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Abstract: Photoreceptors are sensitive neuronal cells with great metabolic demands, as they are
responsible for carrying out visual phototransduction, a complex and multistep process that requires
the exquisite coordination of a large number of signalling protein components. Therefore, the
viability of photoreceptors relies on mechanisms that ensure a well-balanced and functional proteome
that maintains the protein homeostasis, or proteostasis, of the cell. This review explores how the
different isoforms of Hsp90, including the cytosolic Hsp90α/β, the mitochondrial TRAP1, and the
ER-specific GRP94, are involved in the different proteostatic mechanisms of photoreceptors, and
elaborates on Hsp90 function when retinal homeostasis is disturbed. In addition, several studies
have shown that chemical manipulation of Hsp90 has significant consequences, both in healthy
and degenerating retinae, and this can be partially attributed to the fact that Hsp90 interacts with
important photoreceptor-associated client proteins. Here, the interaction of Hsp90 with the retina-
specific client proteins PDE6 and GRK1 will be further discussed, providing additional insights for
the role of Hsp90 in retinal disease.

Keywords: chaperone; co-chaperone; heat shock protein; Hsp90; inherited retinal disease;
photoreceptor; phototransduction; proteostasis

1. Phototransduction and Protein Folding in Photoreceptors (PR)

Photoreceptor cells are highly specialized sensory neurons in the retina, and are
essential for converting light into a neural signal, a fundamental process which initiates
vision. In the mammalian retina, there are two types of photoreceptor cells, the rods
and the cones. Both rods and cones are adjacent to the retinal pigment epithelium (RPE),
a monolayer of pigmented cells which is vital for the normal function and survival of
photoreceptors [1]. Morphologically, photoreceptors consist of a synaptic terminal, a
nuclear region, and an inner segment (IS) and outer segment (OS) which are connected by
a connecting cilium (CC). The OS of both cell types consists of closely spaced membranous
discs containing photopigment molecules, called opsins, which are coupled to a light-
absorbing chromophore (retinal, an aldehyde of vitamin A). Opsins are responsible for
tuning the absorption of light to a specific wavelength of the light spectrum. The rod OS
contains the rod-specific photopigment rhodopsin, whereas the cone OS contains one of
the three cone-opsins, S-opsin, M-opsin, or L-opsin. Rhodopsin, with a peak absorption
(λmax) of ~500 nm, functions during dim light conditions allowing scotopic vision, whereas
cone opsins are responsible for processing wavelengths ranging from ~350 to 560 nm, thus
allowing colour vision [2]. Rods and cones share the same cellular mechanism of light
detection, a process known as phototransduction.

Phototransduction is a complex mechanism in which light is converted into an electri-
cal signal through the sequential activation of signalling proteins. In rods, phototransduc-
tion is activated by the photoisomerization of the rhodopsin-bound chromophore 11-cis-
retinal to all-trans retinal, inducing a conformational change in rhodopsin to its activated
form metarhodopsin II. Metarhodopsin II stimulates the trimeric G-protein transducin by
catalysing the exchange of GDP for GTP on the α-subunit. The GTP-associated α-subunit of
transducin dissociates from the β and γ subunits and activates PDE6, a phosphodiesterase
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that hydrolyses cGMP. The decreased concentration of cGMP in the OS results in the closure
of cGMP-gated channels in the plasma membrane, and the cessation of sodium and calcium
influx, which, in turn, leads to the hyperpolarisation of the rod cell and the inhibition of glu-
tamate release at the synaptic terminal [3]. A series of biochemical reactions is required for
photoreceptors to return to their inactive state. This involves another network of proteins
which restore the various activated components to their inactive state. G-protein-coupled
receptor kinase 1 (GRK1) phosphorylates metarhodopsin II, inducing a conformational
change that enables the binding of arrestin, leading to its inactivation. PDE6 is inacti-
vated upon GTP hydrolysis of the transducin α-subunit, a process that is facilitated by
the GTPase-activating protein (GAP) complex, consisting of RGS9 (regulator of G-protein-
signalling isoform 9) and G-protein β-subunit or G-protein β-subunit-like protein [4]. As
a result, free cGMP concentration returns to normal levels (depolarised state) due to the
activation of guanylyl cyclase activating proteins (GCAP) and the cGMP-synthesizing
enzyme guanylate cyclase (GC). The phototransduction cascade in cone photoreceptors is
similar to that in rods and is mediated by homologous phototransduction proteins [5,6].
However, while rods generate a detectable single photon response for maximal sensitivity
in dim light conditions, cones are less sensitive than rods and require the simultaneous
activation of tens to hundreds of opsin molecules in bright light conditions to generate a
detectable response. The high spatial and temporal resolution of cone-mediated vision is
made possible by the rapid kinetics of activation and inactivation, the trade-off of which is
low amplification and sensitivity. In contrast, the trade-off of the high amplification gain of
rods in dim light is their slow kinetics [5,6]. The adaption of rods and cones that shift their
dynamic range towards dim and bright light detection respectively places a great metabolic
demand on photoreceptors, as the visual cycle requires high amounts of energy for the
phototransduction components to coordinate and function together. Moreover, constant
triggering of phototransduction causes photooxidative stress to the OS components which
need to be constantly replaced to avoid permanent damage. This is achieved by synthesis
of new OS disks at the base of the OS and shedding of the OS tips which are phagocytosed
by the RPE [7]. Interestingly, RPE cells have the highest phagocytic activity in the body,
highlighting the intense metabolic demands of OS renewal [8,9]. To maintain this ability
while performing their normal biological function, photoreceptors rely on high levels of
protein synthesis, and the correct folding, assembly, trafficking, and degradation of various
protein components. High levels of protein synthesis of the phototransduction components
occur in the IS which must be continuously translocated through the connecting cilium
to their site of action in the OS. The balance of these processes in the photoreceptor cell is
called protein homeostasis or “proteostasis”.

2. The Importance of Hsp90 Isoforms in Retinal Proteostasis

Proteostasis is maintained and controlled by an extensive network of molecular chap-
erones, proteolytic systems, and their regulators, termed the proteostasis network (PN).
To ensure the correct folding and degradation of misfolded proteins, the PN includes
sophisticated protein quality control (PQC) mechanisms, of which the chaperone Hsp90
is a vital component. Hsp90 is an ATP-dependent protein that is universally found in
various cellular compartments, such as the cytosol, the ER, and the mitochondria. There are
five Hsp90 members, which according to published guidelines for HSP nomenclature are
categorised under the HSPC family and include the cytosolic HSPC1 (HSP90AA1), HSPC2
(HSP90AA2), HSPC3 (HSP90AB1), the endoplasmic reticulum (ER) HSPC4 (GRP94), and
the mitochondrial HSPC5 (TRAP1) isoforms [10]. These isoforms participate in different
PQC systems in the various compartments of the cell with a common aim to support the
folding or refolding and stability of client proteins. Hsp90 functions as a dimer, with each
protomer within the Hsp90 dimer comprising an N-terminal ATP-binding domain, a mid-
dle domain, and a constitutively dimerised C-terminal domain. Hsp90 chaperone activity is
coupled with ATP hydrolysis, wherein ATP binds to an open conformation of Hsp90, which
induces the transient dimerisation of the N-terminal domains and ATP hydrolysis with
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subsequent release of the client protein (reviewed by [11,12]). The Hsp90 cycle facilitates
the folding, maturation, or assembly of near-native client proteins, of which there are
several hundred (https://www.picard.ch/downloads/Hsp90interactors.pdf accessed on
3 July 2022). Hsp90 co-chaperones interact non-covalently with Hsp90 to modulate the
Hsp90 cycle or specifically target client proteins to Hsp90 (reviewed by [11,12]).

2.1. Cytosolic Hsp90

The cytosolic isoforms of Hsp90 participate in protein folding as a part of the heat
shock response (HSR) and the Hsp90/Hsp70 protein folding machinery (Figure 1). The
HSR is an orchestrated process that leads to the rapid transcription of selective genes
encoding cytosolic molecular chaperones, also known as heat shock proteins (HSPs). The
transcriptional activation of HSPs is regulated by transcription factors known as heat shock
factors (HSFs) [13]. HSF1 is the key regulator of the HSR leading to HSP induction in
response to stress. In the absence of stress, monomeric HSF1 is maintained in an inactive
state by interaction with molecular chaperones in the cytosol, including Hsp90 [14]. In the
presence of stress, HSF1 is converted from an inactive monomer to an active DNA-binding
trimer, and this trimerization process involves the dissociation of Hsp90 and co-chaperones
from its regulatory domain [15]. The trimerized HSF1 translocates to the nucleus and
binds to heat shock elements (HSE) in the promoters of target genes that promote the
transcription of Hsp90 and other HSPs [16].

In addition to its role in the HSR, cytosolic Hsp90 also functions as part of the
Hsp90/Hsp70 protein folding machinery, in which Hsp90 targets client proteins, early
folding intermediates in a near native state, and in concert with Hsp70, facilitates the ther-
modynamically favourable maturation of these clients [17]. In mammalian cells, including
photoreceptors, there are two major cytosolic Hsp90 isoforms, the stress-inducible Hsp90α
(HSPC1) and the constitutively expressed Hsp90β (HSPC3), which share 85% sequence
identity [18] (Figure 1). The less abundant Hsp90α A2 (HSPC2) isoform is identical to
Hsp90α with the exception of an N-terminal extension in Hsp90α. A recent study showed
that Hsp90α deficiency in mice can cause rhodopsin retention in the IS and eventually lead
to retinal degeneration. Further investigation revealed that microtubule-associated protein
1B (MAP1B), which is important for microtubule stabilization, was associated with Hsp90α
and significantly reduced in Hsp90-deficient mice by proteasomal degradation. The au-
thors suggested that Golgi organisation and vesicle transportation, which both rely on
stable microtubules, are disrupted and this could be the underlying cause of photoreceptor
degeneration [19].

2.2. ER-Associated GRP94

The ER has its own network of molecular chaperones which ensure that correctly
folded proteins are produced and exit from the organelle for further processing. The
glucose-regulated protein 94 (GRP94) (HSPC4) is a key regulator of the ER quality control
mechanism and its residence in the ER is facilitated by its distinct C-terminal sequence
KDEL, which serves as an ER retrieval signal for the KDEL receptor [20] (Figure 1). GRP94,
together with BiP (GRP78), are two of the most abundant proteins in the ER [21] and play a
significant role in regulating the ER unfolded protein response (UPR). The UPR involves
the activation of a well synchronised set of signalling pathways directed by ER-resident
transmembrane proteins that include inositol-requiring protein-1 (IRE1), the protein kinase
RNA (PKR)-like ER kinase (PERK), and the activating transcription factor 6 (ATF6) [22]
(Figure 1). During stress overload, the UPR branches respond by stimulating the expres-
sion of UPR-targeted genes which encode proteins, such as molecular chaperones, folding
catalysts, subunits of the translocation machinery (Sec61 complex), ER-associated degrada-
tion (ERAD) molecules, and antioxidants. This activation leads to the upregulation of the
protein folding and degradation capacity and the inhibition of protein synthesis in order
to alleviate the stress and restore the equilibrium in the ER. Specifically in photoreceptors,
GRP94 has been shown to be involved in opsin quality control as it forms a complex with
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mutant opsins and other chaperones (BiP) [23]. Apart from protein folding, ER quality
control involves ERAD, a mechanism to detect misfolded proteins and tag them for protea-
somal degradation (Figure 1). Evidence from Christianson et al. (2008) [24] showed that
GRP94 actively participates in ERAD, when α1-antitrypsin, an ERAD substrate, failed to
degrade in GRP94-depleted cells. Misfolded rhodopsin is also subjected to ERAD [25,26],
and it has been suggested that GRP94 and BiP might be involved in the recognition of the
non-glycosylated ER-retained misfolded opsins [26]. Another important feature of GRP94
is its ability to bind calcium and maintain calcium homeostasis in the ER. The ER quality
control machinery is coupled to the storage and utilization of calcium [27]. Most calcium in
the ER is stored bound to proteins and GRP94 is one of the most important calcium-binding
proteins [20]. A reduction in total calcium levels can strongly affect protein folding and
change the molecular chaperone selection in the ER [28–30].

2.3. Mitochondrial TRAP1

The tumour necrosis factor receptor associated protein 1 (TRAP1) is the mitochondria-
specific Hsp90 isoform (HSPC5) and has distinct structural and functional properties
(Figure 1). Structurally, TRAP1 is similar to the cytosolic Hsp90 isoforms, with the ex-
ception of a cleavable N-terminal mitochondrial localization signal and an N-terminal
extension or ‘strap’ that provides stability in its ‘closed’ conformation [31]. Functionally,
TRAP1 participates in the maintenance of mitochondrial integrity, protein folding and
response to proteotoxic stress in mitochondria, and protection from oxidative stress dam-
age [31,32]. Similarly to the ER, mitochondria are particularly vulnerable to the disturbance
of proteostasis due to their high intrinsic protein folding demands. Hence, they have
developed their own protective mechanism to overcome proteotoxic stress, known as
the mitochondrial unfolded protein response (UPRmt) [33]. Similar to the HSR and ER-
specific UPR, UPRmt is a transient transcriptional change in response to proteotoxic stress
that is regulated by mitochondria. It was first described by Martinus et al. (1996) [34]
as the transcriptional activation of mitochondria-specific chaperones and depends on
mitochondrial-nuclear communication. The activation of UPRmt promotes protein folding,
limits protein import, and reduces the translation of mitochondrial proteins. The UPRmt has
been most extensively studied in C. elegans and there is only a small number of studies that
have attempted to characterise it in mammalian cells [34–36]. Similarly to the ER-specific
UPR, studies have shown that UPRmt elicits a multi-axis response that is regulated by
several proteins and leads to distinct molecular outcomes (reviewed by [37]). However,
the exact molecular mechanisms and regulators of the different UPRmt pathways remain
largely unexplored, especially in disease. A study in Drosophila showed that modulation of
TRAP1 expression led to the nuclear translocation of the transcription factor Dve which
induced the expression of the mitochondrial chaperonin Hsp60, mitochondrial Hsp70,
and a putative protease, CG5045, suggesting that TRAP1 is able to activate the UPRmt.
The same study found that TRAP1 modulation could significantly improve health span,
potentially by activation of the UPRmt [38]. In recent years, a functional interaction between
ER and mitochondria during stress has been the focus of scientific interest. TRAP1 has been
shown to have an important role in this ER–mitochondria interaction since it can potentially
regulate the ER-associated UPR [39]. In photoreceptors, the elongated mitochondria extend
almost the entire length of the IS, and are critical in meeting the high energy demands of
photoreceptors for protein synthesis and phototransduction in the OS as well as serving as
a calcium store. The photoreceptor TRAP1 is therefore likely to play a critical role in the
maintenance of photoreceptor homeostasis and the UPRmt (Figure 1).
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Figure 1. The roles of Hsp90 in photoreceptor proteostasis. (A) PDE6 and GRK1 are important
components of phototransduction activation and deactivation, respectively. PDE6 and GRK1 are
synthesised in the photoreceptor inner segment and translocated to the outer segment via the
connecting cilium. Both PDE6 and GRK1 are Hsp90 client proteins. (B) The mitochondrial isoform
TRAP1 is involved in protein folding and the mitochondrial unfolded protein response (UPRmt).
(C) The cytosolic isoforms Hsp90α/Hsp90β participate in protein folding in association with the
Hsp70 folding machinery, and as a part of the heat-shock response (HSR) by regulating the activation
of heat-shock transcription factor 1 (HSF1). During stress, Hsp90 together with other chaperones
dissociate from HSF1, which then trimerizes and is activated via phosphorylation. Activated HSF1
translocates to the nucleus and stimulates the expression of molecular chaperones. (D) ER-associated
GRP94 is important in protein folding and ER protein quality control mechanisms, the UPR, and
ER-associated degradation (ERAD). The UPR involves three signalling pathways mediated via ER
transmembrane protein folding sensors, the inositol-requiring protein-1 (IRE1), the protein kinase
RNA (PKR)-like ER kinase (PERK), and the activating transcription factor 6 (ATF6). Activation
of the UPR branches leads to the increased expression of proteins, such as molecular chaperones,
folding catalysts, subunits of the translocation machinery (Sec61 complex), ERAD molecules, and
antioxidants. Created with BioRender.com.

3. The Role of Hsp90 in Retinal Disease
3.1. Hsp90 and the Stress Response in Retinal Disease

Evidently, Hsp90 is of high importance in the retina because of the many vital roles it
has in the different PQC mechanisms of proteostasis. Its importance in retinal homeostasis
can be further highlighted by exploring its role in retinal disease paradigms. Currently,
280 genes (316 genes and loci) are associated with inherited retinal degeneration (IRD)
(https://sph.uth.edu/retnet/home.htm, accessed on 3 July 2022). The inheritance of IRDs
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can be autosomal recessive, autosomal dominant, or X-linked, and IRDs can furthermore
be progressive or stationary, as well as non-syndromic or part of a wider syndrome. Non-
syndromic retinal dystrophies are further classified as macular dystrophies, cone and cone–
rod dystrophies, rod–cone dystrophies, or chorioretinopathies [40]. Retinitis pigmentosa
(RP) describes a group of retinal degenerative rod–cone dystrophies that are primarily
characterized by the loss of rod photoreceptors, as well as the subsequent degeneration
of cones. Mutations in rhodopsin are the most common cause of autosomal dominant
retinitis pigmentosa (adRP) [2]. The photoreceptor stress machinery has been found to be
induced in various models of rhodopsin misfolding. For example, the upregulation of the
UPR and of the HSR, including increased levels of Hsp90 and Hsp70, has been observed
in the P23H-1 transgenic rat, in which mutant rhodopsin Pro23His (P23H) is misfolded
and retained in the ER [41]. Upon treatment with arimoclomol, an HSR co-inducer, Hsp90
and Hsp70 levels were further elevated, and this was associated with decreased rhodopsin
aggregation, photoreceptor rescue, and improved visual responses [41]. The role of Hsp90
in the upregulation of the UPR and HSR is likely to be important in other retinal diseases
caused by protein misfolding, in which the maintenance and regulation of the vast array of
structural and functional proteins is critical for normal photoreceptor homeostasis.

3.2. Hsp90 Inhibition in Retinal Disease

Additional evidence of the significance of Hsp90 in retinal dystrophies, including
RP, arise from the consequences of its pharmacological inhibition. Hsp90 inhibition can
elicit a dual effect, leading to the proteasome-mediated degradation of its client proteins
or the disruption of the chaperone complex with HSF1 and the activation of the HSR,
leading to the upregulation of molecular chaperones. Therefore, the potential of Hsp90
inhibitors to manipulate the photoreceptor stress machinery has been explored in various
studies. A list of Hsp90 inhibitors that have been used in models of retinal disease is
summarized in Table 1. The Hsp90 inhibitor 17-N-allylamino-17-demethoxygeldanamycin
(17-AAG), also known as tanepsimycin, has been shown to protect against rhodopsin
aggregation and toxicity in a cell model of P23H rhodopsin [42]. Two other Hsp90 inhibitors,
geldanamycin (GA) and radicicol, also showed a similar effect on alleviating the toxic
gain-of-function mechanisms of P23H rhodopsin in vitro, although this effect was less
potent compared to 17-AAG [42]. The amelioration of P23H rhodopsin aggregation was
not observed in mouse embryonic fibroblasts from HSF-1 knock-out mice, suggesting
that the protection depends on HSF1 and the activation of the HSR [43]. In accordance
with these findings, the systemic administration of 2-amino-7,8-dihydro-6H-pyrido[4,3-
D]pyrimidin-5-one NVPHSP990 (HSP990), a blood brain barrier permeable Hsp90 inhibitor,
activated HSF-1 and induced the upregulation of molecular chaperones in the retina of
P23H transgenic rats [43]. This HSP990-mediated stimulation of the stress machinery
was associated with reduced rhodopsin aggregation and mislocalisation, improved visual
function, and photoreceptor survival several weeks after a single drug dose [43]. Hsp90
inhibition has also been reported to be protective in another form of adRP, RP10, which is
caused by mutations in the inosine 5′-monophosphate dehydrogenase type 1 (IMPDH1)
gene [44]. Systemic delivery of 17-AAG, facilitated by the RNA interference-mediated
modulation of the inner blood–retina barrier, protected against photoreceptor degeneration
in the Arg224Pro (R224P) mutant IMPDH mouse model, by promoting the expression of
HSPs, including Hsp90, which, in turn, reduced the formation of IMPDH aggregates [45].
These studies highlight the potential neuroprotective effects of Hsp90 inhibition in retinal
protein misfolding disorders via upregulation of the HSR.

It has also been shown, however, that prolonged inhibition of Hsp90 in the retina
may also play a detrimental role in photoreceptor proteostasis as a consequence of the
degradation of key Hsp90 client proteins. The rhodopsin mutant Arg135Leu (R135L) is
hyperphosphorylated and constitutively bound to arrestin, thereby disrupting vesicular
traffic in photoreceptors. 17-AAG enhanced the vectorial transport of R135L rhodopsin
to the OS by suppressing the endocytosis defect that characterises this mutation, thereby
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restoring R135L rhodopsin localization to the WT phenotype in rat retinae [43]. In an
in vitro cell model of R135L rhodopsin, Hsp90 inhibition by 17-AAG similarly blocked
the recruitment of arrestin to R135L rhodopsin and led to a reduction in the aberrant
endocytosis of R135L rhodopsin [43]. Interestingly, this effect was HSF1-independent
as 17-AAG rescued the intracellular accumulation of R135L rhodopsin and restored the
cytosolic localization of arrestin in HSF-1 knock-out mouse embryonic fibroblasts [43]. It
was hypothesized that Hsp90 inhibition may instead mediate its effect on R135L rhodopsin
by client-mediated degradation. Indeed, prolonged Hsp90 inhibition with HSP990 in vivo
led to a post-translational reduction in GRK1 and PDE6 protein levels, identifying them
as Hsp90 clients. Hsp90 inhibition in cells led to the rapid proteasomal degradation of
newly synthesised GRK1 confirming a requirement for Hsp90 for GRK1 maturation and
function. The effect of Hsp90 inhibition on R135L rhodopsin was therefore attributed
to the fact that GRK1 was identified as an Hsp90 client protein, and Hsp90 inhibition
decreased GRK1 levels resulting in reduced R135L phosphorylation and subsequently,
reduced arrestin binding.

Table 1. List of Hsp90 inhibitors used in models of retinal degeneration.

Compound Study Outcome Reference

Geldanamycin Reduced P23H aggregation and cell
death in vitro Mendes & Cheetham, 2008 [42]

Tanepsimycin
17-AAG

Reduced P23H aggregation and cell
death in vitro Mendes & Cheetham, 2008 [42]

Reduced protein accumulation in
R135L rats Aguilà et al., 2014 [43]

Radicicol Reduced P23H aggregation and cell
death in vitro Mendes & Cheetham, 2008 [42]

Alvespimycin
17-DMAG

Prolonged treatment causes
photoreceptor cell death in rats Zhou et al., 2013 [46]

Induced photoreceptor apoptosis
and rhodopsin retention in the IS in

wild-type mice
Wu et al., 2020 [19]

HSP990

Reduces P23H aggregation,
improves visual function and

delays photoreceptor cell death in
P23H-1 rats

Aguilà et al., 2014 [43]

Protects photoreceptors from
degeneration caused by aggregating

mutant IMPDH1 protein
Tam et al., 2010 [45]

3.3. Ocular Toxicities in Clinical Trials of Hsp90 Inhibition

These findings have important implications for the pharmacological manipulation of
molecular chaperones as a therapeutic approach for retinal disease. Despite the plethora
of evidence that Hsp90 inhibition can provide protection in the diseased retina as de-
scribed above, reports from clinical trials in oncology highlight ocular toxicities that have
emerged as an important clinical concern (Table 2). Hsp90 N-terminal inhibitors, including
ansamycin derivatives (17-dimethylaminoethylamino-17-demethoxygeldanamycin (17-
DMAG)), resorcinol derivatives (AT13387, AUY922), and benzamide derivatives (SNX-5422
(PF-04929113)), have been associated with visual disturbances, such as blurred vision,
photopsia, night blindness, photophobia, and retinopathy [47–57]. In addition, some
preclinical studies have reported that severe retinal degeneration occurred in rats and
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beagle dogs after treatment with Hsp90 inhibitors [46,58,59].The oral administration of
the Hsp90 scaffold N-terminal inhibitor CH5164840 led to a loss of pupillary light reflex,
abnormal electroretinographic (ERG) responses, and histological changes in the photore-
ceptor outer nuclear layer, including photoreceptor degeneration, in beagle dogs [58].
Similarly, intravenous administration of 17-DMAG or AUY922 promoted photoreceptor
cell death in Sprague Dawley (SD) rats in addition to the upregulation of the HSR [46], and
AUY92-induced abnormal ERG responses, and photoreceptor OS disorganization in Brown
Norway and Wistar rats [59]. However, while ocular effects have been widely reported
in preclinical and clinical studies of certain Hsp90 inhibitors, visual disturbances have
not been reported for all Hsp90 inhibitors, including 17-AAG and the resorcinol deriva-
tive ganetespid. Preclinical studies comparing the ocular toxicity of 17-DMAG, 17-AAG,
AUY922, and ganetespid suggest that the extent of ocular toxicity correlates with the retinal
biocompatibility and clearance rate of the compound, with high levels of accumulation
and prolonged inhibition of Hsp90 in the retina, leading to photoreceptor cell death [46].
Therefore, the inhibition of Hsp90 as a therapeutic approach in the retina is clearly a double-
edged sword, whereby Hsp90 inhibition can both induce a neuroprotective response but
also lead to ocular toxicity upon prolonged retinal accumulation. The mechanism of retinal
toxicity as a consequence of Hsp90 inhibition is poorly understood; however, a possible
explanation is that the ocular toxicity observed upon prolonged Hsp90 inhibition might
be mediated by the disruption caused to important Hsp90 client proteins in the retina. As
described previously, GRK1 biosynthesis requires Hsp90, and prolonged Hsp90 inhibition
via systemic administration of HSP990 reduced GRK1 and PDE6 levels post-translationally,
suggesting that the Hsp90 client list includes important components of the phototrans-
duction cascade. More recently, Transient Receptor Potential cation channel subfamily M
member 1 (TRPM1) has been identified as another potential Hsp90 client protein in the
retina [57]. TRPM1 is a constitutively open calcium entry channel primarily expressed in
skin melanocytes and retinal ON-bipolar cells in the inner nuclear layer. The treatment
of mice with AUY922 resulted in increased apoptosis in the photoreceptor outer nuclear
layer, disorganization of the photoreceptor outer segments, disruption of RPE cells, and a
dose-dependent decrease in TRPM1 via disruption of the interaction with Hsp90 [57].

Table 2. List of Hsp90 inhibitors used in clinical trials in oncology and their ocular effects. * The
observed ocular effects were transient or resolved after treatment discontinuation.

HSP90 Inhibitor Drug Trial ClinicalTrials.gov
Identifier Ocular Effect Reference

Alvespimycin
17-dimethylaminoethylamino-
17-demethoxygeldanamycin

(17-DMAG)

Phase I trial of 17-DMAG in patients
with advanced malignancies NCT00088868 • blurred vision * Kummar et al., 2010 [47]

Phase I trial of 17-DMAG in patients
with advanced solid tumors NCT00248521

• blurred vision
• dry eye
• keratitis
• conjunctivitis or ocular

surface disease

Pacey et al., 2011 [50]

Onalespid
AT13387

Phase I trial of AT13387 in patients
with refractory solid tumors. NCT00878423

• blurred vision *
• flashes *
• delayed light

dark/accommodation *
Shapiro et al., 2010 [49]

Phase I study of onalespib in
combination with AT7519, a pan-CDK

inhibitor, in patients with advanced
solid tumors

NCT02503709
• blurry vision and

“floaters” * Do et al., 2020 [56]
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Table 2. Cont.

HSP90 Inhibitor Drug Trial ClinicalTrials.gov
Identifier Ocular Effect Reference

Luminespid
AUY922

NVP-AUY922

Phase I trial of AUY922 in combination
with capecitabine in patients with

advanced solid tumors
NCT01226732 • vision darkening *

• night blindness *
Bendell et al., 2015 [52]

Phase I-IB/II trial of NVP-AUY922 as
monotherapy or in combination with

bortezomib in patients with relapsed or
refractory multiple myeloma

NCT00708292

• night blindness
• photopsia
• visual impairment
• retinopathy
• blurred vision
• cataract
• reduced visual acuity

Seggewiss-Bernhardt et al.,
2015 [53]

Phase II trial of AUY922 in patients
with refractory gastrointestinal stromal

tumors
NCT01404650

• blurred vision *
• flashing lights *
• delayed light/dark

adaptation *
• night blindness *
• floaters *

Bendell et al., 2016 [54]

Phase II trial of AUY922 in patients
with metastatic gastrointestinal stromal

tumor
NCT01389583

• night blindness
• blurred vision
• flashing light

Chiang et al., 2016 [55]
Shen et al., 2021 [57]

SNX-5422
PF-04929113

Phase I study of SNX-5422 in patients
with refractory solid tumor

malignancies and lymphomas
NCT00644072

• blurred vision
• bilateral cataracts Rajan et al., 2011 [51]

4. Hsp90 Client Proteins in the Retina

Whilst PDE6, GRK1, and TRPM1 have been identified as Hsp90 client proteins in
the retina, only PDE6 and GRK1 are specifically expressed in photoreceptor cells and are
important components of the phototransduction cascade. An in-depth understanding of
the mechanisms underlying the specific recruitment of PDE6 and GRK1 to Hsp90 is crucial
to understand the biogenesis of these important phototransduction proteins, not only in
the healthy retina but also in retinal diseases associated with these Hsp90 clients, and the
review will henceforth focus on mechanistic and structural insights into PDE6 and GRK1
as Hsp90 client proteins. Whilst the Hsp90-PDE6 chaperone complex has been investigated
in depth, less is known regarding GRK1 as a specific client for Hsp90 and the role of this
association in disease.

4.1. The Hsp90-PDE6 Chaperone Complex

PDE6, a member of the class I family of phosphodiesterases [60], is a heterotetrametric
complex, which in rod photoreceptors, comprises the catalytic PDE6α and PDE6β subunits
together with two inhibitory PDE6γ subunits. Cone PDE6 comprises two catalytic PDE6α’
subunits and two inhibitory PDE6γ’ subunits. In the phototransduction cascade, activated
transducin relieves the inhibition of the PDE6 catalytic subunits imposed by the inhibitory
subunits, leading to cGMP hydrolysis. Mutations in rod PDE6α, PDE6β, and PDE6γ
cause autosomal recessive RP and mutations in PDE6β can also cause autosomal dominant
congenital stationary night blindness (https://sph.uth.edu/retnet/, accessed on 3 July
2022). In contrast, mutations in cone PDE6α’ and PDE6γ’ are associated with autosomal
recessive cone or cone–rod dystrophy, or achromatopsia (https://sph.uth.edu/retnet/,
accessed on 3 July 2022). Interestingly, whilst mutations in the PDE6 subunits cause
relatively milder forms of inherited retinal degeneration, mutations in the reported co-
chaperone for PDE6, the photoreceptor-specific aryl hydrocarbon receptor interacting
protein-like 1 (AIPL1), cause Leber congenital amaurosis (LCA), a severe early onset
and rapidly progressive disease leading to photoreceptor degeneration and the loss of
vision within the first few years of life [61]. An early observation in Aipl1 knockout and
knockdown mice was the post-transcriptional loss of all three subunits of rod PDE6 prior
to the onset of retinal degeneration [62,63]. Cone PDE6 levels were also substantially
reduced in cone photoreceptors lacking AIPL1 [64]. In the absence of AIPL1, the rod PDE6

https://sph.uth.edu/retnet/
https://sph.uth.edu/retnet/
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subunits were stably synthesized but subsequently misassembled and targeted for rapid
proteasomal degradation [65]. Similarly, whilst the loss of AIPL1 had no effect on the
synthesis of the cone PDE6 subunits, the translated subunits were unstable and could not
assemble into the holoenzyme [66]. These studies confirmed that AIPL1 is important for
the post-translational stability and assembly of both rod and cone PDE6.

4.1.1. AIPL1 Structure

AIPL1 was first identified as a possible Hsp90 co-chaperone due to its homology to
the Hsp90 tetratricopeptide repeat (TPR) domain co-chaperone aryl hydrocarbon receptor
interacting protein (AIP), with which it shares 49% identity and 69% similarity [61]. AIPL1
and AIP comprise a C-terminal TPR domain and a N-terminal FK506 binding protein
(FKBP)-like domain, similar to larger members of the FKBP family of immunophilins,
including the Hsp90 TPR domain co-chaperones FKBP51 and FKBP52. The AIPL1 TPR
domain consists of three consecutive TPR motifs, and the crystal structure of the human
AIPL1 TPR domain revealed that, similar to other Hsp90 TPR domain co-chaperones, the
AIPL1 TPR domain adopts a typical TPR fold [67] (Figure 2). Each TPR motif consists of a
pair of anti-parallel α-helices such that the consecutive TPR motifs form a series of six anti-
parallel α-helices connected by short loops followed by a seventh α-helix, which all together
forms a right-handed amphipathic groove. The AIPL1 FKBP-like domain shares the typical
FKBP fold comprising a five stranded β sheet forming a half β-barrel surrounding a short
α helix and creating a hydrophobic cavity (Figure 2). However, unlike other members of
the FKBP family, the FKBP-like domain of AIP and AIPL1 lack peptidyl prolyl isomerase
activity and cannot bind immunosuppressant drugs [68,69]. Moreover, the FKBP-like
domain of both AIP and AIPL1 uniquely include an extensive insert region linking the
last two β strands in the FKBP-like domain [69–71]. In AIP, the insert regions consist of
a 19 residue long helical segment followed by a mostly random coil structure and an α-
helix [69]. In contrast, the crystal structure of the human AIPL1 FKBP-like domain revealed
that the insert region in AIPL1 (residues 90–146) is well structured and comprises three
consecutive α-helices (α2, α3 and α4) connected by short loops [71] (Figure 2). Additional
differences between the AIP and AIPL1 FKBP-like domains include the absence of an
N-terminal α-helix in AIPL1 that is thought to structurally stabilize the AIP FKBP-like fold;
and a loop between β4 and α1 that adopts a ‘looped-out’ conformation in AIPL1 but a
‘looped-in’ conformation in AIP, wherein a critical hinge residue Trp72 is either flipped in
or out, respectively, thus modulating access to a hydrophobic cavity [71] (Figure 2). Finally,
the AIPL1 TPR domain is followed by a C-terminal 56 amino acid proline rich domain
(PRD), an unstructured random coil that is imperfectly conserved in primates and absent
in non-primates [61,72,73] (Figure 2).

Biomolecules 2022, 12, x FOR PEER REVIEW 10 of 20 
 

4.1.1. AIPL1 Structure 
AIPL1 was first identified as a possible Hsp90 co-chaperone due to its homology to 

the Hsp90 tetratricopeptide repeat (TPR) domain co-chaperone aryl hydrocarbon receptor 
interacting protein (AIP), with which it shares 49% identity and 69% similarity [61]. AIPL1 
and AIP comprise a C-terminal TPR domain and a N-terminal FK506 binding protein 
(FKBP)-like domain, similar to larger members of the FKBP family of immunophilins, in-
cluding the Hsp90 TPR domain co-chaperones FKBP51 and FKBP52. The AIPL1 TPR do-
main consists of three consecutive TPR motifs, and the crystal structure of the human 
AIPL1 TPR domain revealed that, similar to other Hsp90 TPR domain co-chaperones, the 
AIPL1 TPR domain adopts a typical TPR fold [67] (Figure 2). Each TPR motif consists of a 
pair of anti-parallel α-helices such that the consecutive TPR motifs form a series of six anti-
parallel α-helices connected by short loops followed by a seventh α-helix, which all to-
gether forms a right-handed amphipathic groove. The AIPL1 FKBP-like domain shares 
the typical FKBP fold comprising a five stranded β sheet forming a half β-barrel surround-
ing a short α helix and creating a hydrophobic cavity (Figure 2). However, unlike other 
members of the FKBP family, the FKBP-like domain of AIP and AIPL1 lack peptidyl prolyl 
isomerase activity and cannot bind immunosuppressant drugs [68,69]. Moreover, the 
FKBP-like domain of both AIP and AIPL1 uniquely include an extensive insert region 
linking the last two β strands in the FKBP-like domain [69–71]. In AIP, the insert regions 
consist of a 19 residue long helical segment followed by a mostly random coil structure 
and an α-helix [69]. In contrast, the crystal structure of the human AIPL1 FKBP-like do-
main revealed that the insert region in AIPL1 (residues 90–146) is well structured and 
comprises three consecutive α-helices (α2, α3 and α4) connected by short loops [71] (Fig-
ure 2). Additional differences between the AIP and AIPL1 FKBP-like domains include the 
absence of an N-terminal α-helix in AIPL1 that is thought to structurally stabilize the AIP 
FKBP-like fold; and a loop between β4 and α1 that adopts a ‘looped-out’ conformation in 
AIPL1 but a ‘looped-in’ conformation in AIP, wherein a critical hinge residue Trp72 is 
either flipped in or out, respectively, thus modulating access to a hydrophobic cavity [71] 
(Figure 2). Finally, the AIPL1 TPR domain is followed by a C-terminal 56 amino acid pro-
line rich domain (PRD), an unstructured random coil that is imperfectly conserved in pri-
mates and absent in non-primates [61,72,73] (Figure 2). 

 
Figure 2. Model of AIPL1. The TPR domain (PDB 6PX0, cyan) and the FKBP-like domain (PDB 
5U9A, magenta, yellow, and green) of AIPL1 were superimposed onto FKBP51 (1KT0). The PRD 
(brown) of AIPL1 was modelled using the I-TASSER server [74,75]. Helices 2, 3, and 4 of the unique 
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a ‘looped-out’ conformation in AIPL1 (green) are shown. The PRD is required for the intrinsic chap-
erone activity of AIPL1. The TPR domain mediates the interaction with Hsp90/Hsp70 and the PDE6 
inhibitory subunits, whilst Hsp90 may also make contact with the α3 helix in the unique insert re-
gion. The FKBP-like domain constitutes a ligand-binding site for isoprenyl groups. Figure courtesy 
of C. Prodromou, Genome Damage and Stability Centre, University of Sussex.  

Figure 2. Model of AIPL1. The TPR domain (PDB 6PX0, cyan) and the FKBP-like domain (PDB 5U9A,
magenta, yellow, and green) of AIPL1 were superimposed onto FKBP51 (1KT0). The PRD (brown) of
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AIPL1 was modelled using the I-TASSER server [74,75]. Helices 2, 3, and 4 of the unique insert
region of the AIPL1 FKBP51-like domain (yellow) and the loop between β4 and α1 that adopts
a ‘looped-out’ conformation in AIPL1 (green) are shown. The PRD is required for the intrinsic
chaperone activity of AIPL1. The TPR domain mediates the interaction with Hsp90/Hsp70 and the
PDE6 inhibitory subunits, whilst Hsp90 may also make contact with the α3 helix in the unique insert
region. The FKBP-like domain constitutes a ligand-binding site for isoprenyl groups. Figure courtesy
of C. Prodromou, Genome Damage and Stability Centre, University of Sussex.

4.1.2. The Interaction of AIPL1 with Hsp90

Hidalgo-de-Quintana et al. (2008) first provided experimental evidence for the TPR-
mediated interaction of full length human AIPL1 with both Hsp90 and Hsp70, with pref-
erential binding to Hsp90 [76]. The TPR consensus residues required for the packing of
adjacent α-helices in the TPR motifs and residues involved in tight electrostatic interactions
with the C-terminal EEVD TPR acceptor sites of Hsp90 and Hsp70 are conserved in AIPL1.
The deletion of the Hsp90 MEEVD pentapeptide or the Hsp70 TIEEVD heptapeptide sig-
nificantly reduced the interaction of AIPL1 with Hsp90 and Hsp70, respectively, and the
MEEVD peptide competitively reduced the interaction of AIPL1 with Hsp90 in quanti-
tative binding assays [76,77]. Moreover, the mutation of lysine 265 to alanine (K265A),
a carboxylate clamp residue critical for the tight electrostatic interaction of TPR domain
co-chaperones with the C-terminal EEVD motif, significantly reduced the interaction of
AIPL1 with Hsp90 and Hsp70 [76,78]. The AIPL1 TPR domain alone can interact with
Hsp90 in the absence of the FKBP-like domain, and the disruption of the TPR domain
by LCA-associated missense mutations, deletions, insertions, duplications, or C-terminal
truncations significantly reduced or abolished the interaction with Hsp90 [77,79]. Therefore,
the TPR domain is critical for the interaction of AIPL1 with Hsp90 and features directing the
prototypical core TPR domain co-chaperone–chaperone interaction are conserved in AIPL1.
Accordingly, Sacristan-Reviriego et al. (2017) showed that human AIPL1 preferentially
interacts with Hsp90 in the nucleotide-bound closed conformation and that this interaction
is reduced by both apyrase treatment or HSP990 inhibition, indicating that productive
Hsp90 ATPase cycles are required for efficient AIPL1 interaction [77]. Moreover, AIPL1
stabilized rod PDE6α to proteasomal degradation in the cytosol and this function was signif-
icantly reduced by Hsp90 inhibition with HSP990, GA, or 17-AAG [77]. Similarly, biolayer
interferometry (BLI) binding assays recently reported the preferential binding of mouse
AIPL1 to adenylyl-imidodiphosphate (AMP-PNP)-bound Hsp90 in a 1:2 stoichiometry [78].
In this study, DMAG treatment significantly impacted the ability of AIPL1 to chaperone
cone PDE6α’ activity. Altogether, the data point to the preferential interaction of AIPL1
with Hsp90 in the closed conformation and the importance of a functional AIPL1-Hsp90
interaction for PDE6 stability and activity.

In addition to the role of the core TPR domain contacts in mediating the interaction of
AIPL1 with the chaperone TPR acceptor site, additional requirements for this interaction
have been investigated. In the case of FKBP51 and FKBP52, a region C-terminal to the
TPR domain comprising a seventh α-helical extension (α-helix 7) mediates differential
binding to Hsp90 and the truncation of FKBP51 and FKBP52 within this α-helical extension
at Asn404 and Asn406, respectively, largely abrogated Hsp90 interaction [80]. Interestingly,
the removal of the α-helical extension C-terminal to the core TPR domain of human AIPL1
by truncation at the topologically equivalent residue, Glu317 (AIPL1 1-317), reduced but did
not abolish the interaction of AIPL1 with Hsp90 and Hsp70 [76]. Similarly, the truncation of
the 12 C-terminal residues of mouse AIPL1 (AIPL1 1-316) did not abrogate the binding of
AIPL1 to Hsp90 but moderately reduced the affinity for Hsp90 in BLI assays [78]. Notably,
this region was however critical for the ability of AIPL1 to chaperone PDE6 in an in vitro
heterologous assay for cone PDE6α’ function. This suggests that in addition to the core
TPR domain contacts, residues within the TPR α-helical extension may be important for
functional chaperone complex assembly, although several residues thought to mediate
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contact of the α-helical extension of FKBP51 with Hsp90 are missing or not conserved in
mouse or human AIPL1.

Other regions implicated in the interaction of AIPL1 with Hsp90 include the primate-
specific PRD and the α3 helix in the unique insert region of the FKBP-like domain. The dele-
tion of the PRD, whilst having no effect on the structure or thermostability of AIPL1 [68,73],
was reported to modestly increase the interaction of AIPL1 with Hsp90 in surface plasmon
resonance (SPR) spectroscopy assays. On the other hand, the interaction of AIPL1 with
Hsp90 following deletion of the PRD was reported to be comparable to that of full length
AIPL1, although a significantly increased interaction was observed with the TPR domain
alone in the absence of the PRD [79]. Finally, disease-associated mutations in the AIPL1
PRD had no effect on the interaction with Hsp90 [79]. Whilst the PRD may therefore not
play a significant role in the interaction with Hsp90, it does appear to play a critical role in
the intrinsic chaperone activity of AIPL1 [68]. AIPL1 was first shown to efficiently suppress
the formation of intracellular inclusions comprising misfolded fragments of the AIPL1 in-
teracting partner, NUB1, in a concentration-dependent manner [81]. AIPL1 also suppressed
the thermal aggregation of citrate synthase (CS) and protected CS from thermal inactiva-
tion, and this effect was lost upon the deletion of the PRD [68]. The AIPL1 suppression of
aggregation of the NUB1 fragments was not dependent on Hsp90, as GA had no effect in
this assay, but was additive with Hsp70 dependent on AIPL1 C-terminal sequences [76].
Overall, the data suggest that the PRD is critical for AIPL1 intrinsic chaperone activity in
association with Hsp70.

A number of studies have also investigated the contribution of the AIPL1 FKBP-like
domain to Hsp90 interaction. The AIPL1 FKBP-like domain and TPR domain expressed
alone can each fold stably to acquire the native conformation [67,70,71,82]. It has been
reported that the AIPL1 FKBP-like domain alone, however, cannot interact with Hsp90
in the absence of the TPR domain [77]. Indeed, the LCA-associated patient mutation,
Glu163Stop, which leads to the loss of the entire TPR domain and PRD, completely abol-
ished the interaction of AIPL1 with Hsp90, confirming the critical role of the TPR domain
in Hsp90 interaction [77]. However, patient-associated mutations in the FKBP-like domain,
including missense mutations and in-frame deletions, diminished the interaction of AIPL1
with Hsp90 and impacted rod PDE6 activity in an indirect assay of cGMP hydrolysis [77,79],
suggesting that whilst the FKBP-like domain alone cannot bind Hsp90, it is important
for stable ternary chaperone complex formation with full length AIPL1. Interestingly, a
very weak but transient interaction of Hsp90 with the N-terminal FKBP-like domain of
AIP has been reported, and this interaction was reduced by the deletion of the FKBP-like
domain unique insert region [69]. Similarly, the replacement of the α3 helix in the AIPL1
FKBP-like unique insert region with five glycine residues modestly affected the interac-
tion with Hsp90, but critically impacted the activity of cone PDE6α’ [78]. A model of the
Hsp90-AIPL1 complex based on the cryo-EM structure of the Hsp90-FKBP51 complex
placed the α3 helix of the insert region in close proximity to Hsp90, suggesting a moderate
contribution of the insert region to the AIPL1–Hsp90 interface [78]. As the TPR acceptor
site of Hsp90 can competitively bind a multitude of TPR domain co-chaperones, it has been
suggested that contacts with the α3 helix may contribute to the specificity of the interaction
of AIPL1 with Hsp90.

4.1.3. The AIPL1-Mediated Targeting of PDE6 to Hsp90

The binding interface between the PDE6 client and Hsp90 has not been investigated.
However, several mechanisms have been proposed wherein AIPL1 could specifically target
PDE6 to Hsp90. Ramamurthy et al. (2003) first reported that AIPL1 could interact with and
facilitate the processing of farnesylated proteins [83]. Notably, the PDE6 catalytic subunits
are isoprenylated at the cysteine residue of their C-terminal CAAX box, with the identity
of the CAAX box C-terminal residue suggesting that rod PDE6α is farnesylated whilst
rod PDE6β and cone PDE6α’ are geranylgeranylated. A general role for AIPL1 in protein
farnesylation was suggested, since several interactors in a Y2H screen were farnesylated,
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and mutation of the CAAX box cysteine to induce the loss of farnesylation or promote
geranylgeranylation led to the loss of these interactions [83]. Accordingly, AIPL1 was found
to interact with rod PDE6α in the mouse retina, and the AIPL1 interaction with PDE6β was
reported to be dependent on that with PDE6α [65]. FRET assays with an AMCA conjugated
farnesylated cysteine probe, S-farnesyl-L-cysteine methyl ester, revealed a high affinity
interaction with the purified FKBP-like but not the TPR domain [70]. Mutation of Cys89 or
Leu147 flanking the unique FBKP insert region or the deletion of the insert region (residues
96-143) abolished the interaction with the probe. Similarly, FRET assays confirmed a potent
interaction of AIPL1 with an AMCA-conjugated peptide mimic of the PDE6α C-terminus
with the cysteine residue modified by S-farnesylation and carboxymethylation [73]. Interest-
ingly, competition assays with an excess of N-acetyl-S-geranylgeranyl-L-cysteine suggested
for the first time that AIPL1 may also bind geranylgeranyl. Indeed, the crystal structure
of the AIPL1 FKBP-like domain (residues 2-161) in the apo state and in the presence of
either S-farnesyl-L-cysteine methyl ester or geranylgeranyl pyrophosphate confirmed the
interaction of AIPL1 with these isoprenoid moieties that bind deep within the hydrophobic
cavity [71]. There were no significant differences between the apo and isoprenoid-bound
structures, with isoprenoid binding inducing only minor conformational changes in the
ligand binding domain. Molecular dynamics simulations supported a model wherein the
β4-α1 loop adopts a ‘looped-in’ conformation in the apo structure with the critical Trp72
residue thus occluding the hydrophobic ligand-binding pocket, which then rotates to the
‘flipped-out’ conformation upon isoprenoid binding [71]. The α2 side chains of the insert
region were found to contribute significantly to isoprenoid binding [71], explaining the
previous observation that the deletion of the insert region abrogated interaction with a
farnesyl probe [70]. Moreover, the mutation of residues in the β4-α1 loop also markedly
attenuated isoprenoid binding [71]. These studies thus confirmed the direct interaction of
the AIPL1 FKBP-like domain with either farnesyl or geranylgeranyl, suggesting that AIPL1
might specifically target PDE6 to Hsp90 through these interactions. Notably, the mutation
of the PDE6α’ CAAX-box cysteine to favour either farnesylation or geranylgeranylation
had no impact on the ability of AIPL1 to chaperone functional cone PDE6 in in vitro heterol-
ogous activity assays, suggesting that the role of AIPL1 is indiscriminate with respect to the
identity of the isoprenoid moiety [84]. More recently, a PDE6α Cys857Ser knockin mouse
model has been generated that abrogates the farnesylation of rod PDE6α [78]. Interestingly,
the levels and targeting of PDE6α and PDE6β to the photoreceptor OS, as well as both the
basal and maximal PDE6 activity, were comparable to control mice, in addition to which
there was no change in either ERG or optical coherence tomography (OCT) measurements.
Moreover, the deletion of the C-terminal 28 residues of cone PDE6α’, including the CAAX
motif or the loss of isoprenylation by Cys855Ser mutation, had no effect in in vitro assays of
AIPL1 chaperoned PDE6 activity. Finally, steric occlusion of the AIPL1 prenyl binding site
in an Ile61Phe/Ile151Phe double mutant had no effect on the ability of AIPL1 to chaperone
PDE6α’ or the Cys855Ser mutant in the heterologous assay. Hence, overall, whilst it is clear
that the interaction of the AIPL1 FKBP-like domain with the PDE6 isoprenoid moieties
contributes to the formation of the ternary chaperone complex, the exact role of this in-
teraction in PDE6 biogenesis remains unclear. It is noteworthy that whilst the FKBP-like
domain of AIPL1 appears to bind either farnesyl or geranylgeranyl groups indiscriminately,
only PDE6 is affected in the Aipl1 knockout and knockdown mouse models (in addition
to soluble retinal guanylate cyclase in Aipl1 knockout cones), despite the wide range of
phototransduction components that are isoprenylated, thus suggesting that features other
than the interaction of AIPL1 with the PDE6 isoprenoid groups must facilitate the specific
recruitment of PDE6 to Hsp90 by AIPL1.

One such possibility is the interaction of AIPL1 with the inhibitory subunits of rod
and cone PDE6. The rod PDE6γ subunit was reported to interact with AIPL1 using FRET
assays [73]. Subsequently, a conserved C-terminal peptide of rod PDE6γ and cone PDE6γ’
was shown to bind the AIPL1 TPR domain but not the AIPL1 FKBP-like domain with
association and dissociation kinetics consistent with a 1:1 binding model [67]. More-
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over, molecular modelling suggested that the C-terminal 25 residues of the rod and cone
inhibitory subunits encompass most, if not all, of the contact with the TPR domain over-
lapping with the Hsp90 binding site, such that the inhibitory subunits and Hsp90 bind in
a mutually exclusive manner [67]. This suggests a model in which the interaction of the
PDE6γ/PDE6γ’ subunits with the AIPL1 TPR domain impart specificity toward the PDE6
client, as the AIPL1 FKBP-like domain can bind isoprenyl moieties indiscriminately and
the Hsp90 TPR acceptor site is bound competitively by TPR domain co-chaperones. This
has important implications for modelling the role of AIPL1 and Hsp90 in PDE6 biogenesis
in retinal photoreceptors, though it is noteworthy that AIPL1 failed to interact with either
rod PDE6γ or cone PDE6γ’ in co-immunoprecipitation assays of AIPL1 from mouse retinal
explants [65,66].

Overall, these studies highlight the structural and mechanistic basis of PDE6 recruit-
ment to Hsp90 via the PDE6-specific Hsp90 co-chaperone AIPL1. Misfolded PDE6 subunits
that cause autosomal recessive retinal disease likely undergo unproductive folding cycles
with Hsp90, leading to their post-translational degradation and loss of function.

4.2. The Hsp90-GRK1 Chaperone Complex

In comparison to the Hsp90-PDE6 chaperone complex, the interaction and maturation
of GRK1 with Hsp90 as a client protein in retinal photoreceptors is poorly characterised.
Mutations in GRK1 are associated with the Oguchi subtype of recessive congenital sta-
tionary night blindness (https://sph.uth.edu/retnet/, accessed on 3 July 2022). In the
retina, GRK1 is expressed in rod photoreceptors whilst GRK7 is expressed in cone pho-
toreceptors. Both GRK1 and GRK7 are members of the G protein-coupled receptor kinase
(GRK) family, serine/threonine-specific protein kinases that mediate the agonist-dependent
phosphorylation of G protein-coupled receptors.

GRK1 and GRK7 specifically target the activated state of the G protein-coupled re-
ceptors rhodopsin and cone opsin, respectively, and play a key role in the deactivation
of the phototransduction cascade and photorecovery after light onset. GRK1 and GRK7
are tethered to the photoreceptor OS phospholipid membranes in close proximity to their
substrate by C-terminal isoprenylation. In the dark, GRK1 and GRK7 are bound to and
inhibited by recoverin. The activation of the phototransduction cascade leads to the release
of calcium from recoverin, which induces a conformational change involving the rotation
of a ‘myristoyl switch’ that results in the calcium-dependent dissociation of recoverin from
the membrane and release from GRK, thus enabling GRK to phosphorylate rod and cone
opsin [85]. The GRK-mediated phosphorylation of the opsins induces a conformational
change in the receptor that in turn allows the binding of arrestin and receptor deactiva-
tion through sterically blocking the binding of transducin, effectively switching off the
cascade [85].

The GRK family, in addition to the visual kinase subfamily (GRK1, GRK7), includes
the β-adrenergic receptor (β-AR) kinase subfamily (GRK2, GRK3) and the GRK4 subfamily
(GRK4, GRK5, GRK6). All GRK family members are composed of a short highly conserved
~16 residue N-terminal element unique to this family of kinases [86]. This is followed
by a regulator of G protein signalling homology domain (RH) that is interrupted by a
highly conserved serine/threonine kinase domain. The catalytic domain of the GRK family,
including that of GRK1 and GRK7, has a highly conserved architecture comprising a small
N-terminal lobe and a large C-terminal lobe connected by a flexible hinge region that
forms a deep nucleotide binding cleft between them, followed by a C-terminal extension
(C-tail). The N-terminal lobe comprises a five-stranded β-sheet with a conserved αC helix,
whereas the C-terminal lobe comprises six α-helices. A loop within the C-tail forms an
active site tether that contributes to the ATP binding site. The substrate mainly interacts
with the surface of the C-terminal lobe. The RH domain folds into a bi-lobed helical
bundle that bridges the small and large kinase domains [86]. Kinase activation involves
a conformational change in which the N-terminal lobe moves towards C-terminal lobe

https://sph.uth.edu/retnet/
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to form a closed state, with the αC-β4 loop thought to act as a hinge point for inter-lobe
movement, enabling the rotation between open and closed conformations [87].

Hsp90 has been shown to play a role in the maturation and stabilization of the GRK
family members GRK1, GRK2, GRK3, GRK5, and GRK6, with the inhibition of Hsp90
by GA or 17-AAG, leading to rapid proteasomal degradation of the newly synthesized
GRKs [43,88]. Similar to GRK1, cone GRK7 is also likely to be an Hsp90 client protein.
Hsp90 is known to bind directly to the kinase catalytic domain with Hsp90 binding deter-
minants widely distributed in both lobes. The kinase catalytic domain is one of the most
abundant structures in the human proteome, present in more than 500 protein kinases, and
has a highly conserved architecture common to serine/threonine and tyrosine kinases. The
kinase domain is thus regarded as a universal acceptor site mediating kinase interaction
with Hsp90, and it is highly likely, therefore, that the kinase domain of GRK1 and GRK7
similarly directs the interaction with Hsp90. Considerable effort has been invested in iden-
tifying the specific features that mediate the recognition of client kinases by Hsp90 [89–94].
Interestingly, no global sequence determinants have been identified for the interaction of
kinases with Hsp90, despite the high level of conservation in the kinase domain. Instead, a
consensus has emerged in which the intrinsic stability of the kinase domain is an impor-
tant determinant for Hsp90 interaction. Hsp90 kinase clients were reported to be more
thermodynamically unstable than non-clients, with the small-molecule stabilization of the
kinase domain reducing the client interaction and mutation of the kinase domain, leading
to stronger Hsp90 client binding [89,90,93,94].

Finally, it is well known that cell division cycle 37 (Cdc37) is a ubiquitous kinase-
dedicated co-chaperone that is universally employed to direct kinase clients to Hsp90,
thereby providing selective recognition of the kinase family [93,94]. Cdc37 has been shown
to directly bind the kinase catalytic site, overlapping with the Hsp90 binding. Cdc37
binds to kinase clients in the absence of Hsp90, whereas Hsp90 interacts only weakly
without Cdc37. Therefore, Hsp90 and Cdc37 are thought to act in concert in chaperoning
client kinases with Hsp90-mediated maturation of kinases strictly dependent on the Cdc37-
dependent recruitment of the kinase to Hsp90 [93,94]. Whilst not experimentally tested,
it is highly likely that the co-chaperone for GRK1 and GRK7 is Cdc37. Experimental
investigation of GRK1 and GRK7 interaction with Hsp90 and Cdc73 will provide further
insights and evidence that the features directing client kinase assembly with Cdc73 and
Hsp90 are conserved amongst the visual GRKs.

5. Conclusions

In summary, retinal photoreceptors are amongst the most metabolically active cells
in the human body. Consequently, high levels of reactive oxygen species accumulate in
the photoreceptors, leading to membrane and protein damage. Approximately 10% of the
photoreceptor outer segments are turned over daily to replace damaged membranes and
proteins. There is therefore an extremely high demand on protein synthesis and turnover
in retinal photoreceptor cells requiring high levels of proteostasis. There are currently
280 genes associated with inherited retinal disease, many of which code for proteins of the
visual cycle and phototransduction cascade that require high levels of protein synthesis in
the photoreceptor inner segment and translocation to the outer segment. Protein quality
control is therefore of vital importance in photoreceptor cells and many inherited retinal
diseases are protein misfolding disorders. Hsp90 is centrally important to protein folding
and quality control in the retinal photoreceptors, including in the cytosol, ER, and in the
mitochondria. Indeed, the induction of the HSR via short-term Hsp90 inhibition has been
shown to be neuroprotective in in vitro and in vivo models of inherited retinal disease.
However, longer term inhibition of Hsp90 in the retina may in fact be detrimental due to
the resultant degradation of specific Hsp90 client proteins in the photoreceptors, including
PDE6 and GRK1. Mutations in these Hsp90 client proteins themselves lead to retinal
disease. Whilst the precise role of Hsp90 in the folding, maturation, or assembly of these
retina-specific client proteins is not fully elucidated, this raises the possibility that small
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molecule manipulation of the Hsp90 cycle to promote the favourable maturation of these
client proteins may be a potential therapeutic approach for diseases associated with these
clients. In addition, the induction of the HSR in the absence of Hsp90 inhibition might be
another favourable avenue for treating protein misfolding disorders in the retina.
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