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Abstract: Retinitis pigmentosa (RP) is genetically heterogeneous retinopathy caused by photoreceptor
cell death and retinal pigment epithelial atrophy that eventually results in blindness in bilateral eyes.
Various photoreceptor cell death types and pathological phenotypic changes that have been disclosed
in RP demand in-depth research of its pathogenic mechanism that may account for inter-patient
heterogeneous responses to mainstream drug treatment. As the primary method for studying the
genetic characteristics of RP, molecular biology has been widely used in disease diagnosis and clinical
trials. Current technology iterations, such as gene therapy, stem cell therapy, and optogenetics, are
advancing towards precise diagnosis and clinical applications. Specifically, technologies, such as
effective delivery vectors, CRISPR/Cas9 technology, and iPSC-based cell transplantation, hasten the
pace of personalized precision medicine in RP. The combination of conventional therapy and state-of-
the-art medication is promising in revolutionizing RP treatment strategies. This article provides an
overview of the latest research on the pathogenesis, diagnosis, and treatment of retinitis pigmentosa,
aiming for a convenient reference of what has been achieved so far.

Keywords: retinitis pigmentosa (RP); cell death; retinal remodeling; gene therapy; induced pluripo-
tent stem cells; optogenetics

1. Introduction

Long evolution has allowed animals to obtain more than 80% of the information from
the outside world through vision. In animals, as a separate structure in the brain, the
eyeballs capture and process a wide range of visual information and transmit it along
neurons to the brain for integration and editing. Thus, the health of the retina, which is
responsible for the signaling and processing of this process, largely determines the state of
vision. Deteriorating retinal function causes various visual system disorders, with retinitis
pigmentosa (RP) being one of the most common and severe forms of this disease [1]. RP
is an inherited retinal neurodegenerative disease characterized by progressive photore-
ceptor cell death and RPE atrophy, which initially manifests as nyctalopia, followed by
continuous vision loss until blindness. The prevalence of RP ranges from 1/7000 to 1/3000
worldwide and is about 1/4000 in China; the age of onset of RP is early and yet to be
precisely determined. In general, early-onset RP subtypes tend to progress rapidly. It
usually starts around 10 years old; vision impairment is evident and refractory by the
age of 40–50 [2]. It is generally accepted that early intervention slows disease progression.
Therefore, early molecular diagnosis in combination with familial genetic information and
specified phenotypic characteristics are indispensable for effective intervention. Nowadays,
over a hundred pathogenic genes that act in various distinct biological pathways associated
with RP have been identified since the advancement of molecular diagnosis [1]. Moreover,
most of them are rod-specific, with only a tiny fraction of them in other retinal cells, such
as the retinal pigment epithelium (RPE cells) [3].
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The vast majority of genetically heterogeneous RP patients worldwide follow Mendelian
laws of inheritance. The identified RPs are broadly divided into three categories according
to the location and expression trait of the causative gene: autosomal-dominant RP (adRP,
15–25%) [4], autosome-recessive RP (arRP, 5–20%) [5,6], and X-linked RP (x-RP, 10–15%) [7].
In addition, 40–50% of the remainder have divergent phenotypic features, with bi-genetic
RP and mitochondrial inherited RP being rare. In general, patients with X-linked RP exhibit
more severe disease phenotypes than those with arRP, whereas patients with adRP [8] have
the best prognoses with preserved central vision [9]. Also, the classification into syndromic
RP and non-syndromic RP is based on the presence and absence of other physical defects;
to be more specific, the latter manifests only ocular abnormalities. This review focuses on
non-syndromic RP [10,11].

2. Introductory Eye Physiology

Photoreceptor (PR) and RPE are the predominant cell types that suffer damage and
undergo atrophy in retinal pigment degeneration [12]; both PR and RPE are closely inter-
linked and are crucial for phototransduction reactions (Figure 1). Early studies revealed
that the final morphological structure of PR consists of three main parts: the inner segment,
the outer segment, and the synaptic terminal [13]. The outer segment contains various
proteins, such as retinoid and transducing, that are directly related to the phototransduction
response. Rod photoreceptors are nutritionally complementary to cone photoreceptors,
but they are interdependent [14]. The RPE, on the other hand, keeps renewing the PR
outer segment on a daily and rhythmic basis, allowing the visual process to function
stably [15–17]. The visual pigments located on the outer segment membrane are mainly
composed of retinoids and chromophores, which are closely arranged. Each rod contains
about 108 visual pigment molecules that mostly gather on the membrane disc separated
from the outer membrane; in contrast, the cones gather at the inner fold attached to the
cell membrane. The mammalian retina has only one type of rod—rhodopsin. Still, most
mammals (including mice) have two types of cone opsin: S cone opsin (also known as
blue-sensitive opsin) and M cone opsin (also known as green-sensitive opsin). Humans
and primates have an additional L cone opsin (also known as red-sensitive opsin) that
is sensitive to long wavelengths (red); together with S and M cone opsin, it produces
trichromatic vision [13]. Human visual occurrence mainly relies on the cones that receive
bright light stimulation and high-resolution color vision. Therefore, RP-related pathogenic
gene mutations often simultaneously entangle color vision impairment. In addition, the
migration of RPE cells to the neural retina observed through funduscopy eventually leads
to osteoblast-like pigmentation in the advanced stage of RP [18].



Int. J. Mol. Sci. 2022, 23, 4883 3 of 34Int. J. Mol. Sci. 2022, 23, x FOR PEER REVIEW  3 of 36 
 

 

 

Figure 1. Retinal laminae and photoreceptor cell structure. (a) The retina consists of ten layers, of 

which photoreceptor cells (rod and cone) and retinal pigment epithelium (RPE) are the main target 

cells for the treatment of RP and other  inherited retinal dystrophies. (b) The final morphological 

structure of photoreceptor cell development includes an inner segment, outer segment, and a syn‐

aptic terminal. Connecting Cilium transports components, such as proteins, from the inner segment 

to the outer segment to the sensory discs stacked in the outer segment in order to mediate the onset 

of light signal transduction. 

3. Pathogenesis of RP 

3.1. Cell Death in RP 

Photoreceptor cell death is the ultimate cause of vision loss in retinitis pigmentosa. 

Together with autophagic and necrotic signals, dysregulated apoptosis is responsible for 

photoreceptor cell death [19] (Figure 2). Photoreceptor cells, along with other neuronal 

cells undergoing developmental apoptosis, are involved in the visual recycling system of 

the organism;  they no  longer divide or grow. However, they must survive for decades 

facing cumulative damage to proteins, lipids, deoxyribonucleic acid, and organelles. The 

above‐mentioned post‐mitotic nature of most neuronal cells allows the regulation of cell 

life beyond normal physiological death. It may also appear to induce the abnormal death 

of photoreceptor cells. Nowadays, over ten sorts of cell death have been classified by the 

Nomenclature Committee on Cell Death (NCCD). Cell death can be broadly divided into 

accidental cell death (ACD) and regulatory cell death (RCD). RP is primarily concerned 

Figure 1. Retinal laminae and photoreceptor cell structure. (a) The retina consists of ten layers, of
which photoreceptor cells (rod and cone) and retinal pigment epithelium (RPE) are the main target
cells for the treatment of RP and other inherited retinal dystrophies. (b) The final morphological
structure of photoreceptor cell development includes an inner segment, outer segment, and a synaptic
terminal. Connecting Cilium transports components, such as proteins, from the inner segment to the
outer segment to the sensory discs stacked in the outer segment in order to mediate the onset of light
signal transduction.

3. Pathogenesis of RP
3.1. Cell Death in RP

Photoreceptor cell death is the ultimate cause of vision loss in retinitis pigmentosa.
Together with autophagic and necrotic signals, dysregulated apoptosis is responsible for
photoreceptor cell death [19] (Figure 2). Photoreceptor cells, along with other neuronal
cells undergoing developmental apoptosis, are involved in the visual recycling system of
the organism; they no longer divide or grow. However, they must survive for decades
facing cumulative damage to proteins, lipids, deoxyribonucleic acid, and organelles. The
above-mentioned post-mitotic nature of most neuronal cells allows the regulation of cell
life beyond normal physiological death. It may also appear to induce the abnormal death
of photoreceptor cells. Nowadays, over ten sorts of cell death have been classified by the
Nomenclature Committee on Cell Death (NCCD). Cell death can be broadly divided into
accidental cell death (ACD) and regulatory cell death (RCD). RP is primarily concerned with
RCD; therefore, discrepant RP neuronal cell death types concerning signaling cascades,
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unique biochemical morphological features, and immunological consequences will be
presented in this section.
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Figure 2. Three common types of cell death in RP. Damage signals from intracellular macromolecules
cause necrosis, apoptosis, and autophagy, respectively.

3.1.1. Apoptosis

Physiologically, RCD undergoes programmed cell death (PCD), also known as apop-
tosis. Photoreceptor cell apoptosis falls into two categories, caspase-dependent apopto-
sis and caspase-independent apoptosis [20]. The caspase family of proteins consist of
pre-structural domains, p20, and p10 subunits. The apoptotic executioner caspases are
responsible for the characteristic morphological changes caused by apoptosis, including
membrane vesiculation, cell shrinkage, the formation of “apoptotic bodies”, and chromoso-
mal deoxyribonucleic acid breakage [21]. According to their function, the caspase family are
subdivided into initiator caspases (caspases-1, -2, -4, -5, -8, -9, -10, -11, and -12) and effector
caspases (caspases-3, -6, and -7). Briefly, the inhibitor caspase first activates a multiprotein
complex, followed by the activation of a downstream effector caspase that cleaves a broad
spectrum of protein substrates, thereby inducing apoptosis and other biological functions.
Four complexes have been found to be activated by caspases to induce apoptosis [19]. The
first complex is the death-inducing signaling complex; it is involved in both endogenous
and exogenous pathways [22] (Figure 3a). The exogenous apoptotic pathway is triggered
by the attachment of tumor necrosis factor (TNF) to the cell surface TNF family death
receptors that lead to the recruitment of the Fas-associated death structural domain protein
(FADD). FADD, in turn, binds the pre-cysteine-8 molecule, allowing for an auto-protein
hydrolysis process and the activation of cysteine-8 [23]. The activated caspase-8 cleavage
activates either downstream caspases or only the BH3 receptor-containing pro-apoptotic
Bcl-2 family protein, Bid, which subsequently activates Bax to mediate the mitochondrial
outer membrane permeabilization (MOMP), with the resultant release of mitochondrial
proteins and cytochrome C [23]. Some studies have shown that caspase-10 appears to
exhibit pro-apoptotic properties, as well as promote NF-kB activation and cell survival via
autophagic and apoptotic pathways [21,24]. In contrast, the internal (mitochondrial) path-
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way is triggered intracellularly and is mediated by ATP. To be more specific, the released
cytochrome C bound to APAF-1 activates caspase-9 to form apoptotic vesicles (a second
complex) to cleave and activate downstream caspases that degrade cellular proteins [25,26].
The other two complexes are PIDD vesicles and inflammatory vesicles. While PIDD vesi-
cles activate up-stream protein caspase-2 in the endogenous mitochondrial pathway [27],
inflammatory vesicles activate caspase-1 to promote the cleavage of IL-1b and IL-18 into
their mature pro-inflammatory forms.
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Figure 3. Part of the cell death mechanism. Schematic diagrams are represented as: (a) Activation of
multiple protein complexes by caspase-8 induces caspase-dependent apoptosis; (b) AIF-mediated
mitochondrial pathway induces caspase-independent apoptosis; (c) Necroptosis performed by RIPK1
and/or RIPK3; (d) Pyroptosis caused by the immune response activation of caspase family members;
(e) Ferroptosis caused by the excessive oxidation of membrane lipids; (f) Atg family-mediated
autophagy-dependent cell death.

The apoptosis-inducing factor (AIF)-mediated mitochondrial pathway (Figure 3b), on
the other hand, is a caspase non-dependent apoptosis [20]. AIF is a flavin protein located
in the mitochondrial intermembrane; it is involved in energy and redox metabolism [28].
It has been found that cleaved AIF is transferred to the cytoplasm and nucleus under
stress conditions to disassemble chromatin. The cleavage of AIF is regulated by a variety
of molecules and signals, such as the key enzyme calpainI (m-calpain) that mediates
AIF processing [29–31]. The transfer of AIF is a two-step process: first, AIF is released
to the cytoplasm via MOMP and cleavage in intermembrane space (IMS); second, AIF is
translocated to the nucleus through the interaction between AIF and procyclin A, which was
observed in dying optic rod cells in mouse and rat models of RP [32]. These findings suggest
that AIF translocation and its regulatory pathways mediate apoptosis in photoreceptor cells.

3.1.2. Necrosis

The sequential discovery of multiple modifiable mechanisms involved in necrosis
during the last decade holds promise for targeted therapies for RP. Neuronal cell necrosis
includes necroptosis, pyroptosis, and ferroptosis [33]. The well-understood necroptosis is
programmed cell death, similar to cell necrosis (Figure 3c). It is executed by RIPK1 and/or
RIPK3 when cystatin proteases are inhibited. RIP1 is a multifunctional bridging protein
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located downstream of the death receptor; it mediates the NF-k8 activation of pro-survival
properties, cystatin-dependent activation, and RIP kinase-dependent necrosis. Death signal-
ing also activates RIPK3 kinase, which phosphorylates MLKL, the specific executive protein
of cellular necrosis. Then, the phosphorylated MLKL (p-MLKL) undergoes oligomerization
and is translocated to the cellular membrane, which leads to its disruption and resultant cell
death and leakage of intracellular material. Using transmission electron microscopy, studies
of RP patients with extensive optic rod degeneration revealed abnormal morphology in the
remaining retinal cells: swollen cytoplasm, ruptured plasma membrane, and autophagic
vacuoles. These findings suggest that non-apoptotic mechanisms may be involved in the
secondary death of retinal cells [34]. In a mouse model of rod-specific gene mutation, RIP
kinase-mediated necrosis was responsible for retinal cell death [35]. The above findings
suggest that targeting both necrotic and endogenous anti-apoptotic pathways may be a
potential therapeutic approach for retinal degenerative diseases. Neuronal cell pyroptosis
might result from pathogen-associated molecular patterns (PAMPs), damage-associated
molecular patterns (DAMPs), and other inflammatory signals that selectively activate cas-
pase family members. The activated caspase proteins cleave the GSDMD into GSDMD-N,
which is then partially translocated onto the inner leaflet of the plasma membrane and
binds to phospholipids that lead to pore formation and ultimate cell lysis. It usually incurs
an inflammatory response within the retina [33] (Figure 3d). Another example is oxidative
stress-induced ROS signaling activation that induces the assembly of NLRP3 inflammatory
vesicles [36]. Ferroptosis is regulated cell death caused by lipid peroxidation; it differs
from other types of cell death at the genetic, biochemical, and morphological levels [37,38].
Glutathione peroxidase 4 (GPX4) plays a critical role in the prevention of excessive lipid
peroxidation in various cells, including neurons. The apoptotic genes AIF and GPX4 levels
were significantly elevated in oxidant-induced retinal degeneration. The protective effect
of GPX4 on photoreceptor cells has been well-observed, but the exact mechanism warrants
further investigation [39]. Some studies have shown that GPX4 not only protects photore-
ceptor cells [40], but is also a critical antioxidant enzyme for the maturation and survival of
photoreceptor cells [41]. GSH depletion leads to oxidative stress and lipid peroxidation;
whether iron cell death is related to GSH depletion in RPE is currently unknown [42]
(Figure 3e). To recap, each of these necrosis types in RP is yet to be well understood, which
might underlie the mechanism for potential therapeutic target exploration.

3.1.3. Autophagy-Dependent Cell Death

Autophagy is a major intracellular catabolic system; it is involved in the physiologically
dynamic recycling of cells and pathological conditions such as neuronal degeneration [43].
Autophagy-dependent cell death is an RCD characterized by autophagic vacuolization, a
pathological feature involving the formation and recycling of autophagosomes (Figure 3f).
Since the identification of Atg genes that are essential for autophagy induction in yeast [44],
significant progress has been made in the molecular mechanisms of autophagy [45]. In
the induction of autophagy, Atg6, together with Atg14, vacuolar protein-sorting Vps34,
and p150/Vps15, forms the initial morphology of the isolation membrane after class-III
PI3-kinase activation; the extension of the isolation membrane requires two ubiquitin-like
binding systems: the Atg5–Atg12 binding system and the LC3 binding system. First, the
Atg12–Atg5 adducts, and then the mammalian homolog LC3 (a microtubule-associated
protein) is recruited into the isolation membrane, which isolates cytoplasmic material [46].
LC3 within the isolation membrane is then cleaved by the cysteine protease Atg4 to become
LC3-I [47], which is later adducted with the membrane-bound phosphatidylethanolamine
(PE) to form LC3-II, a marker of autophagosome formation [48]. After that, Atg4 uncouples
LC3-II, which is, therefore, released from the membrane to be recycled or degraded by
lysosomal enzymes in the autolysosome. Studies have disclosed LC3-II level upregulation
following photodamage and H2O2 treatment to 661W photoreceptor-like cells in the mouse
retina; treatment with 3-MA and knockdown of Atg5 and Beclin 1 partially blocks H2O2-
induced 661W cell death [49], suggesting that autophagy may contribute to oxidative
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stress-induced photoreceptor cell death. In a mouse model of RP, it was also confirmed
that rod photoreceptor cells die mainly of apoptosis; the ensuing cone cell death displays
necrotic features and the accumulation of autophagic vacuoles [35].

3.2. Phenotypic Switch in RP

Retinal degeneration is associated with fundamental phenotypic changes, such as
photoreceptor cell death, oxidative stress, immune responses, and metabolic dysfunc-
tion. When pathogenic RP genes begin to be translated sustainedly, a series of modifying
responses are elicited in response to the mutant protein, known as retinal remodeling.
During this process, the inner retina undergoes three dynamic phases: first, the initial
stress-induced degeneration of photoreceptor cells leads to neural reprogramming (neural
reprogramming) and glial responses, such as inappropriate localization and expression
of ON-BC and OFF-BC receptors, and topology disruption of normal neuronal as well as
altered metabolic properties of Muller cells [18,50,51]. The microscopically drastic changes
in the retinal layer are followed by the continued loss of the remaining photoreceptor cells
(especially cone cells), dysregulated immune responses, and increased oxidative stress.
Therefore, the final stage is characterized by the complete loss of photoreceptor cells and
chronic inflammation due to the abnormal metabolic characteristics of immune cells. Gen-
erally, the stress response triggers either a protective immune defense, where coordinated
immune cells work to resolve inflammation, or the imbalance between oxidative and antiox-
idant systems, aggravating retinal oxidative stress. A response of the latter kind ultimately
points to the death of photoreceptor cells in various ways. Another cell death pathway
is autophagy, which is normally the mechanism by which the body removes harmful
reactants; however, excessive autophagy induces abnormal apoptosis and necrosis, as well
as metabolic dysfunction. Moreover, degenerated retina composition analysis has revealed
that massive intracellular protein aggregates are featured in photoreceptor cell death [52].
These protein aggregates are closely linked to cellular biochemical responses, such as innate
immunity, oxidative stress, and autophagy, that arise during retinal remodeling (Figure 4).
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Figure 4. Biochemical reactions, such as protein aggregation, oxidative stress, the immune response,
and metabolic dysfunction that occur during retinal degeneration cause retinal cell death. When gene
mutations trigger macromolecular aggregation, one leads to endoplasmic reticulum stress, activating
the unfolded protein response (UPR), but when UPR activation is not sufficient to relieve stress,
cell death is induced by activating pro-apoptotic pathways (e.g., Caspases activation, Ca2+ release,
and mitochondrial signaling); second, the oxidative system and antioxidant system imbalance and
cyclically aggravate retinal oxidative stress. Third, it triggers the mechanism’s immune defense,
when the active markers are immune cells and immune factors. The result of these unsustainable
reactions ultimately points to the death of photoreceptor cells in various ways. Another pathway of
cell death is autophagy, while excessive autophagy triggers apoptosis and necrosis. In addition, the
accumulation of these reactions to a certain extent causes metabolic dysfunction, which is also closely
associated with autophagy.
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3.2.1. Protein Aggregation and/or Unfolded Protein Reactions

Protein aggregates are the leading cause of neuronal dysfunction and even death in
neurodegenerative diseases. Tau and amyloid, two well-studied aggregates, are respon-
sible for Alzheimer’s disease and alpha-synuclein in Parkinson’s disease. In RP, several
protein aggregates have also been unveiled chronologically. Most of them are specific
proteins involved in the visual cycle within photoreceptor cells. For example, misfolded
proteorhodopsins result from single base substitution in P23H and lead to the endoplasmic
reticulum (ER) stress and activation of the unfolded protein response (UPR) with ensuing
protein aggregation [53]. Insufficient UPR activation that is unable to relieve stress in ER,
in another way, activates pro-apoptotic pathways (e.g., Caspases activation, Ca2+ release,
and mitochondrial signaling) [54,55]. Protein aggregates also trigger degenerative signals
in the neurons. Moreover, as these protein aggregates are highly ubiquitinated, they also
lead to the impairment of the ubiquitin protease system that deteriorates the cellular envi-
ronment [56]. In addition, mutant forms of α-synuclein (α-syn) are prone to pathologically
aggregate [57] to permeabilize membrane bilayers, leading to calcium overload, oxidative
stress, mitochondrial permeabilization [58,59], and final apoptosis or necrosis. Utilizing the
phosphorylation of serine at 129 (Pα-syn), the specific marker of α-syn lesions, to evaluate
the distribution of α-syn across aging timepoints in the rhodopsin transgenic (Tg) P347L
rabbit that was established for retinal remodeling observation, it was disclosed that both the
distribution and expression levels of α-syn and Pα-syn in the Tg retina varied significantly
as it progresses, which can be explained by aggravated retina remodeling [52].

3.2.2. Inflammatory Response

In retinopathy, the innate immune response is a frontline driver in the pathogenesis
of RP. The innate immune system includes physical and chemical barriers (humoral and
cellular immunity) that maintain the balance of the internal environment and prevent
microbial invasion. It also activates the adaptive immune response that aids the elimination
or amplification of immune responses when appropriate [60]. After breaching the physical
barrier, stress-related factors are first encountered by innate immune cells that actively
induce and regulate inflammation to prevent profound tissue damage. Extensive studies
on the differences of CD antigens between microglia and macrophages in RP animal mod-
els [61,62] have revealed that, although the main form of the mutation-induced pathway
of rod death is apoptosis, which manifests as cytoplasmic condensation and nuclear lysis,
there is also significant upregulation of pro-inflammatory cytokine and chemokine (IL-1 α,
IL-1β, IL-2, IL-4, IL-6, IL-8, IL-10, IFN-γ, GRO-α, I-309, IP-10, MCP-1, MCP-2, and TARC),
as well as significantly increased microglia/macrophages [35]. Therefore, more attention
is beginning to be devoted to the inflammatory response. Gradually, increased microglial
activity is an early marker for various retinal degenerative diseases; it responds to retinal
stress and cell death that initiate chronic inflammatory responses [63]. Neuroinflammation
development is closely associated with the imbalance between oxidative DNA damage
and its defense system that results in photoreceptor cell degeneration, accompanied by
increased microglial activity [64]. However, the homeostatic balance in the phagocytosis of
apoptotic photoreceptors by microglia is achieved by the C3-CR3 complement activation
system [65]. Massive pro-inflammatory cytokines that have been observed to accumulate
in the vitreous cavity of RP patients serve as potential inflammatory biomarkers. It has
been disclosed that the monocyte chemotactic protein-1 (MCP-1) levels are significantly
upregulated in human RP vitreous. MCP-1 promotes photoreceptor cell apoptosis via the
microglia/macrophage activation pathway once retinal detachment occurs. Associated mi-
croglia phenotypes in apoptotic rods have also been identified. These phenomena suggest
that MCP-1 is a candidate biomarker for monitoring disease progression [66]. In addition,
the DAMPs (damage-associated molecular patterns, including ATP, HMGB1, S100 protein,
HSP, DNA, RNA, etc.) produced by tissue injury or cellular stress may also inhibit or
promote chronic inflammation. For example, extracellular adenosine triphosphate (ATP) is
a crucial chemotactic signal that recruits innate immune cells to the site of retinal injury [60].



Int. J. Mol. Sci. 2022, 23, 4883 9 of 34

In a recent study, it was discovered that the RPE lipofuscin fluorophores N-retinylidene-N-
retinylethanolamine (A2E) under long blue light treatment increased the reactive oxygen
ROS levels, causing the upregulation of the expression of 26 pro-inflammatory cytokines
and finally leading to retinal RPE degeneration. This reveals a connection between retinal
degeneration and oxidative stress-induced immune cascade responses [67].

3.2.3. Oxidative Stress

Oxidative stress (OS) is a critical feature of many pathological neurodegenerative le-
sions. As part of the normal functioning of the nervous system in the brain, the integrity of
the Blood–Brain Barrier (BBB) is of great importance. Direct damage to the BBB from oxida-
tive stress can affect the composition of the neurovascular unit (NVU), further exacerbating
blood–brain barrier damage and dysfunction, ultimately leading to neuronal dysfunction,
neuroinflammation, and neurodegenerative lesions [68–70]. In diseased retinas, the imbal-
ance between oxidative and antioxidant systems leads to massive reactive oxygen species
(ROS) production, including superoxide (1O2), hydrogen peroxide (H2O2), and hydroxyl
radicals (-OH) [71]. In addition to direct cellular damage, multiple OS and anti-OS path-
ways activated by ROS also indirectly aggravate or reduce the degree of retinal damage [72].
The primary source of ROS in vivo is the mitochondria. Oxidative phosphorylation in the
mitochondria generates small-molecule compounds that act in cell death pathways, includ-
ing apoptosis, autophagy, and necrosis, as well as ROS that induce oxidative damage and
even activate the autophagic pathway [73]. Another important source of ROS is NADPHy-
lated enzymes, which might be enormous in quantity in phagocytes compared with that
in other tissue cells. They are involved in the downstream signaling activation of various
membrane receptors [74]. Considerable evidence from animal models and RP patients has
revealed that excessive oxidative stress of macromolecules (lipids, proteins, and nucleic
acids) increases retinal damage. Nowadays, the oxidative stress levels can be determined
through detecting ROS signals simply by probe detection, such as dihydroethidium (DHE)
and fibrinase in rd1 mice. To be more specific, macromolecules can be detected separately
according to their oxidized residue specificity to the probe [75,76]. Retinal degeneration
was significantly improved after treatment with antioxidants in several different mouse
models [77–79]. The same could be achieved by modifying the relevant genes, the adeno-
associated virus (AAV) vector-mediated delivery of nuclear factor erythroid-derived 2-like
2 (NRF2); this is a transcription factor that enhances detoxification and antioxidant genes in
response to oxidative stimulation and is effective for retinal cone survival [80]. Analysis of
atrial fluid, vitreous, and peripheral blood samples for macromolecular marker content has
indicated abnormal oxidative phosphorylation levels within the retina of RP patients. The
three studies mentioned above suggest that oxidative stress is crucial in retinal degeneration
in retinopathy [81,82].

3.2.4. Autophagy

In neurodegenerative diseases, autophagy-induced cell death caused by inflamma-
tion [83], mitochondrial stress [84,85], and protein misfolding/aggregation [73] are more
predominant [86]. Low-level autophagy promotes the self-renewal of damaged neuronal
cells in vivo and maintains neurological homeostasis, whereas excessive autophagy brings
massive oxidative stress and protein aggregation in many neurodegenerative diseases,
which further enhance autophagy and ultimately lead to the apoptosis and necrosis of
neuronal cells [87]. Autophagy is vital to homeostasis maintenance in the face of a robust
immune response by exquisitely inducing or inhibiting multiple immune mediators [88].
Inhibiting autophagy alleviates retinal degeneration caused by improper protein folding in
deteriorated retinas; P23H (a mutant of RHO) mutant mice typically exhibit elevated levels
of autophagic flux, compared to that of pharmacologically reduced or Atg5 (the rod-specific
autophagy-activating gene)-silenced autophagic flux. The photoreceptor structure and
function are better preserved in the latter two [73]. Thus, regulated autophagy is critical in
maintaining cell survival. When cells lack nutrients, autophagy is moderately activated to
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serve as a nutrient source to sustain essential metabolic activities; simultaneously, it can
trigger additional apoptosis [89]. The regulatory role of autophagy in RPE growth and
metabolism has been extensively studied through autophagy-associated regulatory factor-
deficient mouse models; they indicated that the daily autophagic requirement of RPE is
regulated by precise genetic regulation for the digestive cycle of intracellular photoreceptor
outer segment (POS) components under light and stress conditions [90].

3.2.5. Metabolic Dysfunction

As one of the most energy-demanding tissues, the retina is extremely vulnerable to
dysfunction in its metabolic energy system. RP-related excess apoptosis, necrosis, and
autophagy cause disruption to both extracellular milieu homeostasis and intracellular
metabolism, and result in massive neurotoxicity accumulation (imbalance of glutamate
regulation). Mitochondria are essential for cellular metabolism—mitochondrial oxida-
tive phosphorylation generates energy in processes such as calcium uptake and cellular
metabolism; it also produces small molecule compounds that regulate the cell death path-
ways (including AIF, ROS production, MOMP, etc.) [73]. Pathogenic mutations in rods
lead to retinal degeneration, followed by cone apoptosis and necrosis caused by metabolic
dysregulation. The mTORC1 activation in the cones enhances glucose uptake, retention,
and utilization, thereby increasing the NADPH levels, a crucial metabolite capable of
mitigating retinal cell death [91]. The associated mTOR signaling pathway is a major nega-
tive regulator of autophagy. Pan and colleagues found that UXT (ubiquitously expressed
prefoldin like chaperone)-deficient mice exhibited retinal degeneration and pigmentation.
UXT inhibits apoptotic photoreceptor cell death by up-regulating the mTOR pathway; UXT
knock-out promotes autophagic flux and apoptosis in photoreceptor cells [92]. Recently,
mitochondrial and metabolic dysfunction has been found to be driven by the unifying
mechanism—epithelial–mesenchymal transition (EMT) [93]. EMT is also featured in fundus
retinopathy, especially retinal fibrotic diseases, such as subretinal fibrosis, in age-related
macular degeneration (AMD) [94], wherein PGC-1α inhibits mitochondrial biogenesis and
metabolic functioning in human retinal pigment epithelial cells [37,95].

3.3. Aberrant Biochemical Reaction in RP

Apart from some of the biochemical reactions that occur in cells, the life activities
involved in RP will also be covered in the following section. RP-related genes are involved
in five major biological activities, including phototransduction cascade reactions, RNA
splicing, retinal transcription factor regulation, retinal cytoarchitectonic and functional
regulation, and retinal metabolism [1]. Under physiological conditions, the signaling
pathways featured in these activities interact to form a complex network that allows
the accurate regulation of the signaling transduction cascade upon stimulation from the
outside world.

3.3.1. Phototransduction Cascade Reaction

The retina is responsible for the early stage of the light-induced neuronal signaling
processes that generate the perception of objects, backgrounds, motion, shadows, and col-
ors. Both opsin and rhodopsin are G protein-coupled receptors (GPCR) and are members
of the cellular signaling protein family. With dim light, adenosine-gated cation channels
open and continuously release glutamate to OFF-bipolar cells, depolarizing the optic rods;
with bright light, the rhodopsin acts on G proteins to dephosphorylate GTP into GDP,
which, together with the activation of G proteins whereby α subunit disassociates, activates
phosphodiesterase (PDE) that later hydrolyzes cGMP. Without light stimulation, the cGMP
concentration gradually decreases, accompanied by channels closing and rods hyperpolar-
izing. The RHO gene encodes rhodopsin; RHO mutation is thus believed to be pathogenic,
which is also one of the leading causes of RP [96,97]. The AAV-mediated delivery of a highly
efficient shRNA combined with a siRNA-resistant human RHO replacement cDNA has
recently been proven to successfully delay the onset of photoreceptor cell degeneration in
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the RHO-T4R canine model, the only currently available animal model for RHO-adRP [98].
Unfolded or incorrectly folded rhodopsin retained in the endoplasmic reticulum generates
organelle stress and activates the UPR; the insufficient activation of the UPR induces cell
death through the activation of pro-apoptotic pathways, such as Caspase activation, Ca2+
release, and mitochondrial signaling [54,55]. It has been reported that the overexpression
of heavy-chain binding protein (BiP) promotes the translocation of P23H rhodopsin to the
cell membrane and reprograms the UPR in Rho P23H mutant rats, which was proven to
inhibit the apoptosis of photoreceptor cells [53]. Since the discovery of channelrhodopsin
with spectral properties, its unique photosensitive properties have been developed as an
essential tool in modern biology, especially in the study of optogenetic techniques [99].

3.3.2. RNA Splicing

RNA splicing is indispensable in human mRNA maturation. The spliceosome com-
prises functional proteins, such as the RNA-protein complex containing the precursor
mRNA, the five small nuclear ribonucleoprotein particles (snRNP)-U1, U2, U4/U6, and
U5, and many non-snRNP protein factors. Mutations in RNA splicing-related genes in
retinopathy are broadly classified as the second-largest category of adRP, the first being
associated with retinal mutations [100]. The splicing factor PRPF31 involves the interaction
between U4/U6 di-snRNP and U5 snRNP [101,102]. PRPF31 knockdown by siRNA results
in retina-specific mRNA gene down-expression. There are other splicing factor-related
genes, such as RNA processing genes (PRPF8, PRPF3, PRPF4, and PRPF19), phototransduc-
tion genes (RHO, GNAT1/2, and RP1), photoreceptor cell structure genes (ROM1, FSCN2,
and SEMA4), and transcription factors (CRX) [102,103]. Some non-snRNP splicing factors,
such as DHX38 and CWC27, are associated with arRP [104,105]. The knockdown of CWC27,
an unidentified splicing factor, or CWC22, a binding protein of CWC27, in immortalized
retinal pigment epithelial cells witnessed upregulation in inflammation-related gene ex-
pression and downregulation in mitochondrial enzyme-related gene expression that is
involved in oxidative phosphorylation, which subsequently induces immune responses
and oxidative stress [106].

3.3.3. Transcription Factor Regulation

During photoreceptor differentiation, transcription factors are known to regulate
crucial processes of photoreceptor differentiation. Herein, we list several classical ones.
The paired-type homodomain transcription factor OTX2, which regulates photoreceptor
cell production, is expressed in the final stage of mitosis and early phase of photoreceptor
precursor cells of retinal progenitor cells. The knockdown of OTX2 in immature retinal
precursor cells resulted in almost complete loss of rods and cones [13]. Neural retina
leucine zipper protein (NRL) determines whether or not rods can be generated. Studies
have shown that interplay between NRL and cone-rod homeobox protein (CRX), together
with other transcription factors, induces rod-specific gene expression [13,107] that promotes
the development of undifferentiated rods [108]. Recent studies have indicated that NR2E3
inhibits the differentiation of retinal progenitor cells into cones during mitosis, while
the NRL/NR2E3 pathway is associated with the differentiation and maintenance of rods
throughout the cell life cycle. Therefore, the NRL pathway serves as a therapeutic target
for the treatment of RP [109]. Transcription factor regulation also embodies the genetic
heterogeneity of the disease. Microphthalmia-associated transcription factor (MITF) is
essential in RPE development and function. Studies have found that retinal oxidative
damage in Mitf+/− mice can be attenuated by the specific overexpression of NRF2, a
significant regulator of antioxidant signaling, in retinal pigment epithelial cells. As MITF
directly regulates NRF2 transcription and its translocation into the nucleus, it can be
assumed that MITF might be a potential therapeutic target [110].
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3.3.4. Cellular Structure and Function Regulation

Photoreceptor cells in vertebrates have featured cellular structures, including optins
and modified cilia composed of basal bodies, connecting Cilium, and outer segments
(OSs); signal-transduction complexes that mediate phototransduction are distributed on
photoreceptor discs stacked with the outer segments of cilia [111]. OSs lack biosynthetic
functions, so they are synthesized and partially pre-assembled in photoreceptor intracel-
lular segments (ISs), and are then transported to the outer segments by connecting cilia,
which is facilitated by the intraflagellar transporter (IFT). IFT, together with non-syndromic
retinopathy-associated pathogenic proteins (https://sph.uth.edu/retnet/home.htm, ac-
cessed on 20 April 2021), also assembles and maintains cilia [112,113], ensuring the integrity
of cellular structures. The PRPH2 gene that encodes peripheral protein 2 is a retina-specific
transmembrane glycoprotein hampering the development of the outer segments of the rods
and cones (ROS and COS, respectively) [114]. A study has detected three missense mutation
types in PRPH2 that affect the C-terminal structural domain of the PRPH2 protein, causing
photoreceptor outer segment instability in clinical cases of leukoplakia retinitis pigmentosa
(RPA) and confirming the potential disease-related mutations of PRPH2 by haplotype
statistical analysis [115]. Rom1 is also a protein essential for regulating photoreceptor disc
morphogenesis and maintaining mammalian photoreceptor cell activity. It is localized at
the edge of the photoreceptor disc that fine-tunes its size and structure, and is essential for
material renewal and structure maintenance within the Oss [116–118]. Rom1−/− mouse
rods have a highly irregular OS morphology, which subsequently undergoes progressive
apoptosis [116]. Moreover, considerable evidence suggests that the formation of the Prph2
and Rom1 complex dominates the development of the disc edge region of photoreceptor
Oss [119], which undoubtedly increases the heterogeneity of retinal diseases [120]. CRB1,
also known as RP12, is a transmembrane protein; it regulates the apical-basal polarity of
retinal photoreceptor cells and controls the adhesion and relative position between cells
in the retina [121,122]. CRB1 mutation-associated CRB complex alteration interferes with
the retinal histogenesis process, resulting in mild to severe impairment of retinal vision in
mice [123]. The photoreceptor interstitium fills the space between the photoreceptor cells
and the RPE; it also aids the structural occurrence and metabolism of the retina, as well
as cellular communication, photoreceptor alignment, and the adhesion of the retina to the
RPE [124,125].

3.3.5. Retinal Metabolism

Normal retina metabolism underlies vision formation; metabolic disorders lead
to retinopathy. Various forms of disorders have been discovered, including glycolytic
metabolism, polyol metabolism, amino acid metabolism (e.g., glycine, serine, and threo-
nine metabolism; taurine and hypotaurine metabolism, etc.), and lipid metabolism (e.g.,
phospholipid metabolism, sphingolipid metabolism, glyceride metabolism, and fatty acid
metabolism). Biological activities, such as glycolytic metabolism to meet the nutritional sup-
ply of the cones [126], the production of retinol in the visual cycle [127], and the regulation
of lipid signaling pathways in the RPE [128], inevitably rely on retinal metabolism. Many
important regulatory molecules, such as enzymes, hormones, and ligands, are involved in
these reactions. Lecithin–retinol acyltransferase (LRAT), the main acyltransferase involved
in the visual cycle, catalyzes the formation of retinyl esters by transferring acyl groups
from the sn-1 position of phosphatidylcholine (PC) to vitamin A. The binding form of
retinol-binding protein 4 (RBP4) and all-trans-retinol, holo-RBP4, is the major transport
carrier of vitamin A in the blood, with LRAT enhancing the transfer efficiency of STRA6-
dependent all-trans-retinol from holo-RBP4 to target cells [129]. Furthermore, the complete
inactivation of the LRAT enzyme in human P173L-LRAT mutants leads to reduced night
vision in infancy and triggers the loss of the visual field by the age of 60 years [130].

https://sph.uth.edu/retnet/home.htm


Int. J. Mol. Sci. 2022, 23, 4883 13 of 34

4. Clinical Manifestations and Diagnosis of RP

Physiological features of early retinal degeneration are manifested by the onset of
photoreceptor cell stress and the beginning of outer segment shortening [52]. The initial
clinical manifestation is the decrease in night vision, which is normal or near-normal on
conventional fundus examination, but some early blanket-layer-like retinal degeneration
can be noticed on mid-peripheral fundus photography. As the disease progresses, the
visual field is gradually lost in a concentric pattern, with the progressive loss of the outer
segment of the central concave retinal cone cells and extensive loss of photoreceptors in the
peripheral region of the retina. Indeed, it is possible to target the RP-related gene or replace
the damaged cells, depending on the disease course of RP. Over the years, the exploration
of therapeutic approaches for hereditary retinitis pigmentosa has expanded considerably.
Efforts have been made to translationally apply these approaches that may slow down
photoreceptor degeneration or restore vision in the clinic. Simultaneously, the real-time
status of the disease needs to be evaluated before and during subsequent treatment.

Based on multiple sources of evidence, we obtained an evaluation form that provides a
good overview of the current clinical evaluation process and RP diagnosis (Table 1). At the
initial visit, a complete ocular history and a genealogy documenting the family history of
eye disease should be obtained first and updated at subsequent visits. The ensuing clinical
evaluation includes a clinical ophthalmologic examination, funduscopy (OCT), visual field
testing (VF), and electroretinography (ERG). Finally, molecular genetic testing is required,
as the genotyping of patients and families is a prerequisite for diagnosis confirmation,
better consultation, and individualized treatment. To achieve precise disease staging
and inform of a possible diagnosis, a correct diagnosis with additional and improved
diagnostic tools is indispensable. In conclusion, a good clinical diagnosis will be beneficial
in guiding the treatment of patients with RP. Table 1 illustrates the RP clinical evaluation
and diagnostic status.

Table 1. RP clinical evaluation and diagnostic status.

Assessment Items Diagnosis Reference

History

I. Ocular
(documentation of
age and course of
onset);

II. Medical;
III. Pedigree (family

history);

Establish an initial profile.

I. In general, initial symptoms (night blindness,
difficulty with dark adaptation, and loss of
mid-peripheral vision) begin in adolescence; the age
of onset is highly variable and difficult to determine.

II. Including current and history use of retinotoxic
medication

III. Mapping genetic genealogy, assessing inheritance
patterns, and identifying potentially diseased
members.

[131,132]

Clinical eye
examination

I. Best-corrected visual
acuity: ETDRs (or
equivalent);

II. Slit-lamp
biomicroscopy;

III. Intraocular pressure;
IV. Indirect

Ophthalmoscopy;

Identifying ocular features that interfere with vision. [133–139]
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Table 1. Cont.

Assessment Items Diagnosis Reference

Spectral-domain optical
coherence tomography (OCT)

Provides cross-sectional imaging of the fibrous layer.

I. The thickness of the outer nuclear layer of the outer
segment gradually decreases, with a tubular
structure of the outer nuclear layer in the late stages,
and decreases in the thickness of the outer nuclear
layer; thickening of the inner nuclear layer.

II. Hyperreflective foci commonly found in the
inner/outer/inferior space.

III. Helpful in diagnosing macular abnormalities (CME).

[140–143]

Retinal
imaging

Fundus imaging

I. Conventional fundus
photography;

II. Confocal scanning
laser
ophthalmoscopy;

III. Multicolor imaging;

I. With limitations of media opacity and inadequate
pupil dilation.

II. Ultra-wide field imaging, but peripheral images are
prone to distortion.

III. ith specific wavelengths of reflectance of three lasers
to detect information of different layers of the retina
and better processing of macular boundary
information.

[136,144,145]

I. Fundus
autofluorescence:

II. Short wavelength
(SW)-FAF using blue
or green light, with
signals originating
from lipofuscin.

III. Near-infrared
(NIR)-FAF showing
an autofluorescent
signal originating
from the RPE that is
less likely to originate
from choroidal
melanin or related
fluorescent groups.

Most FAF cases to evaluate and monitor the progression of RP.

I. 50–60% of patients with RP present with an abnormal
foveal ring or autofluorescent ring, ranging from 3 to
20◦ in diameter, with high interocular symmetry. The
ring diameter becomes smaller over time, and the
rate of ring reduction varies, with larger rings
decreasing more rapidly relative to smaller rings. In
the end, the rings disperse.

II. Intra-ring visual sensitivity remains relatively
preserved, the ring area itself decreases, and the
extra-ring area decreases or cannot be recorded.

[144–147]

Fluorescence
angiography/optical
coherence tomography
angiography (OCTA)

Tends to observe choroidal retinal atrophy.
(Not commonly used). [148]

Adaptive optics scanning laser
ophthalmoscopy (AOSLO)

High-resolution imaging modality to detect disease
progression and assess the safety and efficacy of treatment.

I. Detect early photoreceptor cell damage (even if the
external retinal structures on OCT appear intact).

II. Reveal a decrease in retinal cone cell density prior to
a decrease in visual acuity.

[149,150]
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Table 1. Cont.

Assessment Items Diagnosis Reference

Visual fields
(VF)

I. Kinetic perimetry:
assessment of peripheral
visual field loss

II. Static perimetry: central
visual field loss

III. Fundus-driven Perimetry
(microperimetry):
Central visual field loss

Record the range of visual function from the center to the
far edge. [151–153]

Electroretin-
ography

I. Full-field ERGe

II. Multifocal ERGe

One of the important parameters for the diagnosis and
staging of RP.

I. Testing of central and even peripheral optic rod
and cone cells for whole retinal functions, such as
changes in the a-wave (whether it is lower than
normal), changes in oscillatory potential (whether
it is reduced), and changes in central cone
function (slower decay).

II. Later in the disease process, when whole-field
ERGe cannot be tested, multifocal ERGf can still
trigger a response.

[154–157]

Genetic
Diagnostic
Testing

Genetic counseling and targeted
treatment
Looking for potential new genes

[131,158]

5. Therapeutic Approaches to RP

Although RP is genetically heterogeneous and pleiotropic, with numerous pathogenic
mutations leading to an extremely complex clinical presentation, the common result is
photoreceptor apoptosis and retinal damage following RPE degeneration. As the disease
progresses, the most effective treatment for the different stages depends on the number
of remaining photoreceptor cells [99]. Treatment modalities that are frequently studied
clinically today are discussed in the following.

5.1. Neuroprotective Agent

Neuroprotective agent therapy is one of the earliest and most widely used approaches,
well-tolerated, and with few side effects (Figure 5a). It is usually used in the early stages of the
disease and can also serve as the adjunctive treatment in other stages [11]. Neuroprotective
agents mainly include neurotrophic factors, anti-apoptotic agents, and antioxidants. Among
them, neurotrophic factors include ciliary neurotrophic factor (CNTF) [159,160], brain-derived
neurotrophic factor (BDNF) [161,162], and fibroblast growth factor (FGF) [163,164]. CNTF is
one of the cytokines with the best efficacy in slowing retinal degeneration. In randomized
clinical trials, it exerts neuroprotective effects by upregulating protein hydrolysis inhibitors,
which prevent the degradation of intracellular proteins and extracellular matrix material
in randomized controlled clinical trials [165]. Taurine deoxycholic acid (TUDCA) has
shown potential therapeutic benefits as an anti-apoptotic agent. In many disease models, it
reduces endoplasmic reticulum stress and stabilizes the UPR [166,167]. Vitamin A [168–170],
docosahexaenoic acid (DHA) [171,172], and luteolin [173,174] are antioxidants that have
all been proven effective and safe in large-scale, long-term randomized clinical trials; they
have potential in RP treatment. Vitamin A converts to retinoic acid (RA) through an
oxidative reaction. Physiologically, RA production is dynamically and precisely controlled
to maintain normal neuronal development and synaptic plasticity [175,176]. There are other
agents with neuroprotective functions, such as retinoids and their derivatives [177], calcium
channel blockers [178], calpain inhibitors [179], and valproic acid [180]. Most of them have
been tested in clinical trials. Also, strategies to promote the sustained release of these
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nutrients are being investigated to commence on limitations such as the short half-life of the
drugs [160,181]. Table 2 illustrates neuroprotective agents in pharmacological treatment.
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Figure 5. Six current treatment strategies for retinitis pigmentosa (RP). (a) Neuroprotective agents
mainly include neurotrophic factors, anti-apoptotic agents, and antioxidants; they are usually used in
the early stages of the disease and can also serve as the adjunctive treatment in other stages; (b) Gene
therapy takes effect via the virus-mediated injection of a therapeutic gene tool into the retina in vitro
to replace the disease-causing gene; (c) Introducing photosensitive optic proteins into the degenerated
retina for ectopic expression in damaged cell membranes to restore the cone function and conferring
photosensitive ability to residual retinal cells, such as bipolar cells or ganglion cells; (d) Injecting
neural stem cells cultured in vitro into the retinal injury site induces differentiation into the injured
cell type and replacement of injured cells, with the remaining retinal neurons forming synaptic
connections; (e) Retinal prosthesis implantation at the site of retinal damage; the implantation sites of
the artificial retina vary from subretinal, epiretinal membranes to intra-scleral; (f) injecting residual
non-photoreceptor cells with genes that express ion channel proteins, and attaching “photoswitches”—
chemical molecules that change shape when exposed to light—to the ion channel proteins.



Int. J. Mol. Sci. 2022, 23, 4883 17 of 34

Table 2. Neuroprotective agents in pharmacological treatment.

Neuroprotective Agent Function and Progress Reference

CNTF

• Promote rod cell survival; [182]

• Activate the mTOR pathway of neurons and promote axon regeneration; [183,184]

• PirB in Müller cells affects RGC neurite regeneration; [185]

• Upgrading of protein-delivery strategies, such as the novel intravitreal
protein delivery strategy CNTF-SH3;

[160,162]

• Neuroinflammatory response induced by CNTF. [186]

BDNF

• BDNF inhibits autophagy and promotes synaptic plasticity; [187]

• BDNF activates protein kinaseC (PKC) to promote synaptic plasticity; [162]

• Adherent to other therapies: first polymer carrier (non-viral gene
delivery) for the delivery of BDNF;

[188]

• Tau neurotoxicity provokes alterations in the BDNF system. [189]

FGF
• Non-enzymatic molecular scaffold α-Klotho promotes FGF23 signaling; [190]

• Participates in GLP-1 receptor signaling to regulate fatty acid oxidation,
mitochondrial integrity, and functioning.

[191]

TUCDCA

• Neuroprotection of retinal neurons by TUDCA;
• TUDCA affects stem cell survival, proliferation, and transformation;

[192–194]

• Epigenetic regulatory activity. [195–197]

VA • RGR protein is involved in the light-driven regeneration of cone visual
pigments.

[169,170]

Lutein • Blue light-filtering characteristics; [198]

• Antioxidant, anti-inflammatory. [199]

DHA

• Induces endogenous antioxidants and mobilizes the selective autophagy
of misfolded proteins;

[171]

• Adiponectin receptor 1 conserves docosahexaenoic acid and promotes
photoreceptor cell survival.

[172]

Calcium Channel Blockers

• A novel L-type voltage gate calcium channel blocker and application for
the prevention of inflammation and angiogenesis;

[200]

• Structure and pharmacology of voltage-gated sodium and calcium
channels.

[201]

Calpain Inhibitor

• Calpain inhibition spares oligodendrocytes, prevents the degradation of
axonal neurofilament protein, and attenuates reactive astrocytosis.

[202]

• Randomized phase-2 multicenter placebo-controlled clinical trial; [203]

VPA • Vitamin C- and valproic acid-induced fetal RPE stem-like cells recover
retinal degeneration via regulating SOX2.

[204]

HDACi • Rescue cone photoreceptor-mediated visual function. [205]
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5.2. Gene Therapy

Many different treatments for degenerative retinal diseases are still in clinical trials
(Table 3). Inherited genetic mutations that cause photoreceptor degeneration can be cor-
rected through the use of gene replacement therapy, which is suitable for the treatment of
early retinal degeneration. Owing to the advantages of spatial structure and immune privi-
lege in the retina, which greatly reduce ocular immune responses and suppress systemic
side effects, it is suitable for gene therapy and is already actively engaged in clinical research
(Figure 5b). Typically, a phase-III clinical trial of the therapeutic Rpe65 gene transduction
has been proven to be safe and effective in patients with RP [206].

Table 3. Ongoing clinical trials of potential gene and cell therapies for retinitis pigmentosa
(clinicaltrials.gov).

Status Study Title Interventions

Gene therapy

Recruiting (Phase 2) A First-in-human, Proof of Concept Study of CPK850 in
Patients With RLBP1 Retinitis Pigmentosa Biological: CPK850

Active, not recruiting
(Phase 2)

Safety and Efficacy Study in Patients With Retinitis
Pigmentosa Due to Mutations in PDE6B Gene Biological: AAV2/5-hPDE6B

Recruiting (Phase 2) 4D-125 in Patients With X-Linked Retinitis Pigmentosa
(XLRP)

Biological: 4D-125 IVT Injection
Other: Observational

Recruiting (Phase 3)
Gene Therapy Trial for the Treatment of X-linked

Retinitis Pigmentosa Associated With Variants in the
RPGR Gene

Biological: Genetic: AAV5-RPGR

Recruiting (Phase 3)
Follow-up Gene Therapy Trial for the Treatment of

X-linked Retinitis Pigmentosa Associated With Variants
in the RPGR Gene

Biological: Genetic: AAV5-RPGR 4e11
Biological: Genetic: AAV5-RPGR 2e11

Recruiting (Phase 2)
Dose-escalation Study to Evaluate the Safety and

Tolerability of GS030 in Subjects With Retinitis
Pigmentosa

Combination Product: Gene therapy:
GS030-DP AND Medical device:

GS030-MD

Not yet recruiting
(Phase 3)

A Clinical Trial Evaluating the Safety and Efficacy of a
Single Subretinal Injection of AGTC-501 in Participants
With X-linked Retinitis Pigmentosa Caused by RPGR

Mutations

Biological: rAAV2tYF-GRK1-hRPGRco

Recruiting (Phase 2)
Safety and Efficacy of rAAV2tYF-GRK1-RPGR in

Subjects With X-linked Retinitis Pigmentosa Caused by
RPGR Mutations

Biological: rAAV2tYF-GRK1-RPGR

Recruiting
(Phase 1/2)

Long Term Follow-Up Gene Therapy Study for XLRP
RPGR Biological: AAV-RPGR

Active, not recruiting
(Phase 2)

Efficacy and Safety of vMCO-010 Optogenetic Therapy
in Adults With Retinitis Pigmentosa [RESTORE]

Biological: Gene therapy
product—vMCO-010

Procedure: Sham injection

Cell therapy

Recruiting (Phase 1) Pilot Study of Intravitreal Autologous CD34+ Stem Cell
Therapy for Retinitis Pigmentosa

Biological: Intravitreal autologous CD34+
cells

Recruiting (Phase 2)
Investigation of Therapeutic Efficacy and Safety of

UMSCs for the Management of Retinitis Pigmentosa
(RP)

Biological: Injection of stem cells in the
sub-tenon space of eye for the

management of retinitis pigmentosa
Biological: Injection of stem cells in
suprachoroidal space of eye for the

management of retinitis pigmentosa

clinicaltrials.gov
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Table 3. Cont.

Status Study Title Interventions

Active, not recruiting
(Phase 2)

Safety of Repeat Intravitreal Injection of Human Retinal
Progenitor Cells (jCell) in Adult Subjects With Retinitis

Pigmentosa
Biological: human retinal progenitor cells

Unknown † (Phase 1)

Safety and Efficacy of Subretinal Transplantation of
Clinical Human Embryonic Stem Cell Derived Retinal

Pigment Epitheliums in Treatment of Retinitis
Pigmentosa

Biological: Retinal pigment epitheliums
transplantation

Unknown † (Phase 2) Clinical Study to Evaluate Safety and Efficacy of
BMMNC in Retinitis Pigmentosa Biological: BMMNCs

Recruiting (Phase 1) CNS10-NPC for the Treatment of RP Biological: CNS10-NPC implantation

Unknown † (Phase 2)
Autologous Bone Marrow-Derived CD34+, CD133+,
and CD271+ Stem Cell Transplantation for Retinitis

Pigmentosa
Biological: Stem cell transplantation

Recruiting (Phase 2) Interventional Study of Implantation of hESC-derived
RPE in Patients With RP Due to Monogenic Mutation

Biological: Human embryonic stem
cell-derived retinal pigment epithelium

(RPE)

Unknown †
(Early Phase 1)

Treatment of RP and LCA by Primary RPE
Transplantation

Biological: Human primary retinal
pigment epithelial (HuRPE) cells

Unknown †
(Phase 1)

Stem Cells Therapy in Degenerative Diseases of the
Retina

Biological: Stem/progenitor cells
transplantation

Recruiting (Phase 1) Safety of Cultured Allogeneic Adult Umbilical Cord
Derived Mesenchymal Stem Cells for Eye Diseases Biological: AlloRx

Drug treatment

Recruiting (Phase 2) PDE6A Gene Therapy for Retinitis Pigmentosa Drug: Subretinal injection of
rAAV.hPDE6A

Recruiting (Phase 1/2) The Study to Assess the Safety and Efficacy of OCU400
for Retinitis Pigmentosa

Drug: OCU400 Low Dose
Drug: OCU400 Mid Dose
Drug: OCU400 High Dose

Recruiting (Phase 1/2) BS01 in Patients With Retinitis Pigmentosa Drug: BS01

† Study has passed its completion date and status has not been verified in more than two years.

On the one hand, with the continuous advancement of imaging technologies, such as
optical coherence tomography (OCT), real-time qualitative and quantitative assessment of
retinal changes after gene therapy has been made possible [11,207]. While the heterogeneity
of disease-causing genes has hindered the development of generalized gene therapy strate-
gies [80,208–210], the conditional gene therapy approach—controlling transgene expression
using small molecule-based modulation of abundance or activity, such as the construction
of tetracycline/doxycycline (tet/dox)-based trans-transcriptional activation systems and
the direct use of so-called destabilizing structural domains (DHFR DD) to regulate the
abundance of small molecule proteins—has achieved initial success [13].

On the other hand, RNA therapies, such as nucleases [211,212], RNA interference
(RNAi) [213], antisense oligonucleotides (ASO) [214], and mRNA [215], have also been
making their way owing to the urgent need to develop alternative therapies, as gene
transfer poses quite a few limitations and barriers [216–218]. RNA interference (RNAi) is
designed to knock down the expression of target genes by binding to target complementary
mRNAs, leading to nucleic acid endonuclease-mediated degradation of target mRNAs
or the inhibition of mRNA translation (Figure 6c,d). The roles of siRNAs and miRNAs
are subtly different from each other in terms of pharmacological practice. miRNA may
affect the expression of several different target genes simultaneously, while siRNAs are
often able to trigger more effective and specific gene silencing than miRNAs [219]. In
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2018, the FDA approved the first RNAi drug, patisiran, to treat the hereditary transport
of thyroxine protein amyloidosis [213]. The advantages of ASO over vector-mediated
systems are their ease of packaging and their long-term stability for intracellular transport.
This means that once ASO enters the cell, it promotes RNA degradation or interferes with
mRNA splicing; ASO may also interfere with post-transcriptional mRNA processing or
translation (Figure 6a) [214]. Nowadays, mRNA therapeutics is recognized as a new class
of drugs. However, it has been hampered by issues such as instability and immunogenicity,
making it less desirable than DNA-related gene therapy. However, these critical issues have
been resolved, mainly by the introduction of modified nucleosides in mRNA sequences
and the development of various RNA packaging and delivery systems in recent years.
Much evidence suggests that mRNA not only exerts superior transfection efficiency and a
longer protein expression period, but is also economical over DNA [220] (Figure 6b). For
example, antibody-functionalized nanostar technology is a method of gene delivery that
holds promise for guiding clinical practice in mediating selective RNA therapies [221].
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Figure 6. (a) In vitro mRNAs delivered into the cytoplasm via special materials are directly trans-
lated by ribosomes into various proteins that exert their corresponding effects. (b) Antisense
oligonucleotides (ASO) as chemically modified short RNA or DNA molecules that bind target
mRNAs and can lead to RNase H-induced cleavage (bottom) or inhibit translation (top). (c,d) RNAi
therapies involving small interfering RNAs (SiRNAs) or similar molecules (microRNAs) that are
21–23 nucleotides long to degrade mRNA and prevent its translation into proteins.

Surprisingly, the emerging CRISPR/Cas9-editing system in recent years has achieved
better versatility and precision in facilitating gene correction [222]. Simultaneously, various
limitations of this technology are gradually being addressed by developing countermea-
sures, such as the non-homologous targeted integration (HITI) technique designed to
improve the effectiveness of CRISPR/Cas9 [223]. In addition to in vivo gene transfer
treatment strategies, the partial restoration of visual function has also been achieved by
fusing rAAV2 vectors and MC vectors to first correct mutated genes in photoreceptor cell
precursors in vitro and in vivo [224]. Nevertheless, the realization of gene therapy from
bench to bedside still faces many challenges, such as the identification and molecular
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diagnosis of gene mutations, the limitations of gene transfer technology, and the long-term
effectiveness and safety, all of which still warrant long-term follow-up, in-depth research,
and comprehensive evaluation [216,222].

5.3. Stem Cell Therapy

Currently, it appears that gene and cell replacement therapies are most beneficial
for patients with retinal degeneration before complete loss of optic rod cells and cone
cells (Table 3). Cell transplantation is a cell therapy technique in which normal cells are
transferred to replace functionally impaired cells and form synaptic connections with the re-
maining retinal neurons [225] (Figure 5d). Two main sources of transplanted cells as donors
are retinal photoreceptor cell precursors and differentiated embryonic stem cells [181,226].
As transplanted photoreceptor cells only need to establish some short synaptic connections
with bipolar cells to transmit electrical signals to downstream pathways, the development
of this technology has focused on engineering the generation of functional photoreceptor
cells [227]. Since the first three-dimensional culture protocol for generating outer retinal
cells from human pluripotent stem cells (hPSCs) [228], hPSCs have been showing promising
applications in clinical trials [229]. Meanwhile, ultra-lightweight biodegradable scaffold
materials that effectively improve the cellular load have been continuously updated to ad-
dress all the problems of cell reflux that occur with cell suspension injections [230]. Several
clinical trials of cell transplantation for RP have been performed in recent years, which
were proven to ameliorate poor vision with no side effects observed yet [231–233]. Retinal
cells derived from human induced pluripotent stem cells (iPSC) survived in the retinas of
photodamaged primate hosts and showed signs of restoration of light response [234]. In
animal disease models, adipose-derived stem cells (ASC) showed better protection against
degenerated retinas after transplantation into the subretinal space [235]. Besides replacing
photoreceptor cells, it is also viable to transplant cells that protect host photoreceptor cells
through releasing trophic factors, such as cytokines, in a paracrine manner [236]. Although
clinical trials using stem cells have generated a relatively safe profile, many obstacles
and concerns, including long-term efficacy, rejection, and inflammation, remain [237]. In
addition, the properties of the endoplasmic reticulum (ER) of human pluripotent stem cells
(hPSCs) render hPSCs susceptible to stress-induced death [238].

5.4. Optogenetics

While gene- and cell-replacement therapies are most beneficial for patients with ad-
vanced retinal degeneration, after the complete loss of optic rod cells and cone cells, it is
necessary to consider other approaches being developed to treat advanced retinal degenera-
tion. Optogenetics has received increasing attention in recent years, based on its concept of
introducing photosensitive optic proteins into the degenerated retina for ectopic expression
in damaged cell membranes to restore the cone function and conferring the photosensitive
ability to residual retinal cells, such as bipolar cells or ganglion cells [239,240] (Figure 5c).
To date, proof of concept has been obtained in animals, and phase-I/II clinical trials are
underway [241]. Early studies found that the insertion of algal retinal channelrhodopsin
2 (ChR2) into mammalian cell membranes exhibited a depolarizing effect in response to
light [242], which involves a light-driven sodium pump molecular mechanism that can
be explained by a specific data model (Panama Canal model) [243,244]. In another study,
rod precursors from P4 donor mice were transformed with the photosensitive protein
Natronomonas pharaonis halorhodopsin (NpHR); the transformed rods were then isolated
and implanted into the retinas of Cpfl1/Rho-/-recipient mice, whose was vision restored
afterward [245]. Technological upgrades in optogenetic applications are being achieved
through an in-depth understanding of the dynamics, structure, molecular transport modes,
and optical properties of photosensitive proteins today [99,246]. Moreover, it remains a
great challenge to minimize the adverse effects of introducing photosensitive proteins into
photoreceptor cells and activating the specific light wavelengths of opsins. Opsin engineer-
ing technologies, such as neural micro-electrodes and Neuronal Communication (NEC),
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have also made breakthroughs in addressing this shortage [247–251]. They fully considered
safety issues, such as reducing the implantation field while ensuring effectiveness [252,253].
Wireless photopoles have been developed in the past to achieve the effect of wireless
light stimulation and closed-loop circuitry on real-time control neurons. This technique
does not require restraining the animal during the implantation of optical fibers [254,255].
More recently, researchers have succeeded in developing photosensitive proteins with
near-infrared (NIR) activation wavelengths, which can reduce light scattering to allow
deeper light penetration [256]. Such breakthroughs provide an environment closer to that
of the natural retina for the generation of vision stimulated by optogenetic techniques and
the precise transmission of neuronal activity.

5.5. Artificial Retina

In the advanced stages of retinitis pigmentosa, severe photoreceptor loss occurs. How-
ever, the bipolar cells and ganglion cells upstream of the photoreceptors can be sufficiently
preserved to convey information to the brain. For legally blind patients suffering from
advanced hereditary retinal atrophy with very low vision, this condition can be partially
restored using a retinal prosthesis device. The artificial retina was designed using similar
principles as the cochlear implant to simulate the function of a human retina that has lost
the ability to work [257]. The implantation sites of the artificial retina vary from subreti-
nal, epiretinal membranes to intra-scleral [258] (Figure 5e). To date, only two prostheses
(Argus II and Alpha-IMS) have been marketed and have reported long-term follow-up
data. For example, the FDA has approved the Argus II retinal prosthesis from EYES for
clinical treatment [259,260]. The recently developed 3D visualization system, which is
characterized by high resolution, high dynamic range, and increased imaging field depth,
has been particularly useful in creating large Argus scleral dissections and during array
localization and positioning. Three consecutive cases of successful Argus II implantation
using 3D visualization have been reported; no complications or contamination have been
found to date [261]. Alpha-IMS (Retina Implant AG, Reutlingen, Germany) is also available
commercially. An interim analysis of a clinical trial enrolling 29 patients (including 25 with
RP) showed that Alpha-IMS improved daily living activities, as well as light perception and
object recognition in 72% and 86% of visually blind participants caused by hereditary reti-
nal degeneration, respectively [262,263]. Post-implantation visual rehabilitation involving
training and assessing has also been valued recently, which turned out to improve patients’
adaptation and application ability [264]. Retinal implants, although effective in restoring
some visual function in blind patients, face a different set of challenges. For example, these
implants require invasive surgery and rely on the extracellular electrical stimulation of
the RGC, which can be cytotoxic at high stimulation intensities [265]. The spatial acuity
of retinal implants is limited by the number of stimulating electrodes [266]. Moreover,
adverse events in early clinical trials, such as retinal ruptures in subjects during implant
positioning, conjunctival complications during implant residence, and the disruption of the
blood retinal barrier, have led to the discontinuation of some retinal implant clinical trials.
All the above examples suggest that more work needs to be conducted to further improve
the safety of the device and the method of operation [267].

5.6. Chemical Photoswitches

In advanced cases of retinal degeneration, once most or all of the photoreceptors are
lost and subsequent retinal remodeling is well underway, general replacement therapies
may no longer be beneficial. For example, in advanced cases of retinal degeneration, stem
cells may have more difficulty differentiating into the missing cell type and establishing
proper synaptic connections. At this point, the later stages of retinal degeneration and
retinal remodeling offer some unique opportunities for chemical photoswitch therapy
to act primarily on the remaining bipolar cells and/or retinal ganglion cells. Chemical
photoswitch therapy usually involves injecting residual non-photoreceptor cells with genes
that express ion channel proteins and attaching “photoswitches”—chemical molecules
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that change shape when exposed to light—to the ion channel proteins. When the photo-
switch perceives light stimulation, it opens the ion channels and activates the retinal cells,
thereby restoring their photoreceptor properties (Figure 5f). Many different “photoswitches”
have been developed to photosensitize cellular proteins (enzymes, neurotransmitter re-
ceptors, and ion channels) for reversible regulation controlled by compounds [268,269].
Some photoswitch molecules, such as AAQ (acrylamide–azobenzene–quaternary) and
DENAQ (diethylamino–azobenzene–quaternary), block the K+ channels to increase non-
photosensitive cell excitability with trans conformation. In contrast, it exhibits the opposite
effect with cis conformation [270,271]. Because of its biocompatibility [272], the photoswitch
is a more natural photo-stimulator and less invasive than retinal prosthesis. However,
poor sensitivity to light and possible immune reactions to ectopically expressed proteins
are difficulties faced by photoswitch molecules [273]. Researchers have now developed
ocularly injectable photoreceptor-binding upconversion nanoparticles (pbUCNPs) that
act as light sensors to enable animals to detect both NIR and visible light images. NIR
light is projected into the retina through the cornea and lens, the optical portion of the eye;
after that, the pbUCNPs convert NIR light into visible light, which activates the photore-
ceptor cells. It has also been suggested that incorporating pbUCNP into a drug delivery
system enables better performation [274]. If applied to a photoswitch, the novel NIR sensor
may hold promise for addressing the poor light sensitivity of the photoswitch molecule.
One study evaluated the use of two photoswitchable azobenzene ion channel blockers,
DAQ and DAA, for vision restoration. While DAQ acts primarily on RGCs, DAA induces
light-dependent spiking waves primarily through the activation of amygdala cells. This
study found that the degeneration-induced local field potentials remain a major challenge
common to all vision restoration approaches [275].

6. Summary and Prospects

To date, the field of RP is undergoing a significant paradigm shift with better knowl-
edge and the advancement of scientific research techniques. Especially nowadays, gene
therapy is advancing by leaps and bounds, and the corresponding translational application
of RP treatment has also achieved positive phase experimental effects. It is more effective,
less invasive, and relatively safer in the short term than retinal transplantation. Drug
therapy, stem cell therapy, and optogenetic therapy mentioned above meet the needs of
maintaining a relatively intact retina with a more stable retinal metabolic environment
for the reactivation of damaged neuronal function or transplantation of exogenous cells.
Patients with mid- to late-stage RP usually suffer severe retinal damage, which is prevalent
during their initial consultation. Years of case studies and experience suggest that all
patients with RP and those potentially at risk, as much as possible, should have regular
eye examinations for risk assessment and early diagnosis that yield a better prognosis.
The innovation of gene therapy technology that modifies the disease-causing gene makes
individualized and precise RP treatment possible. Although emerging studies on gene
therapy have been on the way to improve vision in patients with RP, they are faced with
several bottlenecks, such as burgeoning but immature gene transfer technology and a lack
of animal models. Moreover, similar to other therapies, the efficacy, security, and stability of
gene therapy warrants further improvement. Nevertheless, as increasing attention is being
paid to the disease, with each therapeutic area being actively and positively developing,
we have stepped into a new era in the diagnosis and treatment of RP.
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