marinus
(UniProt ID: AOA259U1H3); KR2 from Krokinobacter eikastus (NCBI GenBank ID: BAN14808); NpHR from Natronomonas pharaonis (UniProt ID: P15647);
MAC from Leptosphaeria maculans (UniProt ID: QO9HGT?7); Arch3 from Halorubrum sodomense (UniProt ID: P96787); BR from Halobacterium salinarum
(UniProt ID: P02945); ASR D217E from Anabaena (Nostoc) sp. PCC7120 (UniProt ID: Q8YSC4); GtACR1 from Guillardia theta (UniProt ID: L1J207); ChR1
from Chlamydomonas reinhardtii (UniProt ID: Q93WP2); GtACR1 from Guillardia theta (UniProt ID: L1IFZ3); and ChR2 from Chlamydomonas reinhardtii

(UniProt ID: Q8RUTS8).

maintaining the structure of rhabdomeres, a specialized
membrane-rich organelle that serve as a site of phototransduc-
tion, in Drosophila,** and acts as a platform for interaction with
various partners, such as arrestin.*?

It is clear that a better understanding of the multiple
functional and regulatory roles of disordered regions of rho-
dopsins is necessary for the development of novel applications
of these proteins in optogenetics. The lack of knowledge on
disorder parts of rhodopsins does not allow us to provide an
in-depth discussion of their biological roles and possible mean-
ing for optogenetics. The only what we would like to do here
is to pay attention on this fact and stress out that the studies of
the disordered parts of rhodopsins are highly important.

Advantages of MR-based optogenetic
approaches

Optogenetics offers a rapid and precise manipulation of single
cells with light.%** This technology was mainly focused on
plasma membrane expression of optogenetic tools in excitable
cells and provided a methodological revolution in neuroscience.**
The optogenetic approach shed light on the functions of certain
neuronal populations in physiologic reactions,**™*® complex
behavior’”*®* and memory.>*® The approach is also promising
for control of cell physiology with light by selective expression of
optogenetic tools in membranes of intracellular organelles.
Conventional experimental protocols and therapies for mani-
pulation of organelles physiology are based on biochemical
intervention, which have consequent drawbacks. The use of

This journal is © The Royal Society of Chemistry 2024

chemicals is usually accompanied by diffusion of the substances
in the cells and the body, which greatly affects the selectivity
of targeting and the amount of the substance that reaches the
targeted place. In addition, biochemical manipulations go
along with a poor specificity and a limited exposure time. For
example, mitochondrial uncouplers, like carbonyl cyanide
p-trifluoromethoxyphenylhydrazone (FCCP) or 2,4-dinitrophenol
(DNP), have a toxic effect and an off-target activity, since they
reduce the plasma membrane potential and lysosomal acidity
simultaneously with mitochondrial inner membrane poten-
tial.>*>' This side effect severely limits their use in research
and clinics. The same is true for bafilomycin A1,°>>® chloro-
quine (CQ), or hydroxychloroquine (HCQ) - known inhibitors
of autophagy. CQ and HCQ are FDA-approved candidates
for clinical use, but they also have undesirable side cytotoxic
effects.”

Optogenetics allows selectively influencing cell compart-
ments, certain cells, and even tissues, as well as selectively
manipulating their activities with high time and spatial resolu-
tions. Light induced activation of the cell allows for fast
response that is reproducible upon repeated stimulation. The
frequency of illumination is limited by the photocycle of
the protein. If the illumination by short pulses can excite the
majority of MRs, then it is possible to decrease the effective
power of illumination and reduce a phototoxic damage.””
Naturally, channelrhodopsins are the most convenient tools
for rapid changing of plasma membrane potential in excitable
cells.”®”” Using MRs with short photocycles allows modulating
a membrane potential with frequencies of action potential
generation in neurons.”®

Chem. Soc. Rev., 2024, 53, 3327-3349 | 3331
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Moreover, expanding the optogenetic toolkit provides
researchers with complementary tools, which can be combined.
For example, CrChR2 (cation channel), which is activated by
blue light, and NpHR (chloride pump), activated by orange
light, were combined to activate and inhibit neural activity.>**°
This pair was also targeted to different subcompartments of
retina ganglion cells: N-terminal fusion to ankyrin for soma
localization and to postsynaptic density PSD-95-protein for
dendrite localization.®' Recently, two other channelrhodopsins,
the red-shifted cation-conducting ChrimsonR and the blue-
light-absorbing chloride-conducting stGtACR2, were expressed
in dopaminergic neurons of the ventral tegmental area in
freely-moving mice, allowing bidirectional control of dopamine
release, preference-avoidance, and social behavior.®>

Optogenetic experiments can be done with wide-field or
patterned illumination of tissue. Two-photon excitation has
been applied to achieve high spatial resolution and deeper
tissue penetration.®® Delivery of light to the tissue is often
achieved by optical fiber, but the modern approach is to use
implantable LED-devices.®*%*%® An important feature of opto-
genetics is the control of the frequency and time of light
exposure, which could be adjusted for the photocycle of the
chosen MR in certain surroundings.®®

Thus, organelle optogenetics combines the advantages of
the optogenetic approach, including non-invasiveness, selectiv-
ity, temporal and spatial resolution, and reversibility of the
effect with the specificity of organelle targeting.

Strategies of MR organelle targeting

Targeting of a foreign membrane protein - MR to a certain
subcellular compartment is challenging. Despite this, a num-
ber of successful examples has been reported (Fig. 3). Plasma
membrane targeting of MRs is under investigation since first
optogenetic experiments. Fluorescent proteins are often fused
to MRs for visualization of subcellular localization of the target.
For bacteria and archaea-derived MRs, the addition of
N-terminal part from eukaryotic MR at its N-terminus was
combined with the addition of a membrane trafficking signal
(TS) as well as the ER-export signal at the C-terminus (see
detailed description in the section Plasma membrane MRs
targeting). Nevertheless, some MRs of archaeal origin could
be expressed in the plasma membrane only with TS at the
C-terminus. In addition, these constructs comprise a self-
cleavage peptide p2A after TS and before a fluorescent protein.

The mitochondrial inner membrane (IMM) targeting of MRs
was successfully done by N-terminal fusion of MR to mitochon-
drial localization signal sequence (MLS) or a mitochondrial
inner membrane resident protein part, containing MLS. For
example, channelrhodopsin 2 (CrChR2 from Chlamydomonas
reinhardtii) was targeted to the IMM with four repeats of MLS of
the 8th subunit of cytochrome ¢ oxidase (COX8)”° together with
an N-terminal truncation of ChR2.>° CrChR2 with no deletions
was also targeted to the IMM by long signal sequence of the
ABC-transporter family protein (ABCB10). For the outward
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proton pump MAC from Leptosphaeria maculans®* IMM target-
ing a long N-terminal part, containing MLS, and a transmem-
brane helix of the IMM-resident protein mitofilin was used.”?

Lysosome targeting of the outward proton pump Arch3 was
achieved by the chimeric construct called lyso-pHoenix. Arch3
together with fluorescent proteins was inserted between the 1st
and the 2nd a-helices of tetraspanin CD63, which was respon-
sible for lysosome localization. The similar construct (pHoenix)
comprising a fragment containing Arch3 between the 3rd and
the 4th helices of synaptophysin was used for synaptic vesicles
targeting.®® For endosome targeting MR ASR (D217E mutant)
was fused to the C-terminal cytoplasmic sequence of chloride
channel protein 5 (PhotonSABER).”” Also vacuole targeting of
proton pumps delta-rhodopsin (dR) from Haloterrigena turkmenica
(via fusion to the amino acid transporter Avt6)* and rhodopsin
from Ustilago maydis in Saccharomyces cerevisiae was reported
recently.®'

For endoplasmic reticulum targeting channelrhodopsin
green receiver, ChRGR was fused C-terminally to two trans-
membrane helices of a mouse ryanodine receptor 2 and the
fluorescent protein Venus.”” A viral rhodopsin OLPVR1 was
observed in the ER, although no signal sequence was added to
the protein.”®

This was a brief overview of the signals for organelle target-
ing of MRs. Next, for each organelle we describe details
of targeting and specific physiological effects observed in
optogenetic experiments. Targeting strategies and optogenetic
effects of MRs are summarized in Table 1 and specific signal
sequences, used for targeting, are represented in Table S1
(ESIY).

Optogenetics of organelles
Plasma membrane: membrane potential and metabolic control

In order to better understand organelle optogenetics, we will first
describe targeting and optogenetic effects of MRs expressed in the
plasma membrane. Historically, plasma membrane was the first
target for optogenetics, and plasma membrane-targeted tools are
still the major MR-based optogenetic instruments.®® In fact,
plasma membrane-directed optogenetics remains to be the main
area for which novel MR-based optogenetic tools are deeply
studied and improved.>® There are no reports on engineering
MRs with novel properties for the use in intracellular compart-
ments, which have not been used previously as optogenetic tools
at the plasma membrane. MR-based optogenetics has demon-
strated its significance for neuroscience.®® In such cases, specific
promoters are used to selectively express optogenetic tools in
certain populations of neurons.””®® Such approach allows
neural circuit identification and is of vital importance for
studies of brain functions.’’™®® Optogenetics also provided a
unique ability to manipulate complex behavior and memory in
living animals.®*°°

Plasma membrane MRs targeting. In a number of cases
successful plasma membrane targeting of MRs was reported.®” %%
Several MRs, which are derived from eukaryotic hosts (like CrChR1,

This journal is © The Royal Society of Chemistry 2024


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3cs00699a

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

Open Access Article. Published on 23 2024. Downloaded on 11.06.2026 19:11:54.

(cc)

View Article Online

Chem Soc Rev Review Article

\,/Hv /ff.y ) hv hv
590nm 590nm 561nm 545nm L
e oy 4+ 545nm

* +

H' TS ‘ TS . BEP TS TS
(Asano et al., 2018) RFP RFP
& (Vlasova et al,, 2023) (Donahue et al., 2021)
450nm (Nakao et al., 2022)
hv’)
> '
C(\% Cations .580nm mKate2 ynaptophysin
R Germins
Cytosol
N ?:{?3'3\ \
BN hy H
505(@"? SEpHIuorin D63
0\,?\'?‘\” Ca2+ (Rost et al., 2015) ) mKateZC-termmus
(Kakegawa 592" H
<« et al, 2018) VAt \
N eC il H  C-term. D63 NS \  SEpHiuorin®
(Eria-Oliveira " N-terminus BHK " (Rost et al, 2015)
A.S. et al, 2023) i \
- Lysosomal
‘\ SEpHIluorin umen
N (llyinsky et al.,2023)
R 580nnmy S 580nm hv
;;0“@ K 580nm’
Intramembrane . N b
space A24 7> ChR2
ChR2 (GF) A
: (SSF? / v N l (Haraetal,2013) = ‘py
mito:l?:r:drial o 2 (Dendraz (Imai et al, 2019) " s50nm
Nae
membrane A REEI0 ak/ !
AXMTS (1-140 a.a.) Mitofilin
COX8A (1-187 a.a.) e
(1-32aa) (Berry et al., 2020) c
(Tkatch et al., 2017) (Ernst et al., 2019) (Amitrano et al., 2021) COXEA nsz
- (Berry et al., 2022) (1-29 2.a.)
atrix

Fig. 3 Overview of MR-based organelle optogenetic tools and targeting strategies. Outward proton pumps Arch3 and ArchT, from Halorubrum
sodomense and Halorubrum strain TPOO9, respectively, and inward proton pumps NsXeR from Nanosalina sp. and RmXeR from Rubricoccus marinas
were expressed in plasma membrane and used to control cytosol pH.8”%8 Outward proton pump Arch3 and inward proton pump NsXeR were exploited
for control of lysosomal pH.®® Arch3 was also used for synaptic vesicles acidification.®® Inward proton pump (ASR — anabena sensory rhodopsin mutant
D217E) was used for endosome alkalization.”® Channel rhodopsin ChR2 (from Chlamydomonas reinharadtii),’*’? and proton pumps MAC (from
Leptosphaeria maculans)”>’* and delta-rhodopsin (from Haloterrigena turkmenica)’>”® were expressed in inner mitochondrial membrane and triggered
an optogenetic decrease or increase of the mitochondrial membrane potential respectively. The channelrhodopsin green receiver (ChRGR)”” and type 1
viral channelrhodopsin OLPVR1 (Organic Lake phycodnavirus rhodopsin)’® were expressed in the endoplasmic reticulum to induce Ca?* release to the
cytosol and cell contraction.

CrChR2 - channelrhodopsins 1 and 2 from Chlamydomonas serves for ER membrane insertion during protein synthesis.’”
reinhardtii), have their own N-terminal targeting signals and Membrane trafficking signal (TS, for example from the potas-
other internal signals that drive their plasma membrane sium channel Kir2.1) as well as ER-export sequence (ER, for
targeting.® MRs derived from prokaryotic (bacterial and example, FCYENEV, also from Kir2.1) are often added to the
archaeal) hosts usually do not have signals, which target them C-terminus of the protein.”®® For visualization, fluorescent
into eukaryotic cells.’® For these proteins, a general strategy is  proteins (FPs, often GFP variants) are frequently fused to the
the addition of signaling peptides derived from eukaryotic ~C-terminus of a target protein. FP could be flanked by TS at the
proteins or protein segments. The N-terminal signal peptide N-terminus and ER, at the C-terminus,®® or have both signals
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Table 1 Optogenetic control of cell physiology by targeted expression of MRs in membranes of the subcellular organelles

MR Targeting strategy Optogenetic effects on cell culture/organism Ref.
Plasma membrane
ArchT from Halorubrum sp. TP009 ArchT_BFP2_TS_ER.,: TS - membrane Cytosol alkalization by 0.3 pH-units in retinal 67
trafficking signal pigment epithelial cells. Activation of localized
BFP2 - blue fluorescent protein plasma membrane ruffling.
ER.x — ER-export signal
Arch3 from Halorubrum sodomense Arch3_TS_eYFP_ER.,: TS - membrane Cytosol alkalization by 1.1 pH-units in HeLa cells. 68
trafficking signal Cell shrinking and apoptosis via a mitochondrial-
eYFP - enhanced yellow fluorescent mediated pathway. Reduction of chemotaxis of
protein C. elegans (Arch3 expression in amphid sensory
ER, — ER-export signal neurons).
RmXeR from Rubricoccus marinus RmXeR_TS_eYFP_ER,,: TS - membrane Cytosol acidification in an alkaline medium 68
trafficking signal (pH 9.0). Reduction of cell shrinking and
eYFP - enhanced yellow fluorescent apoptosis.
protein
ER¢x — ER-export signal
Arch3 from Halorubrum sodomense Arch3_TS_p2A_RFP: Cytosol alkalization by 0.3 pH-units in HeLa cells 82
TS - membrane trafficking signal under physiological conditions (in standard cell
RFP - red fluorescent protein culture medium).
NsXeR from Nanosalina sp. NsXeR_TS_p2A_RFP: TS - membrane Cytosol acidification by 0.6 pH-units in HeLa 82
trafficking signal cells under physiological conditions (in standard
RFP - red fluorescent protein cell culture medium).
Mitochondrial inner membrane
Mutants of ChR2 from Chlamydomonas mt/2mt/4mt-ChR2(mut)-YFP: No significant localization in mitochondria. 71
reinhardtii (ChR2: 1197S, C128A/H134R, mt - cytochrome C oxidase 8 presequence
C128S/D156A - SSFO, Tr) (first 32 a.a.), 2mt, 4mt - tandem repeats
of mt, YFP - yellow fluorescent protein
4mt-A24ChR-YFP: A24ChR2 - deletion of = Mitochondrial localization in HEK293T, HeLa,
the first 24 a.a GA-PLXR, human cardiomyocytes, pancreatic
B-cells
Mutant of ChR2 from Chlamydomonas 4mt-A24ChR2(SSFO)-YFP: Mitochondrial localization in HEK293T, HeLa, 72
reinhardtii ChR2 (C128S/D156A - SSFO) GA-PLXR, human cardiomyocytes, pancreatic
B-cells. Optogenetic stop of cardiomyocytes
beating. Optogenetic decrease of glucose-bursted
ATP production. Increased oxygen consumption
in HeLa cells
Mutant of ChR2 from Chlamydomonas mito-ChR2(GF)-eYFP: mito-ABCB10 pre- Mitochondrial localization in H9C2, HeLa,
reinhardtii ChR2(H134R - GF) sequence (first 140 a.a.), eYFP - enhanced human-induced pluripotent stem cell-derived
yellow fluorescent protein cardiomyocytes (hiPSC-CMs). Programmed cell
death (apoptosis) of 80% of HeLa cells, triggered
by acute illumination. Mitochondrial utilization
by mitophagy, the preconditioning effect of
low-intensity illumination.
Mutant of ChR2 from Chlamydomonas mito-GF-eYFP: mito - renal outer medul- No mitochondrial localization. 83
reinhardtii ChR2(H134R - GF) lary (ROMK) presequence
eYFP - enhanced yellow fluorescent
protein
BR from Halobacterium salinarum COXIV-BR: COXIV - cytochrome Mitochondrial localization in yeast cells
c-oxidase subunit IV (COX4) presequence  (Schizosaccharomyces pombe), operating status
from Saccharomyces cerevisiae and orientation confirmed.
BR - bacterioopsin gene after presequence
BR from Halobacterium salinarum ATP2-BR, RIP1-BR: ATP2 - f subunit of the No significant localization in the mitochondria of 75
F,Fy-ATPase from Schizosaccharomyces yeast cells (Schizosaccharomyces pombe).
pombe
RIP1 - Fe/S RISC protein signal sequence
Delta-rhodopsin (dR) from Haloterrigena mito-dR-myc: mito - mitochondrial pre-  Mitochondrial localization in SH-SY5Y and CHO-
turkmenica sequence of human cytochrome ¢ oxidase K1 cells. SH-SY5Y cells: cell survival upon inhi-
subunit VIII (first 29a.a.) bition of the electron transport chain, suppres-
myc - human c-Myc proto-oncogene, epi-  sion of MPTP (1-methyl-4-phenyl-1,2,3,6-
tope tag tetrahydropyridine) induced cell death. CHO-K1
cells: suppression of cell death induced by
rotenone.
Delta-rhodopsin (dR) from Haloterrigena mito-dR: mito - mitochondrial Mitochondrial localization in Drosophila 84

turkmenica

3334 |

presequence of human cytochrome
¢ oxidase subunit VIII (first 29a.a.)
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dCHCHD2—/— cells confirmed, MMP increased,
ATP synthesis restored, and ROS level reduced No
direct confirmation of orientation and pumping
direction was reported. Optogenetic decrease of
insoluble a-synuclein. In clusters of
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Table 1 (continued)

MR Targeting strategy Optogenetic effects on cell culture/organism Ref.
dopaminergic neurons - decrease in neuron
death, an improvement in locomotor activity.

Mutant of delta-rthodopsin (dR) from mito-dR: mito - mitochondrial Drosophila’s mitochondrial localization,

Haloterrigena turkmenica (D104N/K225A) presequence of human cytochrome non-functional dR mutant.
¢ oxidase subunit VIII (first 29a.a.)

MAC from Leptosphaeria maculans mitofilin (187 a.a.)-MAC-eGFP Mitochondrial localization in Caenorhabditis 85
mitofilin - inner mitochondrial elegans, MMP generation, matrix alkalization,
membrane protein and ATP synthesis in mitochondrial suspension.
eGFP - enhanced green fluorescent Increased resistance to mitochondrial toxins.
protein Reversal of the protective effect of hypoxic

preconditioning.

MAC from Leptosphaeria maculans mitofilin(187 a.a.)-MAC-eGFP Lifespan extension of C. elegans, reduction of 86
age-associated physiological functional decline.

MAC from Leptosphaeria maculans mitofilin(187 a.a.)-MAC-eGFP Mitochondrial localization in mouse and human 74
CD8+ T cells, increase in the mitochondrial
membrane potential, increase in the mass of
mitochondria, and improvement of migration
and effector functions of CD8+ T cells.

Lysosomes and endosomes

Arch3 from Halorubrum sodomense CD63-pHluorin-Arch3-mKate-BHK-CD63 Lysosomal localization in HEK293, HeLa. 69
(pHoenix) Light-driven acidification of lysosomes, alkalized
CD63 - lysosomal membrane glycoprotein by bafilomycin A1.
pHluorin - pH-sensitive green fluorescent
protein
mKate - far-red fluorescent protein
BHK - transmembrane helix of the rat
gastric H+/K+ ATPase B-subunit

ASR D217E - anabaena sensory rhodopsin  ASR(D217E)-CIC5 (PhotonSABER) Early and late endosomal localization in 70

from Anabaena (Nostoc) sp. PCC7120 CIC5 - C-terminal cytoplasmic region of  hippocampal neurons, Purkinje cells.

mutant with an inward proton pump chloride channel protein 5 Light-dependent endosomal alkalization and

activity inhibition of AMPA receptor endocytosis and
motor learning in Purkinje cells in vivo.

Synaptic vesicles

Arch3 from Halorubrum sodomense Synaptophysin-pHluorin-Arch3-mKate- Localization in synaptic vesicles of mouse 69
BHK-Synaptophysin (pHoenix) hippocampal neurons and in organotypic brain
Synaptophysin - vesicular protein slices. Light-driven acidification of synaptic
pHluorin - pH-sensitive green fluorescent vesicles, alkalized by bafilomycin A1, increased
protein vesicular transmitter accumulation.
mKate - far-red fluorescent protein
BHK - transmembrane helix of the rat
gastric H+/K+ ATPase f-subunit

Arch3 from Halorubrum sodomense Synaptophysin-pHluorin-Arch3-mKate- Localization of the pHoenix in mouse hippo- 87
BHK-Synaptophysin (pHoenix) campal or striatal neuron. They showed that

proton efflux from GABAergic SVs is initially fas-
ter than glutamatergic SVs in intact synapses.
Comparison of the filling rate of empty synaptic
vesicles with glutamate and GABA.

Endoplasmic reticulum

ChRGR channelrhodopsin-green receiver, = ChRGR-ER-signal-Venus An increase of cytosol Ca®>* in the C2C12 cells. 77

engineered ChR1 from Chlamydomonas (ChRGRgr-Venus): Induction of calcium-induced calcium release

reinhardtii ER-signal - two transmembrane helices (CICR) and store-operated Ca”* entry (SOCE).
(GIn4765-11e4866) of mouse ryanodine
receptor 2
Venus - an improved variant of enhanced
yellow fluorescent protein
OLPVR1 from Organic Lake phycodnavirus OLPVR1-GFP Activation of Ca*>" release from intracellular 78

stores, activation of muscle contraction, tail
flicking and swimming in Xenopus laevis
tadpoles.

(TM and ER.,) attached to the C-terminus.®” This approach
leads to efficient plasma membrane localization for a number
of MRs. The most efficient plasma membrane localization
for the chloride pump halorhodopsin from Natronomonas

This journal is © The Royal Society of Chemistry 2024

pharaonis was achieved by the N-terminal addition of signal
peptide from the B subunit of the nicotinic acetylcholine
receptor (SPpachr) as well as TS and ER. at C-terminus
(eNpHR3.0).**°® For sodium pump KR2 from Krokinobacter
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eikastus, the addition of the N-terminal chimeric signal from
CrChR1 and CrChR2 and TS and ER. flanking the C-terminal
FP gradually increased PM localization (eKR2).”® Interestingly,
for several proton-pumping MRs: bacteriorhodopsin from
Halobacterium salinarum,®® ArchT from Halorubrum strain
TP009%” (Fig. 4a), Arch3 from Halorubrum sodomense,’® and
xenorhodopsin from Rubricoccus marinas (RmXeR)®® (Fig. 4b)
only the addition of C-terminal TS and ER. leads to efficient
PM localization. A general strategy was developed to improve
plasma membrane expression of non-eukaryotic rhodopsins in
mammalian cells, which proposes the stepwise addition of
signal sequences.®® However, for several proteins, for example
outward and inward proton pumps Arch3 and NsXeR, success-
ful plasma membrane targeting was achieved when TS was
added to the C-terminus of the MR and FP was cleaved by the
addition of p2A self-cleavage peptide (Fig. 4c).”®

Optogenetic control of plasma membrane electric potential.
Currently, the major physiological parameter controlled by the
“classical” optogenetics is the membrane potential of excitable
cells.’® For this application, a vast variety of depolarizing and
hyperpolarizing tools were proposed.’ Major depolarizing tools
are cation channelrhodopsins, especially CrChR2 (and its
modifications),'" and inward proton pumps (xenorhodopsins),”
while major hyperpolarizing tools are halorhodopsins (inward
Cl~ pumps) (NpHR from Natronomonas pharaonis),”® outward
sodium pump (KR2 from Krokinobacter eikastus),”>'%> and out-
ward proton pumps (Arch3 from Halorubrum sodomense®* and
MAC from Leptosphaeria maculans®"'°*). Anion channelrhodop-
sins’ (AChRs: wild type GtACR from Guillardia theta'® and
engineered'*®) effect on the membrane potential of excitable
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cells depends on the chloride ion concentration and the sub-
sequent reversal potential. Recently, potassium channelrho-
dopsins were found and proposed for neuronal inhibition.*®”
An optogenetic control of the contractile activity of muscle
cells was also achieved by plasma membrane expressed
channelrhodopsins.'*®'%°

Optogenetic control of cytosol pH in non-excitable cells. The
electrical activity of cells is not the only parameter that could be
controlled by plasma membrane-targeted optogenetic tools —
the pH value of the cytoplasm can be adjusted as well. Recently,
robust and long (duration of minutes) cytosol alkalization
(0.3 pH units) was demonstrated by ArchT activation in the
plasma membrane of retinal pigment epithelial cells (Fig. 4a).®”
This process was accompanied by localized plasma membrane
ruffling responses in the illuminated area (in NIH-3T3 mouse
embryo fibroblasts). One work demonstrated even a higher
amplitude of Arch3-mediated cytosol alkalization (1.1 pH units
for HeLa cells in a neutral medium) as well as cytosol acidifica-
tion by Rubricoccus marinas xenorhodopsin in an alkaline (pH
9.0) medium (Fig. 4b).°® Arch3-mediated cytosol alkalization
led to cell shrinking and apoptosis via a mitochondrial-
mediated pathway. Furthermore, Arch-3 expression in amphid
sensory neurons of C. elegans reduced chemotaxis after
illumination.®® Recently, optogenetic acidification of the cyto-
sol by 0.6 pH-units in HeLa cells was achieved by expression of
the inward proton pump NsXeR from Nanosalina sp. in the
plasma membrane (Fig. 4c).®” While NsXeR is active under a
wide pH-range, NsXeR-mediated acidification was performed
under physiological conditions (in a standard cell culture
medium).”® Arch3-mediated alkalization (by 0.3 pH-units) was

2@ (Donahue et al.,2021) b (Nakao etal, 2022) c (Vlasova et al., 2023)
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Fig. 4 Cytosolic pH manipulation by plasma membrane expression of outward and inward MR proton pumps. Light activation of the outward proton
pump ArchT (a) or Arch3 (b) (outward pump from Halorubrum strain TPO09 and Halorubrum sodomense, respectively) in the plasma membrane leads to
cytosol alkalization in the neutral medium.®”%8 Activation of RmXeR (inward pump from Rubricoccus marinas) (b) in the plasma membrane leads to a
decrease in cytosol pH in an alkaline (pH 9.0) medium.®® Activation of Arch3 and NsXeR (inward pump from Nanosalina sp.) (c) in the plasma membrane
leads to subsequent cytosol alkalization and acidification in a neutral medium.>®
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also reported, showing the usefulness of the Arch3 optoge-
netics, as originally introduced in previous studies.®*

The pH value of the cytoplasm (pH 7.2) and extracellular
fluid (pH 7.4) is a fundamental parameter for homeostasis.
In cancer cells, the cytosol is constantly alkalized (pH higher
than 7.4), which is coupled to acidification of extracellular
space (pH lower than 7.1). Higher intracellular pH alters cell
phenotype and gene expression profile. For example, cyclin D1
expression is activated by cytosol alkalization."*® An increased
intracellular pH may promote cancer cell migration during
metastasis,""" likely due to the higher cofilin activity."** Also,
an increased intracellular pH activates WNT-signaling in cells
during embryogenesis in vertebrates."*® Expression of inward
and outward proton pumps in the plasma membrane may open
new opportunities in optogenetic cytosol pH manipulation and
control of cell physiology.

Mitochondria: optogenetic control of mitochondrial membrane
potential

Mitochondria are double-membraned cellular organelles,
mainly serving the energy needs of the cell. They are vital
cellular compartments, especially for nerve'** and muscle'"
tissues, where energy consumption is high. Certain mitochon-
drial dysfunctions can lead to deafness, blindness, dementia,
diabetes, and cardiomyopathy''® and are involved in cancero-
genesis,'”” neurodegeneration,''® and aging."'® The state of the
mitochondria largely determines the physiology of the cell. The
efficiency of mitochondria depends on the mitochondrial
membrane potential (MMP) of the IMM."*° This is an impor-
tant factor that controls the synthesis of ATP, generation of
reactive oxygen species (ROS),’*! and the functionality of the
transport of immature proteins through the IMM."?* Another
important and strictly controlled parameter is the concen-
tration of calcium ions in the mitochondria.’®® Calcium acts
as a signaling molecule and is involved in many important
interactions between the mitochondria and the cell, determining
the cell’s fate."**'>

Mitochondrial protein import. Mitochondria are organelles
of endosymbiotic origin, and despite the fact that mitochondria
can perform protein synthesis,"*® most mitochondrial proteins
are encoded in the nuclear genome, since the mitochondrial
genes mainly migrated to the nucleus.'”” Synthesis of the
corresponding proteins occurs in the cytosol on free ribosomes
due to the absence of ER signals, and then the protein pre-
cursor is imported into the mitochondrial compartments. 2
Delivery and sorting of the proteins to mitochondria is carried
out using mainly various N-terminal signals, as well as internal
or C-terminal signal sequences.'*°

During translation of mitochondrial proteins encoded in
the nuclear DNA, N-terminal amino acids often have a signal
sequence which directs the protein into the mitochondrion.
Most proteins pass through the TOM40 complex of the outer
membrane (OM) of mitochondria. Proteins of this complex
recognize the signal peptide, recruit it, and send it to the pore
of the main subunit of the complex. Transported proteins
then may follow several pathways, depending on their signal

This journal is © The Royal Society of Chemistry 2024
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sequences. If the N-terminal signal is an amphipathic alpha
helix, it is recognized by the TIM23 protein complex in the IMM.
The charge helps the helix to pass through the membrane, where,
on the matrix side, the translocated protein is recruited by an ATP-
driven chaperone (mtHsp70), which pulls out the protein from the
pore of the TIM23 complex.”®* Then, the signal sequence is
cleaved by MPP protease in the matrix. If a protein has internal
hydrophobic signals, the translocation can be stopped and the
protein is laterally released into the IMM."*® If there is no such
signal, then the protein will be completely released into the
matrix, where it will be picked up by chaperones if required.
Then, in the case of a membrane protein, it is targeted into the
IMM from the matrix by OXA1, which inserts proteins from both
genetic origins (mitochondrial and nuclear)."*>

Mitochondrial targeting of MRs. Optogenetic influence on
the physiology of mitochondria can be achieved by targeted
expression of MRs in mitochondria. This is usually done
by attaching signal sequences from mitochondrial proteins to
a selected MR.”*7® However, there are no unambiguous
approaches for targeting of a specific protein. There is no assu-
rance that a signal that has been effectively used in one instance
will be appropriate for other proteins. Nevertheless, there are
several described combinations that work efficiently.'**

Bacteriorhodopsin (BR) was targeted to IMM in yeast cells by
using the cytochrome c-oxidase subunit IV (COX4) signal
sequence. This presequence is 22 residue-long and has
a cleavage site after the 17th amino acid residue (a.a.)."**
However, the attempts to do the same with signal sequences
of the B subunit of F,/Fo-ATPase and Fe/S Rieske protein were
unsuccessful.®®

CrChR2 mutants were successfully targeted to the inner
membrane of mitochondria using a 4-fold tandem repeats of
the signal of a mitochondrial inner membrane protein, the 8th
subunit of cytochrome ¢ oxidase (COX8, first 32 a.a.)"** with a
deletion of the first 24 amino acids of ChR2 (Fig. 5a).”" Also,
ChR2 mutants were expressed in the IMM with an unusually
long (140 a.a.) signal sequence of the ABC-transporter family
protein (ABCB10).”” The first 105 a.a. of this sequence are
cleaved in the mitochondria.">® COX8 signal sequences with
less than 4 repeats and no protein changes, as well as the signal
sequence of ROMK, mitochondrial KATP channel signal
sequences, failed to show the required level of localization.”
Also, delta-thodopsin (dR) and non-functional dR mutant
(D104N/K225A) were expressed with COX8 signal sequence
(first 29 a.a.).”>7®

Proton pump MAC in the latest studies was expressed
in mitochondria of C. elegans and mouse T-lymphocytes by
N-terminal fusion to the first 187 a.a. of the IMM-resident
protein mitofilin (Fig. 5b). This protein has a 34 a.a.-long
cleavable signal peptide and the transmembrane part, which
appears to remain with the delivered protein.**’

Mitochondrial uncoupling using MRs. One of the obvious
candidates for controlling mitochondria physiology is ion
channels, especially those which have high proton conductance.
Natively, mitochondria have their own stable potential."*®
Its dissipation makes it possible to simulate pathological

73,74,86
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conditions,"*® bringing mitochondria into a state of increased
respiration,® and affecting calcium homeostasis."*”

First optogenetic tools for mitochondria control were chan-
nelrhodopsin 2 mutants (CrChR2: 1197S, C128A/H134R, C128S/
D156A - SSFO) (Fig. 5a).”" CrChR2 and its mutants were
targeted to the IMM in HEK293T and HeLa cells, human
cardiomyocytes, and melanoma cells (GA-PLXR). The localiza-
tion and correct orientation in the IMM were confirmed, as
well as the functioning of the protein. Activation of the SSFO
mutant of CrChR2 was carried out by 495 £ 5 nm blue LED
(2 mW mm™2), and the closing of the channel was induced by
595 nm LED (12 mW mm ™ ?). CrChR2-mediated drop in MMP
led to reduced mitochondrial calcium influx after histamine
stimulation in HeLa cells. It also temporarily stopped the
beating of cardiomyocytes. Also, a decrease of ATP production
in pancreatic B-cells and increased oxygen consumption in
HeLa cells were observed during optogenetic activation of
CrChR2 in the IMM.

Another mutant CrChR2(H134R-GF) was used to trigger
autophagy and apoptosis by light.”> Depending on the degree
of IMM optogenetic decoupling, the effect can be exactly the
opposite. Acute illumination (475 nm LED, 5 mW mm >, 24 h)
triggered the programmed cell death of 80% of HeLa cells,
which was predominantly realized by the apoptotic pathway.
However, low intensity illumination (0.2 mW mm™>, 2 h)
induced mitophagy and mediated a preconditioning effect: cell
viability after acute illumination was two-fold higher in a
preconditioned group compared to control cells.

Energizing mitochondria with MR-proton pumps. Using the
expression of proton pumps in the IMM, it is possible to restore
a functionally significant membrane potential of mitochondria
in the case of its partial loss. MAC-rhodopsin was expressed in
the IMM.”® Optogenetic activation of MAC in mitochondria
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leads to MMP generation, matrix alkalization, and ATP syn-
thesis without succinate in the mitochondrial suspension
(Fig. 5b). Additionally, activation of MAC increases C. elegans
resistance to mitochondrial toxins and affected AMPK-
mediated energy deficit signals. At the same time, in modified
C. elegans, optogenetic MMP generation during hypoxic pre-
conditioning reversed the protective effect of preconditioning
on hypoxia/reoxygenation damage. Later, this optogenetic tool
was implemented in order to prolong the lifespan of C. elegans.
It was shown that optogenetic MMP generation in adult worms
prolongs the lifespan as well as reduces age-associated physio-
logical functional decline.®® Another elegant implementation of
MAC was its expression in the mitochondria of T-lymphocytes.
It was shown that photoactivation of MAC increases the MMP
and mitochondrial mass and improves mitochondrial function
in mouse and human CD8+ T cells.”* The migration of these
cells was greatly accelerated, and the ability of the cells to kill
tumor cells was improved.

Another proton pump - dR was expressed in mitochondria
of CHO-K1 and SH-SY5Y cells. Mitochondrial localization
was confirmed and optogenetic reduction of rotenone and
1-methyl-4-phenyl-1,2,3,6-tetrahydropyridine-induced cell death
was demonstrated.””> Nevertheless, the direction of proton
pumping by dR was not shown, and the direct confirmation
of MMP increase in cell culture was not made. Later, dR was
expressed in Drosophila mitochondria.”® The CHCHD2
(dCHCHD?2) knockout flies (a model of Parkinson’s disease)
with the mitochondrial dR were subjected to prolonged illumi-
nation. The MMP and ATP synthesis were restored. Maintain-
ing the functional potential bypassing the electron transport
chain reduces the formation of ROS both directly and by
normalizing calcium concentration. As a result, there was an
increase of mitochondrial calcium accumulation in dopaminergic
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neurons of dCHCHD2 ™'~ flies and a decrease in the number
of insoluble inclusions of overexpressed a-synuclein in neurons.
In addition, the expression of dR in dopaminergic neurons
showed an optogenetic decrease in neuronal death, as well as
an improvement in locomotor activity in flies expressing dR in
comparison with the non-functional mutant.

Taken together, two types of mitochondrial optogenetic
tools were proposed: CrChR2 to optogenetically reduce MMP
and proton pumps MAC and dR to increase MMP. A variety of
physiological outcomes can be controlled by light using these
tools from ATP synthesis and mitophagy up to the whole-
organism lifespan.

Lysosomes and endosomes: optogenetic control of pH and
proteolysis

Lysosomes are small single-membrane organelles containing a
number of enzymes that can break down macromolecules."***?
For the proper physiological function of lysosomes, it is essential
to accumulate protons within the lumen in order to maintain an
optimal acidic pH (4.5-5.0) for enzyme function. This is achieved
by a proton pump vesicular proton ATPase (V-ATPase) under the
assistance of other transporters and channels that regulate ion
concentrations in lysosomes."** Dysregulation of acidification
leads to the changes in intraluminal pH, which can result in
lysosomal storage diseases and is associated with Alzheimer’s
disease, Parkinson’s disease, and some others."*>'*® Recently, the
participation of lysosomes in many intracellular signaling and
metabolic pathways was demonstrated.*” Involvement of altered
lysosome function in the pathogenesis of metabolic disorders*®
and cancer"*>'*° was also found.

Lysosomes and endosome protein targeting. Lysosomes
contain a significant amount of membrane proteins. Delivery
and sorting of proteins into lysosomes are guided by signal
sequences. Lysosomal and endosomal membranes contain
lysosomal-associated (LAMPs) or lysosomal integral membrane
proteins (LIMPs)."** The well-known transmembrane proteins
are LAMP-1 and LAMP-2,"** which are the main components of
the lysosomal membrane, as well as LIMP-2">* and the tetra-
spanin CD63."** The transport of newly synthesized LAMPs and
LIMPs from the trans-Golgi network (TGN) to lysosomes and
endosomes is carried out in two ways: directly from TGN to
endosomes, and then to lysosomes, or from TGN first to the cell
surface, then through endocytosis to endosomes, and, finally,
to lysosomes.'> Traditional signals of targeting proteins to
lysosomes are tyrosine or dileucine-based motifs located on the
cytosolic side of lysosomal transmembrane proteins.’*® Such
motifs interact with complexes of heterotetrameric adapter
proteins AP1, AP2, AP3, or AP4, which are capable of recruiting
coat proteins (e.g. clathrin)"” and initiating the assembly and
formation of coated vesicles.'>" Several transmembrane pro-
teins require multiple motifs for targeting into lysosomal
membranes.'>®1%°

Membrane dynamics, which affects the degradation and
recycling of proteins within cells, plays a critical role in main-
taining homeostasis."®® Endosomes are a dynamic system that
undergoes morphological and biochemical changes associated
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with the transport of vesicles.'®" Among endosomes, two pools
are distinguished: early and late endosomes. Early endosomes
are small vesicles that emerge from clathrin-coated pits derived
from the plasma membrane.'**'®® Early endosomes have a
slightly acidic intraluminal pH of about 6.2-6.3."®* One of the
best-studied proteins associated with early endosomes is Rab5.
Early endosomes must then turn into late endosomes, which is
accompanied by a change in Rab5 to Rab7."®® The transition to
late endosomes is also accompanied by acidification of the
internal lumen of endosomes up to 5.0-5.5.'°* Some late
endosomes may have a complex internal vesicular structure
and are also referred to as multivesicular bodies (MVB)."*®
Finally, late endosomes fuse with lysosomes to degrade intra-
vesicular cargo.'®” Defects in the endocytic pathway are primary
reason of storage diseases'®®'®® as well as are associated with
many pathological conditions such as cancer and neurodegen-
erative diseases.'’®'”" Regulation of endocytic and secretory
pathways is important, for example, for neurons to ensure
normal synapse function.'”

MRs lysosome and endosome targeting. Expression of an
outward proton pump Arch3 in lysosomes was achieved by the
insertion of Arch3 in a chimeric construct called lyso-pHoenix
(Fig. 6a).°® Arch3 was flanked by superecliptic-pHluorin at N-
terminus and mKate at C-terminus and this fragment was
inserted between the 1st and the 2nd a-helices of tetraspanin
CD63. To achieve a correct topology of CD63, a transmembrane
helix from BHK (rat gastric H'/K'-ATPase, B-subunit) was added
after mKate. In the lyso-pHoenix construct the N-terminus of
Arch3 is oriented inside lysosomes, ensuring pumping of
protons into the lumen of the lysosome. Also, a superecliptic-
pHluorin (sepHluo) is exposed to the lysosome lumen, which
enables lysosome pH measurement, and mKate is exposed to
the cytoplasm. sepHluo together with mKate allows ratiometric
imaging of lysosome pH. The same chimeric construct was
used to target another MR - inward proton pump NsXeR to
lysosomes (Fig. 6b).'”?

In another study, Kakegawa et al.”® targeted Anabena Sen-
sory Rhodopsin mutant (ASR D217E) which acts as an inward
proton pump to endosomes, the construct was called Photo-
nSABER (Fig. 6¢). To target ASR to early endosomes, it was
fused to the C-terminal cytoplasmic sequence of chloride
channel protein 5 (CIC5). CIC5 has been shown to localize
predominantly in early endosomes."”* However, immunocyto-
chemical staining showed that this tool is expressed in early
and late endosomes simultaneously.

Optogenetic control of lysosome and endosome pH. Acid-
ification of lysosomes with the lyso-pHoenix was shown for
HEK293 with lysosomes alkalized with bafilomycin A1. Lysoso-
mal pH rapidly dropped during illumination and recovered
after the termination of illumination (Fig. 6a). Fast recovery
kinetics indicated intense proton leakage from the lysosomes,
likely mediated by proton exchangers.'”>78

Alkalization of lysosomes was performed by inward proton
pump NsXeR (Fig. 6b). The effectiveness of this Lyso-NsXeR
optogenetic approach was demonstrated through its ability to
inhibit the activity of lysosome proteolytic enzymes.'”?
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Fig. 6 Schematic representation of lysosome- and endosome-based optogenetic approaches. Three types of optogenetic tools were targeted to
lytic compartments: outward proton pump Arch3 (from Halorubrum sodomense) for lysosomes acidification (a),®® inward proton pump NsXeR (from
Nanosalina sp.) for lysosomes alkalization (b)”° and inward proton pump ASR (Anabena Sensory Rhodopsin mutant D217E) (PhotonSABER) for endosomes

alkalization (c).}”®

For PhotonSABER, it was demonstrated that light-dependent
endosomal alkalization inhibits endocytosis of the AMPA-type
glutamate receptor; the latter, in turn, blocks long-term depres-
sion in parallel fibers of Purkinje cells synapses (PF-LTD)
(Fig. 6¢).”° This tool was used to study learning and memory.
Unfortunately, PhotonSABER is not selective for endosome
subcompartments targeting and therefore requires further
development and optimization.

Optogenetic acidification or alkalization of lysosomes and
endosomes is a promising way for metabolic control in living
cells. Due to the fact that lysosomes and endosomes are
relatively small compartments, with a large surface/volume
ratio, dramatic changes in luminal pH could be achieved by
activation of rhodopsin-proton pumps (more than 1 pH unit).
Therefore, the concept of using optogenetic tools to control pH
for various types of endosomes and lysosomes is an important
and relevant task.

Synaptic vesicles: optogenetic control of neurotransmission

Optogenetic control of neurotransmission was recently
demonstrated.®® In neurons, neurotransmitter molecules are
stored in and released to the synaptic cleft by synaptic vesicles
(SVs). Neurotransmitters interact with a certain receptor on the
postsynaptic membrane, leading to excitatory or inhibitory
postsynaptic potentials, allowing the transmission of signals
between neurons. SVs are small membranous vesicles filled

3340 | Chem. Soc. Rev,, 2024, 53, 3327-3349

with neurotransmitters.’”® The loading of neurotransmitters
into SVs is critically dependent on the activity of the V-ATPase,
which provides an acidic environment by pumping protons into
the lumen of the vesicles, allowing the transporters to load
them with neurotransmitters."®>"®!

Synaptic vesicle protein targeting. The major essential func-
tions of SVs are performed by a set of integral membrane
proteins and membrane-associated proteins that can attach
and detach during the vesicular cycle. Well-known SV proteins
are, for example, synaptophysin (Syp), synaptobrevin (Syb),
synaptotagmins (Syts), and syntaxins (Syxs) which are part of
the vesicular (v-) complex of SNARE proteins, and others.'#>'83
These proteins may be associated with neurotransmitter load-
ing or release, SV exocytosis-endocytosis mechanisms, and
synaptic ion homeostasis. Most of them were identified using
mass spectrometric analysis.’®*%> However, despite the
diverse synaptic proteome, many functionally important SV
proteins and their isoforms remain unknown.'®®"'#® Mechan-
isms of SV protein targeting and consequent signal sequences
are still under discussion, and detailed mechanisms are
described only for a few of them. For example, it was shown
that synaptotagmin I has a cluster of acidic a.a. EEEVD and a di-
leucine-like motif ML at its C-terminus which mediates sorting
from endosomes to SVs,"89'°

Targeting MRs to SVs was done by inserting Arch3 proton pump
between the 3rd and the 4th helix of tetraspanin-synaptophysin.'**

This journal is © The Royal Society of Chemistry 2024
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The chimeric construct was similar to lyso-pHoenix except sub-
stitution of CD63 to synaptophysin.®

Optogenetics of synaptic vesicles. Using the pHoenix con-
struct, it was possible to functionally replace the activity of the
pre-inhibited V-ATPase proton pump in SVs of neurons. Activa-
tion of the pHoenix by light allowed SVs to be rapidly acidified,
creating a proton-driven force for efficient neurotransmitter
accumulation. Repeated optogenetic stimulation of pHoenix
showed acidification of the vesicles which proves the reversi-
bility of these processes. Optogenetic control of neurotransmis-
sion may be considered as a complementary approach to
classical optogenetic control of neurons.

Endoplasmic reticulum: optogenetic control of calcium
signaling

Endoplasmic reticulum (ER) is a membrane system that plays a
vital role in protein synthesis, sorting, and folding. Translation
of proteins of the secretory pathway begins when mRNA con-
nects to the ribosome. Emerging proteins are transported to the
ER through the interaction of the N-terminal signal sequence
and the signal recognition particle (SRP). The SRP complex
contacts the SRP receptor, the ER resident membrane protein.
Later translation continues in ER and the polypeptide can co-
translationally enter the ER lumen through the translocon, a
channel containing Sec proteins.”” Besides co-translational
translocation described above, there is also a post-trans-
lational translocation when proteins are transported after the
completion of their synthesis.'>® ER is also responsible for the
synthesis and transport of lipids, and the accumulation of Ca®*
and its regulated release into the cytosol.'** Intracellular Ca*" is
a major secondary messenger in the cell, and optogenetic
control of ER Ca**-release is a new promising approach that
allows controlling calcium signaling cascades and processes
which depend on calcium concentration (myogenesis, muscle
contraction, neurons excitation and morphology).

MRs endoplasmic reticulum targeting. T. Asano et a
developed a strategy for targeting MR to ER. Ryanodine recep-
tor 2 (RYR2) is located predominately in the sarcoplasmic
reticulum (SR, found in muscle cells) of cardiomyocytes and
is responsible for calcium-induced calcium release from SR
providing heart muscle contraction.'®® For optogenetic manip-
ulation of ER Ca’" stores a photosensitive cation channel
(channelrhodopsin-green receiver, ChRGR"?), which is perme-
able to calcium, was targeted in the ER/SR of mouse skeletal
myoblast cells.”” In order to target MR in the ER, two trans-
membrane helices (GIn*"**-11e***®) of mouse RYR2 were
inserted in-frame between ChRGR and Venus (ChRGRgg)
(Fig. 7a). The signal from ChRGRgr-Venus was confined in
the perinuclear region in contrast to the conventional ChRGR-
Venus, which localized in the plasma membrane with the
original membrane targeting property.

The general strategy of MRs targeting to subcellular orga-
nelles is the addition of the proper signal sequences. However,
sometimes no signal sequence is needed to achieve ER target-
ing. Thus, A.-S. Eria-Oliveira et al.”® demonstrated that type 1
viral channelrhodopsin OLPVR1 (Organic Lake phycodnavirus

l 195
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rhodopsin, construct OLPVR1-GFP) localizes intracellularly in
the ER in HEK293T cells (Fig. 7b).

Optogenetic control of cytosol Ca>* by ChRGR in the ER. In
2018, T. Asano et al”’ for the first time demonstrated the
control of intracellular Ca** dynamics using light and targeting
a photosensitive cation channel permeable to calcium ions in
the ER/SR. This channel was channelrhodopsin-green receiver,
ChRGR" - chimeric protein CrChR1 (channelrhodopsin-1
from Chlamydomonas reinhardtii) with the sixth helix domain
from CrChR2 (channelrhodopsin-2 from Chlamydomonas rein-
hardtii). In order to confirm the functionality of ChRGRgy, in the
ER/SR, a red fluorescent Ca*>* indicator R-CaMP1.07 was used.
ChRGRgyg was expressed in mouse skeletal myoblasts (C2C12)
and optical stimulation caused: (1) the increase of fluorometric
Ca®" regardless of extracellular concentration of Ca®* and
(2) the store-operated Ca®" entry (SOCE) (Fig. 7a).

Optogenetic control of cytosol Ca®* by OLPVR1 in the ER.
Recently, it was shown that the viral rhodopsin OLPVR1
(OLPVR1-GFP) when expressed in Xenopus oocytes and
HEK293T localizes in the ER.”® Light activation of this rhodop-
sin caused a rise in intracellular Ca®>* through release from IP3-
dependent Ca®" stores (Fig. 7b). Moreover, in vivo experiments
showed that a light-induced calcium increase triggers tadpoles
muscle contraction and subsequent motion.”®

In summaty, it is possible to manipulate the Ca** release
from intracellular stores such as ER/SR using optical stimula-
tion. The organelle optogenetic approach would make it possi-
ble to understand the importance of intracellular calcium
dynamics with unprecedented spatiotemporal precision in
various cells. Optical regulation of internal calcium signaling
cascades, initiated by a calcium-induced calcium release or the
store-operated Ca>" entry, is a promising idea for the nearest
future.

Challenges of MR-based optogenetic approaches

In order to plan and optimize an optogenetic experiment, one
must be aware of possible problems and “side effects”. One of
the major challenges in organelle optogenetics is the organelle
targeting efficiency of chosen optogenetic tools. MRs directed
to any cell compartment require an efficient signal sequence or
fusion to an organelle resident protein or its part. Though
recently native organelle-targeting motifs were predicted in a
variety of rhodopsins."®® There is still no universal strategy for
organelle targeting, though a large number of signal sequences
have been described, such as those targeting the plasma
membrane or the mitochondrial matrix. However, problems
could occur due to the complexity of the protein targeting
process. In accordance with current knowledge, the use of a
particular approach is determined not only by the signal
sequence, but also by the protein itself, its length, charge,
and hydrophobicity of its regions, etc.'*® For example, the N-
terminal signal sequence from COX8 has been widely used to
target proteins to the mitochondrial matrix.'®® Interestingly,
the N-terminal addition of one, two, or three repeats of the
COX8 signal sequence was not sufficient to target ChR2 to
IMM.”%72 It has been confirmed that the use of four repeats of
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the COX8 signal sequence and the deletion of the first 24 a.a. of
rhodopsin is the best option to achieve IMM targeting of
ChR2.7"7? In case of successful targeting, the functionality of
a MR in subcellular compartments also should be carefully
examined. Works describing rhodopsins usually consider their
activity in model systems. This gives an idea of the charac-
teristics of the protein. However, it is widely known that the
lipid environment®®® and ion concentrations®*! significantly
influence rhodopsins functioning. One should consider the
photophysical properties of the rhodopsin, its compatibility
with the cellular and organelle environment, and the specific
requirements of the experimental design (e.g:, desired speed of
response, wavelength of activation, etc.). Therefore, one cannot
100% guarantee the desired localization and unambiguously
describe the features of protein functioning in a specific
organelle. Another potential problem is that an overexpression
of proteins in membranes of intracellular organelles which
have complex three-dimensional organization (for example,
IMM) could potentially lead to structural disruption and dys-
function of organelles.

Another limitation is related to the choice of transgene
delivery vehicle. The most commonly used are adeno-asso-
ciated viral (AAV) vectors.” This type of vectors has a wide range
of serotypes and unique tropism; however, their small DNA
packaging size is a barrier for some tasks because the AAV
genome does not exceed 4,800 bases.*** In addition, AAV could
induce an immune response and formation of anti-AAV anti-
bodies, and some serotypes appear to be inefficient for

3342 | Chem. Soc. Rev,, 2024, 53, 3327-3349

transduction, likely due to preexisting immunity.>** Another
problem slowing down the potential clinical application of
optogenetics is the immunogenicity of the optogenetic tools
themselves, because these proteins are derived from non-
human (bacterial, archaeal, and eukaryotic) origin, and huma-
nization of these tools is also necessary.>**

Most of the optogenetic results obtained with animals were
carried out using classical models - C. elegans, zebrafish, or
rodents.”®™%” The ease of use of nematodes and zebrafish is
due to their rapid development cycle, as well as the almost
transparent properties of their body, which allows light to be
easily delivered into their tissues. As for rodents, the stimula-
tion of their brain neurons is easily achievable due to a smaller
amount of brain tissue however, transferring technologies to
the human brain requires significant optimization.>*®

As mentioned above, the parameters of light activation play
an important role in optogenetics. The association between
light parameters (such as wavelength, intensity, and duration of
illumination) and rhodopsin activity is quite well-established.**
Rhodopsins undergo a photocycle upon photon absorption,
which is a critical aspect of their functionality. The specifics of
this photocycle, including its duration and the resulting bio-
logical effect, vary among different rhodopsin types. The preci-
sion of the control is influenced by the specific characteristics
of the rhodopsin, the light source used, and the biological
context. The response time can vary, but typically, rhodopsin
activation occurs rapidly upon light exposure. Thus, to deter-
mine the duration of illumination for rhodopsin activation and

This journal is © The Royal Society of Chemistry 2024
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maintenance of its activity one should consider the photocycle
duration of the specific rhodopsin, the desired biological out-
come, and the cellular context.

In order to achieve the desired effect and reduce photo- and
thermal tissue damage, the light delivery strategy, spectrum,
output power, and other parameters must be precisely
controlled.” When operating at the level of tissues or the whole
organism, the factor of light transmission should be taken into
account. The intensity in the visible range drops by about
10 times when passing one millimeter deep into tissues.*®
A red-shift of light for optogenetic stimulation allows deeper
penetration into tissue layers and causes less photodamage.>"°
In some cases, it is possible to activate optogenetic tools with
two-photon or even three-photon excitation®* using infrared
light with a particularly precise way of focusing. In this case,
most of the radiation is scattered over a large volume, and the
greatest intensity occurs in a small area at a selected point in
the tissue. This approach allows one to perform an optogenetic
manipulation within a small area, up to a single cell, and has
been used, for example, to map neurons in a brain of living
12 However, even infrared light does not penetrate well
into a human brain, therefore some light delivery devices may
assist in overcoming this limitation. Thus, bringing light to
deep-lying tissues is a rather difficult task. Such integration
into tissues can be accompanied by cell damage, scarring,
or infection, as well as technical difficulties during mani-
pulation.””® Nevertheless, a part of these problems can be
avoided by creating thinner and more flexible optical fibers
intended for implantation in tissues®'* or by using miniatur-
ized, biocompatible, implantable LEDs.®>%*%> A good example
is an epidural implant to deliver light into the spinal cord.*'*
This implant was well tolerated by mice and did not affect their
behavioral and motor activity.

Taken together, the organelle optogenetic-approach shares
challenges with classical optogenetics: light delivery, gene modi-
fication of targeted cells, and others, and has some specific
problems concerning organelle targeting of optogenetic tools.
Despite this, unique opportunities for organelle manipulation
with light are already promising for fundamental research and
clinics.

mice.

Organelle optogenetics for basic research

Subcellular optogenetics is an emerging new field. It is consi-
derably younger than optogenetics of excitable cells. Never-
theless, it is already clear that organelle optogenetics offers
unique opportunities for basic research on cell physiology
through the control of physicochemical cellular parameters.
Fast and reversible manipulation of organelle ion gradients by
light provides unique opportunities to study processes which
are difficult to model solely by classical chemical approaches.

Cytosol pH regulation by plasma membrane-expressed MR
proton pumps is an attractive approach to studying the role of
intracellular pH in various processes. Local plasma membrane
dynamics and cell motility could be studied.®” In addition, the
role of pH in cell differentiation,®® cell cycle progression™'? and
cell death induction®® could be deciphered.
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In mitochondria, expression of channelrhodopsins is an
attractive tool for influencing OXPHOS and ATP production,
modelling mitochondrial preconditioning, and mitochondrial-
induced cell death.”” Optogenetic influence on the mitochon-
drial calcium levels could become a perspective tool to study
the role of mitochondria in calcium signaling and calcium
storage in neurons and other cells.”* Proton pump expression
in IMM provides an opportunity to energize mitochondria in
order to study its role in cell differentiation, stress-tolerance,”®
cell death,”” and aging.”"’

Lysosomal proton pumps are an attractive tool to study
lysosome function and a number of cellular processes, con-
trolled by lysosomes.'*”'”® Endosomes alkalization by MR
optogenetics interfered with the internalization of the AMPA
receptor at active synapses and blocked motor learning.”® MRs,
expressed in synaptic vesicles, is a new tool for studying
mechanisms of neurotransmission and the control of function
of certain synapses.®’

The expression of channelrhodopsins in ER allows manip-
ulating the concentration of intracellular calcium, one of the
most important secondary messengers in the cell.”® The intra-
cellular Ca®" release from ER/SR, and the subsequent activation
of other internal Ca®" signaling cascades such as calcium-
induced calcium release or the store-operated Ca** entry can be
studied.”” In addition, it will be possible to study more accu-
rately the impact of optogenetic changes of intracellular cal-
cium levels on the process of myogenesis.'*® In addition, ER
optogenetics allows studying the importance of calcium stores
in dendritic spines in more detail, and it may provide insight
into synaptic plasticity,>'® the role of dendritic spines during
development, in stress, and neurodegenerative diseases.>'”*'
Thus, further improvements in the field of organelle optoge-
netics methodology will allow the manipulation of intracellular
Ca”" in neurobiology as well.

Organelle optogenetics provides researchers with unique
tools for cell physiology studies under normal and pathologic
conditions. Cell lines with organelle-expressed MRs could
become a suitable model of organelle-related pathologies for
studying their molecular mechanisms and testing potential
therapies.

Clinical perspectives of organelle (intracellular) optogenetics

A visual function recovery is now an impressive example of the
successful implementation of optogenetic technologies in
clinics. It is an important step towards the medical application
of optogenetics.”® Attempts to restore photosensitivity in ret-
inal degenerative disease models based on channelrhodopsin
ChR2 or halorhodopsin eNpHR have been made since the
beginning of optogenetics.*****> Several clinical trials are
currently underway on the use of optogenetic tools in the
treatment of retinitis pigmentosa and retinal dystrophy using
ChR2 (NCT02556736), Chrimson (NCT03326336), and Chronos
(NCT04278131). Most recently, the first case of partial vision
recovery in a patient after optogenetic therapy was reported.**?

Hearing recovery is another promising application of opto-
genetics which may be considered as a potential alternative to
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auditory activity has been shown in rodents through the
expression of ChR2°*??¢ and Chronos.?*” Using animal models,
optogenetics was utilized to stimulate regeneration of muscles,
recovery of movements, treatment of muscle paralysis,***?>*°
treatment of heart diseases using light-induced stimulation of
the heart muscle,”**>** and even offered new opportunities for
the treatment of neurodegenerative diseases.>**

Recently, a photosynthetic thylakoid-based system was effi-
ciently used to increase cellular ATP levels and provide the
regeneration of mice joint tissues.>*” It may be considered as a
proof-of-principle study showing that light-induced ATP syn-
thesis in mammals is very promising. Such stimulation of
bioenergetics may be also achieved by mitochondria-targeted
MRs. Their targeting into energy-deficient tissues is another
perspective application.

Organelle-based optogenetics is now at an earlier phase of
development than its plasma-membrane-based counterpart.
Still, there are some intriguing results that may be developed
towards clinical applications in the near future. Using mito-
chondrial ChR2, researchers were able to manipulate the
spontaneous beating of cardiomyocytes and stop it by light,
which could be a step towards optogenetic cardiac stimulation
approaches.”! Another application of mitochondrial MRs, pro-
ton pumps, which in contrast to ChR2 increase MMP, was
proposed to activate mitochondria in T-lymphocytes, the cells
which are devoted to cancer cell elimination but suffer from a
low-oxygen environment inside a tumor.”* This strategy is a
potential optogenetic tool for the improvement of the chimeric
antigen receptor T-cell therapy.>*®* MRs, especially proton
pumps, expressed in lysosomes, could be tested as a potential
optogenetic strategy to compensate for lysosome dysfunction in
certain lysosomal storage diseases.”® ER-targeted MRs are
perspective tools for optogenetic control of muscle contrac-
tion.”” Finally, synaptic vesicles-directed MRs could potentially
improve neurotransmission.®

Taking all of this into account, we can conclude that an
organelle MR-based optogenetic approach may help to develop
novel therapeutic strategies for a number of cardiac, metabolic,
and neurologic disorders, as well as cancer.

Thus, organelle optogenetics is a relatively young, but rapidly
developing approach offering amazing opportunities to control
different cell functions in a precise and non-invasive way. Opto-
genetic manipulations with MMP, pH of lysosomes, endosomes,
synaptic vesicles, cytosol, mitochondrial, and ER calcium concen-
tration were already demonstrated and proved their efficiency.
The field has tremendous potential for further development,
despite some challenges in protein targeting, light penetration
or light delivery. Certainly, an expanding toolkit will considerably
enhance the development of intracellular optogenetics.
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