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Abstract: Retinol dehydrogenase 12 (RDH12) is expressed in photoreceptor inner segments and
catalyses the reduction of all-trans retinal (atRAL) to all-trans retinol (atROL), as part of the visual
cycle. Mutations in RDH12 are primarily associated with autosomal recessive Leber congenital
amaurosis. To further our understanding of the disease mechanisms, HEK-293 cell lines expressing
wildtype (WT) and mutant RDH12 were created. The WT cells afforded protection from atRAL-
induced toxicity and oxidative stress. Mutant RDH12 cells displayed reduced protein expression and
activity, with an inability to protect cells from atRAL toxicity, inducing oxidative and endoplasmic
reticulum (ER) stress, with upregulation of sXBP1, CHOP, and ATF4. Pregabalin, a retinal scavenger,
attenuated atRAL-induced ER stress in the mutant RDH12 cell lines. A zebrafish rdh12 mutant model
(rdh12u533 c.17_23del; p.(Val6AlafsTer5)) was generated through CRISPR-Cas9 gene editing. Mutant
fish showed disrupted phagocytosis through transmission electron microscopy, with increased
phagosome size at 12 months post-fertilisation. Rhodopsin mislocalisation and reduced expression of
atg12 and sod2 indicated early signs of a rod-predominant degeneration. A lack of functional RDH12
results in ER and oxidative stress representing key pathways to be targeted for potential therapeutics.

Keywords: retinol dehydrogenase 12; oxidative stress; endoplasmic reticulum stress; autophagy;
zebrafish; all-trans retinal; pregabalin

1. Introduction

Leber congenital amaurosis (LCA) is a severe early onset autosomal recessive retinal
dystrophy, and mutations in the retinol dehydrogenase 12 (RDH12) gene (OMIM: 608830)
account for approximately 10% of all cases [1]. RDH12 is located on chromosome 14,
consisting of seven exons and encoding a protein that is 35 kDa, with the majority of
mutations being missense. RDH12-LCA is a progressive condition that typically presents
with night blindness, nystagmus, and central loss of vision in early childhood, leading to
complete blindness in adulthood [2]. Autosomal dominant mutations in RDH12 have also
been linked to a later onset milder retinitis pigmentosa (RP) phenotype [3,4].

RDH12 is expressed in photoreceptor inner segments and is responsible for the reduc-
tion of all-trans retinal (atRAL) to all-trans retinol (atROL), as part of the visual cycle [5].
atRAL is primarily reduced to atROL in photoreceptor outer segments (POSs) by RDH8;
however, in periods of intense illumination, atRAL leaks to the inner segments where it
is reduced by RDH12 [6]. RDH12 can also act on medium chain aldehydes, suggesting
a possible role in the detoxification of lipid peroxidation products [7]. In COS-7 cells
transfected with various RDH12 missense variants, mutant protein was expressed at lower
levels and displayed significantly reduced enzyme activity, compared with wildtype (WT)
RDH12 [8].
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Two Rdh12 knockout mouse models were generated; however, both displayed a
relatively mild phenotype, with normal retinal histology and no apparent signs of retinal
degeneration. Maeda et al. [9] did, however, report an accumulation of atRAL and slower
electroretinogram (ERG) recovery after bleaching with increased susceptibility to light
induced damage. Although there was no accumulation of atRAL in a second Rdh12-/-

mouse model, retinal homogenates displayed decreased capacity to reduce atRAL, and
increased levels of the retinal pigment epithelium (RPE) lipofuscin bis-retinoid N-retinyl-
N-retinylidene ethanolamine (A2E) in Rdh12-/- eyes at 3–6 months [10,11]. Knockout Rdh12
mouse models do not recapitulate the severe phenotype observed in patients; therefore,
the study of disease mechanisms remains a challenge. It is thought that a lack of functional
RDH12 results in a build-up of atRAL in the photoreceptors, causing toxicity and resulting
in retinal degeneration.

atRAL is a highly reactive molecule and, if not reduced, is toxic to cells inducing
oxidative stress [12,13]. In Abca4-/-Rdh8-/- mice, light-induced damage resulted in increased
atRAL, which led to overproduction of reactive oxygen species (ROS), which was pre-
vented by pre-treatment with Ret-NH2, a retinoid cycle inhibitor and retinal scavenger [14].
Treatment of ARPE-19 cells with atRAL resulted in a significant increase in intracellular
ROS and upregulation of NRF2, HO-1, and γ-GCSh. Nrf2 (nuclear factor E2-related factor 2)
is a transcription factor that regulates the cells’ response to oxidative stress through the
expression of antioxidant and detoxifying genes. Under normal conditions, Nrf2 expression
in the cytoplasm is controlled by Keap1. Cysteine residues on Keap1 detect ROS levels
in the cells, and under high ROS levels, a confirmational change in Keap1 releases Nrf2,
which translocates to the nucleus and binds to the antioxidant response element in the
promoter region of antioxidant and phase II detoxifying enzymes, like heme oxygenase
1 (HO-1), NAD(P)H Quinone Dehydrogenase 1 (NQO-1), glutathione peroxidase (GPX),
superoxide dismutase (SOD), and catalase (CAT) [15,16].

atRAL has also been shown to induce ER stress [13,17], which leads to an accumula-
tion of misfolded proteins in the ER, triggering the unfolded protein response pathway
(UPR). The UPR is activated through three sensors: PKR-like ER kinase (PERK), inositol
requiring enzyme 1 (IRE1), and activating transcription factor 6 (ATF6), which are associ-
ated with binding immunoglobulin protein (BiP/GRP78). Upon activation of these sensors
by autophosphorylation, they dissociate from BiP, triggering a cascade of events resulting
in inhibition of protein translation, chaperone expression, and protein degradation [18].
Activation of IRE1 leads to splicing of X-box protein 1 (XBP1), resulting in sXBPI, which ac-
tivates UPR genes responsible for protein folding, trafficking, and degradation. Activation
of PERK results in activation of ATF4, leading to upregulation of UPR genes. Activation of
ATF6 results in its translocation to the Golgi, where it is cleaved and then translocated back
to the nucleus, where it induces expression of target genes, including chaperones. The role
of these pathways is to alleviate ER stress and restore ER homeostasis; however, when ER
stress becomes overwhelmingly high, ATF4 activates C/EBP homologous protein (CHOP),
which in turn triggers apoptosis [19,20].

There are currently no treatments available for RDH12-related retinopathies, and
little is known about the disease mechanisms. In this paper, we have created two disease
models: (i) HEK-293 cell lines expressing WT and mutant RDH12 and (ii) an rdh12 mutant
CRISPR-Cas9 zebrafish model. We have identified a number of pathways that appear to
be disrupted, including oxidative stress, ER stress, and autophagy, representing potential
future therapeutic targets.

2. Results
2.1. Generation of HEK-293 Stable Cell Lines Expressing Wildtype and Mutant RDH12

As there are currently no available cell lines natively expressing RDH12, we created a
HEK-293 cell line expressing WT RDH12. HEK-293 cells were transfected with a vector
encoding RDH12 with a C-terminal green fluorescent protein (GFP) tag. Western blot
was used to evaluate the expression of RDH12 (Figure 1A), with a band at approximately
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65 kDa corresponding to RDH12-GFP. Calnexin staining confirmed the native localisation
of RDH12 to the ER (Figure 1B). High-performance liquid chromatography (HPLC) was
used to determine the activity of RDH12. WT RDH12 protein exposed to atRAL resulted in
the production of atROL, compared with protein from untransfected cells, where no atROL
was detected (Figure 1C). This confirmed that the stable cell line expresses WT RDH12,
which is correctly localised to the ER, and is active.
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RDH12-retinopathies, three mutant RDH12 stable HEK-293 cell lines were created; two 

Figure 1. Generation of HEK-293 stable cell line expressing wildtype and mutant RDH12. (A) Western blot analysis of
HEK-293 cells transfected with GFP-tagged RDH12. p.Y226C and p.S13* cell lines show no RDH12 protein expression, while
p.A109P shows reduced expression. (B) Co-staining of calnexin (red) and GFP (green) confirmed localisation of RDH12 to
the endoplasmic reticulum. Nuclei were counterstained with DAPI (4′,6-diamidino-2-phenylindole) (blue). Scale bar = 10
µM. (C) RDH12 activity assay using HPLC showed no atROL was detected in untransfected cells, but it was found in WT
cells, confirming active functional RDH12. (D) Enzyme activity of all mutant proteins was significantly reduced compared
with WT RDH12. (E) RDH12 protects against atRAL-induced toxicity. Cells were dosed with increasing concentrations of
atRAL for 24 h and cell viability was assessed by MTT assay. atRAL is toxic to untransfected cells, whereas cells expressing
WT RDH12 were protected from atRAL-induced cell death. p.Y226C and p.S13* mutant RDH12 did not protect cells from
atRAL toxicity, whereas p.A109P mutant protein offered significantly higher protection than untransfected cells at 100 µM
atRAL concentration. Three independent experiments were performed. Data are expressed as mean ± SEM, and analysed
using two-way ANOVA, followed by Dunnetts multiple comparison test. * p ≤ 0.05, *** p ≤ 0.001.

In order to study the disease mechanisms and screen potential therapeutics for RDH12-
retinopathies, three mutant RDH12 stable HEK-293 cell lines were created; two expressing
missense mutations (p.Y226C and p.A109P) and one nonsense mutation (p.S13*). Site-
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directed mutagenesis was used to introduce mutations into the WT RDH12 plasmid, and
mutagenesis was confirmed by Sanger sequencing. Western blot probing for RDH12
was used to analyse levels of protein expression. The p.Y226C mutant showed no protein
expression, consistent with previous publications [21]. Cells expressing the p.A109P mutant
showed reduced expression of RDH12, whereas the p.S13* mutant showed no protein
expression, consistent with it being a null mutant, thus no full length protein is produced
(Figure 1A). The HPLC activity assay showed significantly reduced RDH12 activity in the
p.Y226C (3.5 ± 1.6%) and p.A109P lines (2.7 ± 0.3%) (p < 0.0001) and no activity in the
p.S13* line (Figure 1D).

2.2. RDH12 Protects Cells from All-Trans Retinal-Induced Toxicity

High concentrations of atRAL are toxic to cells. Hence, in order to determine the
ability of RDH12 to protect cells against this stressor, and whether mutant cells retain this
ability, increasing concentrations of atRAL were added to cells for 24 h and cell viability was
assessed by MTT assay. In untransfected cells, increasing concentrations of atRAL resulted
in a dose-dependent decrease in cell viability. However, in cells expressing WT RDH12, no
significant decrease in cell viability was observed with atRAL up to 100 µM (Figure 1E). At
100 µM atRAL, WT cells offered significant protection with 84% cell viability compared
to untransfected cells, which displayed only 26% viability (p < 0.001). In all mutant lines,
decreased cell viability was observed compared to WT at concentrations of 50 µM atRAL
and above, consistent with the reduced expression and activity of mutant RDH12. In cells
expressing the p.Y226C and p.S13* mutants, no increased protection against atRAL toxicity
was observed compared to the untransfected cells. However, the p.A109P mutant cells did
offer increased protection (64% cell viability) against 100 µM atRAL toxicity compared to
the untransfected cells (p = 0.023), consistent with reduced expression levels.

2.3. atRAL Induces Oxidative Stress in Mutant Cell Lines

Excess atRAL has been shown to induce oxidative stress in ARPE-19 cells, resulting
in an increase in ROS [13]. SOD is the first line of defence antioxidant enzyme that
dismutates superoxide anions to hydrogen peroxide. SOD activity was measured following
dosing with atRAL for 24 h. In untransfected cells, this significantly reduced SOD activity
(p < 0.0001), indicating an increase in ROS beyond the capacity of SOD enzymes, resulting
in oxidative stress. In contrast, SOD activity was not affected by addition of atRAL in WT
RDH12 cells, demonstrating that protection was conferred by the WT protein. SOD activity
was reduced in all three mutant lines, indicating an increase in oxidative stress levels and
impairment of the compensatory defence mechanisms (Figure 2A). mRNA expression of
oxidative stress markers was also analysed by RT-qPCR in mutant cell lines treated with
atRAL, which resulted in a significant increase in NRF2 in the p.Y226C line (p = 0.0132)
and similarly in HO-1 in the p.Y226C and p.S13* mutant lines (p = 0.004 and p = 0.0006,
respectively). CAT mRNA expression was significantly reduced in all three mutant cell
lines (Figure 2B). N-acetylcysteine amide (NACA), an antioxidant, was tested for its ability
to reduce atRAL-induced oxidative stress. NACA was used at a concentration of 750 µM
based on previous publications [22,23]. Treatment with 750 µM NACA for 24 h did not
restore atRAL induced reduction in SOD activity, nor did it significantly attenuate atRAL-
induced changes in NRF2 and CAT expression. However, NACA did show a general trend
with reducing atRAL-induced upregulation of HO-1 expression in all mutant lines and
significantly in the p.S13* line (p = 0.0173) (Supplementary Materials Figure S1).
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Figure 2. RDH12 protects cells from atRAL-induced oxidative stress. (A) Dosing untransfected cells
with 50 µM atRAL for 24 h causes a significant reduction in SOD activity, indicating an increase in
oxidative stress. Cell expressing WT RDH12 are protected from atRAL-induced oxidative stress.
Dosing with atRAL causes a significant reduction in SOD activity in mutant cells. Statistical sig-
nificance was analysed using two-way ANOVA and Sidak’s multiple comparison test. ** p ≤ 0.01,
*** p ≤ 0.001. (B) Expression of oxidative stress markers NRF2, SOD2, CAT, GPX1, and HO-1 was
analysed by RT-qPCR following treatment with 50 µM atRAL for 24 h. Statistical significance was
analysed with paired t-test. * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001.

2.4. Pregablain Attenuates atRAL-Induced ER Stress in RDH12 Mutant Cell Lines

Expression of sXBPI through RT-qPCR was slightly increased in all mutant lines
compared to WT RDH12 cells, with a 2.3-, 2-, and 2.2-fold increase in p.Y226C, p.A109P,
and p.S13* cells, respectively. This could be a result of RDH12 misfolding caused by the
mutations, triggering the UPR pathway. Incubation with 50 µM atRAL for 24 h resulted
in a significant increase in expression of sXBP1 by 14.6-, 6.6-, and 9.6-fold in the p.Y226C,
p.A109P, and p.S13* cells, respectively, compared to undosed cells. Treatment with atRAL
also significantly increased expression of CHOP by 6.3, 5.2 and 7.6-fold and ATF4 by 3.4-,
3.5-, and 4-fold in p.Y226C, p.A109P, and p.S13* lines, respectively (Figure 3).
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Figure 3. atRAL-induced ER stress was attenuated by pregabalin. Cells were dosed with 50 µM
atRAL, 1 mM pregabalin (PGB), or both for 24 h. RT-qPCR was performed analysing the expres-sion
of ER stress markers. Dosing with atRAL significantly increased expression of sXBP1 (A′, B′, C′),
ATF4 (A′′, B′′, C′′), and CHOP (A′′′, B′′′, C′′′) in p.Y226C (A), p.A109P (B), and p.S13 (C) cell lines.
Dosing with pregabalin reduced expression of ER stress markers. Statistical significance was analysed
using one-way ANOVA and Sidak’s multiple comparison test. * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001.

Pregabalin is a primary amine containing drug, commonly used to treat epilepsy,
nerve pain, and anxiety [24], and was shown to protect Rdh12-/- knockout mice from light-
induced retinal degeneration [25]. As shown in Figure 3, co-treatment of 1 mM pregabalin
with atRAL for 24 h significantly reduced expression of sXBP1 in the p.Y226C (p < 0.0001)
and p.S13* (p = 0.0178) lines, and reduced expression of ATF4 in all mutant cell lines. These
data show that pregabalin can reduce ER stress. NACA also significantly reduced the
expression of sXBP1, CHOP, and ATF4 in p.S13* line (Supplementary Materials Figure S2).
Tauroursodeoxycholic acid (TUDCA), a drug that has ER stress inhibiting properties, was
also tested. Cells were treated with TUDCA at various concentrations (25–300 µM) for
24 h and cell viability was assessed to determine the optimal dose. A concentration of
100 µM TUDCA was chosen, as it was well tolerated by the cells (95% cell viability),
with a minimal final concentration of 0.5% dimethyl sulfoxide (DMSO). TUDCA did not
reduce atRAL-induced ER stress in any of the mutant cell lines (Supplementary Materials
Figure S3).

2.5. Generation and Characterisation of rdh12u533 Zebrafish

An in vivo rdh12 zebrafish mutant model was generated using CRISPR-Cas9 mutagenesis.
The rdh12u533 mutant line carried a 7 base pair (bp) deletion c.17_23del; p.(Val6AlafsTer5),
which leads to a premature termination codon in exon 1 (Figure 4A). Expression of rdh12
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mRNA transcript was significantly reduced in the mutant fish at 5 days post-fertilisation
(5 dpf) (p = 0.0087) (Figure 4B). Embryos were characterised through retinal histology,
TUNEL assay, and rhodopsin immunostaining, but no evidence of a disease phenotype was
observed up to 5 dpf, with no difference in SOD activity or atRAL levels between wildtype
(wt) and rdh12u533 fish (Supplementary Materials Figure S4). At 12 months post-fertilisation
(12 mpf), retinal histology and TUNEL assay in the rdh12u533 fish were akin to wt controls.
However, rhodopsin was mislocalised to the photoreceptor inner segments and outer
nuclear layer in the rdh12u533 retina (Figure 4H). Blue and red/green opsin expression was
similar between the wt and rdh12u533 fish (Figure 4I–L). Retinal ultrastructure was examined
using transmission electron microscopy (TEM), which revealed a significant increase in the
size of phagosomes in the mutant RPE (p = 0.0001) (Figure 5F). Expression of autophagy
markers was reduced in the rdh12u533 fish, with atg12 significantly reduced by 1.9-fold
compared with the wt fish (p = 0.0038) (Figure 5G). No significant difference in atRAL
levels was observed in the 16 mpf retinas between the wt and rdh12u533 fish (Figure 6A).
There was no significant difference in SOD and CAT activity at 16 mpf, although mRNA
expression of sod2 was significantly reduced (p = 0.0085) at 12 mpf in the rdh12u533 fish
(Figure 6E). No significant difference in expression of ER stress markers at 12 mpf was
observed between the wt and rdh12u533 fish (Supplementary Materials Figure S5).
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Figure 4. Generation and characterisation of rdh12u533 mutant zebrafish. (A) Sanger sequencing traces showed a 7 bp
deletion (c.17_23del) in the rdh12u533 mutant fish. The deleted bases are highlighted in blue on the wildtype trace. (B) RT-
qPCR showed a significant reduction of rdh12 mRNA expression in the rdh12u533 fish at 5 dpf (** p≤ 0.001 analysed by paired
t-test). (C,D) Retinal sections from 12 mpf fish were stained with toluidine blue to assess retinal structure. (E,F) TUNEL
assay revealed no cell death Immunohistochemistry staining was used to detect rhodopsin (red) (G,H), blue opsin (green)
(I,J), and red/green opsin (green) (K,L). Sections were counterstained with DAPI (blue). Rhodopsin mislocalisation was
observed in rdh12u533 fish. Scale bar = 50 µM. IPL, inner plexiform layer; INL, inner nuclear layer; OPL, outer plexiform
layer; ONL, outer nuclear layer; IS, inner segment; OS, outer segment; RPE, retinal pigment epithelium.
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of atg12 was significantly reduced in the rdh12u533 fish. * p ≤ 0.05. OS, outer segment; RPE, retinal pigment epithelium; BM, 
Bruch’s membrane. 

Figure 5. Retinal ultrastructure of wt and rdh12u533 mutant fish. Transmission electron microscopy was used to assess
retinal ultrastructure of wt (A,C) and rdh12u533 (B,D) fish at 12 mpf. Phagosomes are indicated with white asterisks.
Scale bar = 50 µm. (E) No significant difference was noted in the number of phagosomes between wt and rdh12u533 fish.
(F) Phagosomes were significantly larger in the rdh12u533 fish at 12 mpf. Data are displayed as mean ± SEM. Phagosome
number and size was quantified using ImageJ from three wt and rdh12u533 fish. Statistical significance was analysed by
Mann–Whitney, *** p ≤ 0.001. (G) mRNA expression of autophagy genes in the retina of 12 mpf fish was analysed by
RT-qPCR. Expression of atg12 was significantly reduced in the rdh12u533 fish. * p ≤ 0.05. OS, outer segment; RPE, retinal
pigment epithelium; BM, Bruch’s membrane.
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rdh12u533 fish at 12 mpf. mRNA expression of sod2 was significantly reduced in rdh12u533 fish retinas. 
Data are expressed as mean ± SEM; * p < 0.05. 
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Mutations in RDH12 are associated with severe early onset retinal degeneration. 

However, owing to the lack of phenotype observed in the Rdh12-/- mouse models, the exact 
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tective capability, resulting in a decrease in cell viability and an increase in atRAL-induced 
oxidative and ER stress. We generated a CRISPR-Cas9 rdh12 mutant zebrafish model that 
had a late-onset disease phenotype showing evidence of mild/early rod photoreceptor de-
generation with associated RPE changes. 

Several studies have linked a build-up of atRAL to an accumulation of ROS in ARPE-
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Figure 6. Analysis of oxidative stress in adult rdh12u533 zebrafish retina. (A) atRAL levels in 16 mpf
retina were analysed by HPLC. Activity of antioxidant enzymes SOD (B) and CAT (C) was analysed
in 16 mpf retina, but no significant differences were found between wt and rdh12u533 mutant fish.
(D–I) Expression of oxidative stress markers was analysed by RT-qPCR in retinas from wt and
rdh12u533 fish at 12 mpf. mRNA expression of sod2 was significantly reduced in rdh12u533 fish retinas.
Data are expressed as mean ± SEM; * p < 0.05.

3. Discussion

Mutations in RDH12 are associated with severe early onset retinal degeneration. How-
ever, owing to the lack of phenotype observed in the Rdh12-/- mouse models, the exact
disease mechanism of RDH12-retinopathies is not known. Lack of functional RDH12 is
thought to result in a build-up of atRAL, which is toxic to cells and induces a number of
apoptotic pathways. In this study, HEK-293 cell lines expressing WT and mutant RDH12
were created to study the effects of RDH12 dysfunction. WT RDH12 protected cells against
atRAL-induced cell death and oxidative stress, and mutant RDH12 lost this protective
capability, resulting in a decrease in cell viability and an increase in atRAL-induced ox-
idative and ER stress. We generated a CRISPR-Cas9 rdh12 mutant zebrafish model that
had a late-onset disease phenotype showing evidence of mild/early rod photoreceptor
degeneration with associated RPE changes.

Several studies have linked a build-up of atRAL to an accumulation of ROS in ARPE-19
cells, leading to oxidative stress [12–14,17]. Exposure of Abca4-/- Rdh8-/- mice to bright light
induced atRAL build-up, which also led to an increase in ROS in the photoreceptors [14].
Exposure of ARPE-19 cells to atRAL resulted in upregulation of NRF2 and antioxidant
genes HO-1 and y-GCSh [13]. Similarly, atRAL treatment increased the expression of NRF2
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in the p.Y226C cell line, and increased HO-1 expression in all mutant lines. The redox
state of the cell is controlled by a fine balance between the level of ROS and antioxidants.
Oxidative stress is a result of an imbalance between ROS and antioxidant levels. Under mild
stress, antioxidant enzymes scavenge ROS to maintain homeostasis in the cell. However, if
ROS levels become too high, cellular homeostasis is disrupted and antioxidant enzymes
become overwhelmed as they cannot cope with the high ROS load [26]. The three main
classes of antioxidant enzymes are SOD, CAT, and GPX. A significant reduction in CAT
mRNA expression and SOD enzyme activity was observed in atRAL-treated mutant
cells, indicating that the antioxidant defence mechanisms of the cell are impaired and
cannot protect the cells against the high free radical load. In the rdh12u533 zebrafish
retina at 12 mpf, sod2 expression was significantly reduced by 2.2-fold compared with
wt fish. Selective knockout of Sod2 in the RPE of mice resulted in reduced ERG c-wave
peak and increased RPE cell area in the central retina. EM also revealed disorganised
cristae and enlarged mitochondria in the RPE. Increased oxidative stress was seen in
the photoreceptors and increased Nrf2 expression in the RPE/choroid complex of Sod2
mice [27]. In another Sod2 RPE knockdown mouse model, suppression of Sod2 also resulted
in increased oxidative stress, loss of ERG response, shortened inner and outer segments,
and a thinner outer nuclear layer [28]. Overall, SOD activity was not affected in the rdh12u533

fish up to 16 mpf, and expression of other antioxidant genes (sod1, cat, gpx1, and hmox-1)
did not differ significantly between wt and rdh12u533 retinas, suggesting that sod1 and other
antioxidant enzymes can compensate for the reduced sod2 expression at this timepoint,
thereby preventing oxidative stress and cellular damage. Possible later timepoints may
reveal further disturbances as the disease progresses.

ROS have been shown to co-localise with mitochondria and the ER in atRAL-treated
ARPE-19 cells and induce ER stress via activation of the PERK-eIF2α-ATF4 pathway with
increased expression of ER stress markers BiP, ATF4, and CHOP [13]. Upregulation of
CHOP via activation of ATF4 triggers apoptosis [29]. Similarly, in our study, incubation
with atRAL resulted in an increase in mRNA expression of sXBP1, ATF4, and CHOP in
all mutant lines, indicating that atRAL activated ER stress induced apoptosis. Pregabalin
lowered expression of ER stress markers in mutant HEK-293 cells. ER stress and differences
in atRAL levels were not seen in the rdh12u533 fish at 12 mpf, so pregabalin was not
tested in the zebrafish model. Pregabalin is a primary amine containing drug, which
can bind free atRAL via a Schiff base and lower its concentration in the retina, thereby
preventing the formation of A2E. Pregabalin reduced atRAL levels in Rdh12-/- mice [25], and
reduced ROS production in light-exposed Abca4-/- Rdh8-/- mice [14]. Pregabalin also had a
neuroprotective effect in a rat model of diabetic retinopathy, by reducing retinal glutamate,
nitric oxide, and malondialdehyde and increasing glutathione levels, and restored retinal
histology, by increasing retinal thickness and ganglion cell layer count [30]. Pregabalin is
commonly used to treat epilepsy, nerve pain, and anxiety [24]. The most common adverse
effects reported with pregabalin use are dizziness, sleeplessness, blurred vision, impaired
concentration, dry mouth, oedema, and weight gain [24]. However, recently, the Medicines
and Healthcare Products Regulatory Agency (MHRC) have reported severe respiratory
depression linked to pregabalin [31].

In the rdh12u533 zebrafish retina at 12 mpf, we found mislocalised rhodopsin, larger
phagosomes, and reduced expression of autophagy markers with a significant decrease
in atg12 mRNA expression. Atg5 was found to co-localise with phagosomes containing
POS in control mouse RPE. RPE-specific deletion of Atg5 in mice resulted in a reduced
ERG response at 16 weeks of age. Atg5-RPE knockout mice also showed accumulation
of phagosomes with undigested POS and the POS were not able to penetrate the RPE
beyond the apical surface. These mice also had a higher level of 11-cis, all-trans, and 13-cis
retinal [32]. In a zebrafish model of USH2A-related RP, the ush2armc1 mutant, disruption
in rhodopsin localisation and autophagy was also noted, with increased autophagosomes
and increased gene expression of atg5 and atg12 and LC3 protein expression [33]. Similar
to RDH12-related RP, the retinal degeneration in USH2A patients is later onset, developing
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from adolescence, compared to those with LCA. Kim et al. [32] suggested that phagocy-
tosis of the POS by the RPE and the visual cycle converge via a non-canonical autophagy
pathway, both of which are thought to be disrupted in RDH12-related retinopathies. In
this pathway, termed LC3-associated phagocytosis (LAP), following phagocytosis of the
POS, the phagosome associates with the Atg12-Atg5-Atg16L complex, triggering lipidation
of microtubule-associated protein 1 light chain 3 (LC3) to LC3-II and its recruitment to
the phagosome. This signals for the lysosome to fuse with the phagosome, forming a
phagolysosome, resulting in degradation of ingested POS and its recycling back to the
photoreceptors. This pathway converges with the visual cycle, as POS phagocytosis aids
in recycling of the visual pigments back to the photoreceptors. TEM imaging revealed
enlarged phagosomes in the RPE of rdh12u533 fish, indicating a disruption of RPE phagocy-
tosis, with inefficient digestion of POS. Disruption of phagocytosis along with a build-up
of retinoids leads to the formation of lysosomal bodies called lipofuscin. The retinoid pig-
ments in lipofuscin are autofluorescent, and are seen on fundus imaging [34]. RDH12-LCA
patients have widespread RPE atrophy and fundus imaging typically shows central hy-
poautofluorescence corresponding to RPE cell death, surrounded by hyperautofluorescent
lesions, indicating regions of high toxicity and diseased RPE [35].

In conclusion, through the generation of two models of RDH12-disease, an in vitro
human cell line and an in vivo zebrafish mutant model, we have seen that mutations in
RDH12 result in an inability of the enzyme to reduce atRAL, leading to toxic levels of this
retinoid in cells. This triggers apoptosis, through induction of the oxidative stress and ER
stress pathways. Although no gross abnormalities were noted in retinal histology in the
rdh12u533 fish and atRAL levels were comparable to wt fish, early indicators of disrupted
pathways are observed in the adult fish including rhodopsin mislocalisation and increased
phagosomal size with changes in autophagy related expression, suggesting that stress in
the retina is effectively controlled so as not to lead to apoptosis or severe disruption at
least up till 12–16 months of age. This corresponds more with the autosomal dominant
RDH12-associated RP phenotype, which is a later-onset and relatively mild phenotype
in comparison to the severe early-onset LCA phenotype. A similar difference between
the human and zebrafish phenotypes has been observed previously in the modelling of
KCNJ13-LCA, where the homozygous zebrafish kcnj13td15 showed an adult-onset retinal
degeneration, contrasting with the early severe phenotype seen in patients [36]. It is possi-
ble that compensatory mechanisms exist in the zebrafish, accounting for these differences.
Although no other rdh12 isoforms exist in the zebrafish, several retinol dehydrogenases
are present in the retina that may compensate for lack of rdh12 in zebrafish. In addition,
zebrafish are a cone-dominant species, and the cone-specific visual cycle, which is inde-
pendent of the RPE, may play a more prominent role in the regeneration of the visual
chromophore in zebrafish. As the mouse models of RDH12 disease also do not show a
severe phenotype, a species specific role may exist for RDH12 in humans that is either
redundant or compensated for in other species. Further monitoring of the fish at later time
points will provide more insight into the rdh12 phenotype. We have identified a number of
key pathways to be targeted for potential therapeutics, including pregabalin. Drugs with
ER stress lowering properties, in addition to antioxidants and retinal scavengers, represent
a new class of potential drugs that can be targeted for RDH12-related retinopathies.

4. Materials and Methods
4.1. Stable HEK-293 Cell Line Generation

The ORF expression clone was obtained from GeneCopoeia (pEZ_M98), which en-
coded RDH12 (NM_152443) with a C-terminal GFP tag. Three known patient mutations
(c.677A > G, p.Y226C; c.325G > C, p.A109P; and c.38C > A, p.S13*) were introduced into
plasmids using the Quickchange II Site-Directed Mutagenesis kit (Agilent, Santa Clara, CA,
USA). Primers were designed, according to kit instructions, with approximately 10 bases of
correct sequence either side of the mutation (Supplementary Materials Table S1). Colonies
with the correct mutation were verified by Sanger sequencing.
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HEK-293 cells were cultured in DMEM high glucose, 10% FBS, and penicillin/streptomycin
(Thermo Fisher Scientific, Waltham, MA, USA), and medium was changed every 3–4 days.
Cells were passaged at 80–90% confluency using TrypLE Express (Thermo Fisher Scientific).

Cells were plated in six-well plates at a density of 600,000 cells per well and, 24 h
later, they were transfected using Lipofectamine 2000 Reagent (Thermo Fisher Scientific).
Twenty-four hours after transfection, cells were passaged into 96-well plates in selection
media (DMEM high glucose, 10% FBS, 1 mg/mL G418) using serial dilutions to achieve
low cell density. After 10 days, all non-transfected cells died off and, after a further
2 weeks, transfected cells formed distinct colonies. Individual colonies were picked into
24-well plates and expanded. This was defined as passage 0. For continued culture, G418
concentration was reduced to 0.5 mg/mL. All further experiments were carried out on cells
from passage 5 onwards.

4.2. Western Blot

Cells were lysed in RIPA buffer (Thermo Fisher Scientific)(city, state abbreviation if
USA or Canada, country)), and the protein concentration was quantified using BCA Protein
Assay kit (Thermo Fisher Scientific). Samples were analysed by Western blot as previously
described [37], using anti-RDH12 (1:1000) overnight at 4 ◦C. Anti-RDH12 and RDH12
transfected HEK293T cell lysate for use as a positive control were kindly gifted by Professor
Debra Thompson (University of Michigan). Membrane was stripped and re-probed with
anti-β-actin (A2228; 1:5000; Sigma-Aldrich, St. Louis, MO, USA), as a loading control.

4.3. Immunocytochemistry

Cells were fixed in chamber slides with 4% PFA/PBS for 20 min at 4 ◦C; permeabilised
in 100% cold methanol for 5 min at room temperature (RT); and blocked for 1 h in 10% nor-
mal goat serum (NGS), 0.1% X-100 in PBS at RT. Cells were incubated overnight at 4 ◦C with
primary antibodies diluted in 1% NGS at RT. Alexa Fluor (Thermo Fisher Scientific) sec-
ondary antibodies (1:400) were added for 1 h at RT. Slides were washed and mounted with
Prolong Diamond with DAPI and imaged on LSM 710 confocal microscope (Leica Microsys-
tems, Vienna, Austria). The primary antibodies used were anti-Calnexin (610524;1:100; BD
Biosciences, Wokingham, UK) and anti-GFP (ab290;1:200; Abcam, Cambridge, UK).

4.4. RDH12 Activity Assay

Cell pellets were resuspended in 1× PBS, lysed by sonication, and centrifuged at
13,000 rpm for 10 min. Supernatant was collected and the protein concentration was
determined using BCA Protein Assay kit. Reactions were carried out in 500 µL PBS, using
50 µg protein, 1 mM NADPH (Cayman Chemical, Ann Arbor, MI, USA), and 2.5 mM
atRAL (Sigma R2500). Reaction was initiated with the addition of NADPH and incubated
at 37 ◦C for 15 min, and stopped by the addition of 500 µL cold methanol. Retinoids were
extracted according to the protocol by Chetyrkin et al. [38] on Waters Sep-Pak C18 column.
HPLC analysis was performed using a Waters ACQUITY® UPLC® (Waters, Wilmslow,
UK). Elution was monitored at 325 nm for atROL and 360 nm for atRAL with a Waters
ACQUITY 2996 PDA. The stationary phase was Waters ACQUITY UPLC BEH C18 1.7 µm,
2.1 × 50 mm column and the mobile phase consisted of acetonitrile/water 0.1% formic acid
(87.5:12.5). The analysis was 8 min, with a flow rate of 0.25 mL/min and a 10 µL injection.

4.5. Cell Viability MTT Assay

Cells were plated at a density of 40,000 cells per well in a 96-well plate. Cells were
incubated with various concentrations of atRAL for 24 h. Cell viability was determined
using MTT (M6494; Thermo Fisher Scientific). Following dosing, treatment media was
replaced with 100 µL fresh media. MTT was prepared at a concentration of 5 mg/mL in
PBS, and 10 µL was added to each well. Cells were incubated for 4 h at 37 ◦C. All but 25 µL
media was removed, and MTT was solubilised with 50 µL DMSO. Absorbance was read at
540 nm on a Safire2 plate reader (TECAN, Männdorf, Switzerland).
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4.6. Drug Dosing

For all dosing experiments, atRAL was used at a concentration of 50 µM. Pregabalin
(Sigma) was used at a concentration of 1 mM, NACA (Tocris Bioscience, Bristol, UK) at
750 µM, and TUDCA (Cayman Chemical) at 100 µM. Cells were plated in six-well plates at
a density of 700,000 cells per well. After 24 h, drugs were added to the cells in culture media.
Twenty-four hours later, cells were pelleted and stored at −80 ◦C for further analysis.

4.7. RT-qPCR

Total RNA was extracted from cells using the RNeasy mini kit and from whole
embryos and enucleated adult eyes using the RNeasy FFPE kit (Qiagen, Hilden, Germany).
cDNA was synthesised from 1 µg of RNA using the Superscript II First Strand cDNA
synthesis kit (Thermo Fisher Scientific), according to the manufacturer’s instructions.
Transcript levels were analysed using SYBR Green MasterMix (Thermo Fisher Scientific) on
a StepOne Real-Time PCR system (Applied Biosystems, Thermo Fisher Scientific), under
standard cycling conditions. All samples were assayed in triplicate. Primer sequences are
shown in Table S2.

4.8. SOD and CAT Activity Assay

SOD activity was determined using the SOD assay kit (Sigma; 19160) according to the
manufacturer’s instructions. CAT activity was determined using the catalase activity assay
kit (Abcam; ab83464), according to the manufacturer’s instructions.

4.9. Zebrafish Husbandry

wt, AB strain (wt), and rdh12u533 zebrafish were bred and maintained according to local
UCL and U.K. Home Office regulations for the care and use of laboratory animals under
the Animals Scientific Procedures Act at the UCL Bloomsbury campus zebrafish facility.
Zebrafish were raised at 28.5 ◦C on a 14 h light/10 h dark cycle. UCL Animal Welfare and
Ethical Review Body approved all procedures for experimental protocols, in addition to
the U.K. Home Office (License no. PPL PC916FDE7). All approved standard protocols
followed the guidelines of the ARVO Statement for the Use of Animals in Ophthalmic and
Vision Research Ethics. Zebrafish were terminally anaesthetised in 0.2 mg/mL Tricaine
(MS−222) for sample collection.

4.10. CRISPR-Cas9 Generation of rdh12 Fish

CRISPR guides were designed using Benchlings CRISPR Guide Design Software, targeting
exon 1 of rdh12, and the following guide was used: 5′-TGGCGTTCGCGGCGGGTTTAGGG.
Mutagenesis was carried out as previously described [33]. Mutations were analysed by
Sanger sequencing using the forward primer 5′-GGAGGCTGCTGAACACATTC and re-
verse primer 5′-CGATTTCTGGAGCAGATCATGTC. Injected zebrafish were raised to
adulthood (F0) and outcrossed with wild-type fish to produce the F1 generation. F1 finclip
DNA was assessed for heterozygous mutation carriers. These fish were then outcrossed
with wild-type fish to produce an F2 generation. Heterozygous fish carrying the same
mutation from the F2 generation were then in-crossed to produce the F3 generation. Ho-
mozygous fish and their wt siblings were used for all further characterisations.

4.11. Immunohistochemistry

Cryosections were prepared from adult enucleated eyes or whole embryos and im-
munostained as previously described [36]. Primary antibodies used were 4D2 (1:200;
Abcam), 1D4 (1:200; Abcam), and anti-blue opsin (1:200; gifted by Professor David Hyde,
University of Notre Dame). Slides were incubated with primary antibodies overnight at 4 ◦C,
washed, and then incubated with appropriate Alex Fluor secondary antibodies (Thermo Fisher
Scientific) for 2 h at RT. Slides were imaged on Leica LSM 710 confocal microscope.
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4.12. TUNEL Assay

TUNEL assay was performed on cryosections using the ApopTag Plus Fluorescein
In Situ Apoptosis Detection Kit (Merck-Millipore, Burlington, MA, USA), according to the
manufacturer’s instructions. Slides were imaged on a Leica LSM 710 confocal microscope.

4.13. Retinal Histology

Whole embryos were fixed in 4% PFA/PBS overnight at 4 ◦C, then embedded using JB-
4 embedding kit (Polysciences Inc., Warrington, PA, USA). Sections were cut at a thickness
of 7 µm. For adult fish, enucleated eyes embedded for electron microscopy, as described
below, were sectioned at a thickness of 1 µm. Sections were stained with 1% toluidine blue
and imaged on an a Axioplan 2 microscope (ZEISS Microscopy, Jena, Germany).

4.14. HPLC Analysis of atRAL Levels in Zebrafish

Retinoids were extracted according to the protocol by Costaridis et al. [39]. Approxi-
mately 250 embryos or adult enucleated eyes were collected and sonicated in 1 mL stabilis-
ing buffer (PBS, 0.5% ascorbic acid, 0.5% EDTA, 0.3% sodium sulphate, pH 7.3). Sample
was extracted twice in 2 mL extraction solvent (8:1 ethyl acetate:methyl acetate plus 0.5%
butylated hydroxytoluene), with vigorous shaking for 30 min. Extracts were combined and
dried under nitrogen gas and redissolved in acetonitrile. HPLC analysis was performed
using a Waters ACQUITY® UPLC®. Elution was monitored at 360 nm for atRAL with a
Waters ACQUITY 2996 PDA. The stationary phase was Waters ACQUITY UPLC BEH C18
1.7 µm, 2.1 × 50 mm column and the mobile phase consisted of acetonitrile/water 0.1%
formic acid (87.5:12.5). The analysis lasted 8 min, with a flow rate of 0.25 mL/min and a
10 µL injection.

4.15. Transmission Electron Microscopy

Enucleated eyes from 12 mpf zebrafish were fixed and embedded as previously
described [33]. Blocks were sectioned using a UC7 ultramicrotome (Leica Microsystems)
and 70 nm sections were picked up on Formvar-coated 2 mm slot copper grids (Gilder Grids
Ltd., Grantham, UK) and post-stained with Reynolds lead citrate for 5 min. Sections were
viewed using a 120 kV Tecnai G2 Spirit transmission electron microscope (FEI Company,
Eindhoven, The Netherlands) and images were captured using a OneView UltraScan®

4000 camera (Gatan Inc., Pleasanton, CA, USA) and Serial EM software [40]. The images
were stitched together using IMOD [41]. Visualisation was done in 3dmod. Images were
analysed using ImageJ.

4.16. Statistical Analysis

All statistical analysis was performed using GraphPad Prism 8. All data are expressed
as mean ± SEM of at least three independent experiments. For all analyses, Shapiro–Wilk
normality test was initially carried out to determine if data are normally distributed, and
the appropriate statistical test was chosen. For comparison between two groups, data
were analysed either using paired or unpaired t-test, depending on experimental design or
Mann–Whitney test. For more than two groups, statistical significance was analysed using
one-way ANOVA, followed by Sidak’s multiple comparison test. For grouped analyses,
two-way ANOVA with Dunnett’s multiple comparison test was used. A p-value of <0.05
was considered significant.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/ijms22168863/s1.

Author Contributions: Conceptualization, M.M. and H.S.; methodology, H.S. and M.T.; formal
analysis, H.S.; investigation, H.S. and M.T.; writing—original draft preparation, H.S.; writing—
review and editing, H.S., M.T. and M.M.; supervision, M.M.; funding acquisition, M.M. All authors
have read and agreed to the published version of the manuscript.

Funding: This research was funded by Wellcome Trust, grant number 205174/Z/16/Z and Retina UK.

https://www.mdpi.com/article/10.3390/ijms22168863/s1
https://www.mdpi.com/article/10.3390/ijms22168863/s1


Int. J. Mol. Sci. 2021, 22, 8863 15 of 16

Institutional Review Board Statement: The study was conducted according to the guidelines of
the Declaration of Helsinki and approved by the UCL Animal Welfare and Ethical Review Body
under the Animals Scientific Procedures Act, in addition to the UK Home Office (License no. PPL
PC916FDE7). All approved standard protocols followed the guidelines of the ARVO Statement for
the Use of Animals in Ophthalmic and Vision Research Ethics.

Data Availability Statement: Data are contained within the article or Supplementary Materials.

Acknowledgments: The authors gratefully acknowledge the Electron Microscopy and Peptide
Chemistry facilities at The Francis Crick Institute.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Kumaran, N.; Moore, A.T.; Weleber, R.G.; Michaelides, M. Leber congenital amaurosis/early-onset severe retinal dystrophy:

Clinical features, molecular genetics and therapeutic interventions. Br. J. Ophthalmol. 2017, 101, 1147–1154. [CrossRef] [PubMed]
2. Fahim, A.T.; Bouzia, Z.; Branham, K.H.; Kumaran, N.; Vargas, M.E.; Feathers, K.L.; Perera, N.D.; Young, K.; Khan, N.W.;

Heckenlively, J.R.; et al. Detailed clinical characterisation, unique features and natural history of autosomal recessive RDH12-
associated retinal degeneration. Br. J. Ophthalmol. 2019, 103, 1789–1796. [CrossRef] [PubMed]

3. Fingert, J.H.; Oh, K.; Chung, M.; Scheetz, T.E.; Andorf, J.L.; Johnson, R.M.; Sheffield, V.C.; Stone, E.M. Association of a novel
mutation in the retinol dehydrogenase 12 (RDH12) gene with autosomal dominant retinitis pigmentosa. Arch. Ophthalmol. 2008,
126, 1301–1307. [CrossRef]

4. Sarkar, H.; Dubis, A.M.; Downes, S.; Moosajee, M. Novel Heterozygous Deletion in Retinol Dehydrogenase 12 (RDH12) Causes
Familial Autosomal Dominant Retinitis Pigmentosa. Front. Genet. 2020, 11, 335. [CrossRef] [PubMed]

5. Sarkar, H.; Moosajee, M. Retinol dehydrogenase 12 (RDH12): Role in vision, retinal disease and future perspectives. Exp. Eye Res.
2019, 188, 107793. [CrossRef] [PubMed]

6. Chen, C.; Thompson, D.A.; Koutalos, Y. Reduction of all-trans-retinal in vertebrate rod photoreceptors requires the combined
action of RDH8 and RDH12. J. Biol. Chem. 2012, 287, 24662–24670. [CrossRef] [PubMed]

7. Belyaeva, O.V.; Korkina, O.V.; Stetsenko, A.V.; Kim, T.; Nelson, P.S.; Kedishvili, N.Y. Biochemical properties of purified human
retinol dehydrogenase 12 (RDH12): Catalytic efficiency toward retinoids and C9 aldehydes and effects of cellular retinol-binding
protein type I (CRBPI) and cellular retinaldehyde-binding protein (CRALBP) on the oxidation and reduction of retinoids.
Biochemistry 2005, 44, 7035–7047. [CrossRef]

8. Thompson, D.A.; Janecke, A.R.; Lange, J.; Feathers, K.L.; Hubner, C.A.; McHenry, C.L.; Stockton, D.W.; Rammesmayer, G.;
Lupski, J.R.; Antinolo, G.; et al. Retinal degeneration associated with RDH12 mutations results from decreased 11-cis retinal
synthesis due to disruption of the visual cycle. Hum. Mol. Genet. 2005, 14, 3865–3875. [CrossRef]

9. Maeda, A.; Maeda, T.; Imanishi, Y.; Sun, W.; Jastrzebska, B.; Hatala, D.A.; Winkens, H.J.; Hofmann, K.P.; Janssen, J.J.; Baehr, W.; et al.
Retinol dehydrogenase (RDH12) protects photoreceptors from light-induced degeneration in mice. J. Biol. Chem. 2006, 281,
37697–37704. [CrossRef]

10. Kurth, I.; Thompson, D.A.; Ruther, K.; Feathers, K.L.; Chrispell, J.D.; Schroth, J.; McHenry, C.L.; Schweizer, M.; Skosyrski, S.; Gal, A.; et al.
Targeted disruption of the murine retinal dehydrogenase gene Rdh12 does not limit visual cycle function. Mol. Cell. Biol. 2007, 27,
1370–1379. [CrossRef]

11. Chrispell, J.D.; Feathers, K.L.; Kane, M.A.; Kim, C.Y.; Brooks, M.; Khanna, R.; Kurth, I.; Hubner, C.A.; Gal, A.; Mears, A.J.; et al.
Rdh12 activity and effects on retinoid processing in the murine retina. J. Biol. Chem. 2009, 284, 21468–21477. [CrossRef]

12. Zhu, X.; Wang, K.; Zhang, K.; Zhou, F.; Zhu, L. Induction of oxidative and nitrosative stresses in human retinal pigment epithelial
cells by all-trans-retinal. Exp. Cell Res. 2016, 348, 87–94. [CrossRef]

13. Li, J.; Cai, X.; Xia, Q.; Yao, K.; Chen, J.; Zhang, Y.; Naranmandura, H.; Liu, X.; Wu, Y. Involvement of Endoplasmic Reticulum
Stress in All-Trans-Retinal-Induced Retinal Pigment Epithelium Degeneration. Toxicol. Sci. 2015, 143, 196–208. [CrossRef]

14. Chen, Y.; Okano, K.; Maeda, T.; Chauhan, V.; Golczak, M.; Maeda, A.; Palczewski, K. Mechanism of All-trans-retinal Toxicity with
Implications for Stargardt Disease and Age-related Macular Degeneration. J. Biol. Chem. 2012, 287, 5059–5069. [CrossRef]

15. Buendia, I.; Michalska, P.; Navarro, E.; Gameiro, I.; Egea, J.; León, R. Nrf2-ARE pathway: An emerging target against oxidative
stress and neuroinflammation in neurodegenerative diseases. Pharmacol. Ther. 2016, 157, 84–104. [CrossRef] [PubMed]

16. Nakagami, Y. Nrf2 Is an Attractive Therapeutic Target for Retinal Diseases. Oxidative Med. Cell. Longev. 2016, 2016, 7469326.
[CrossRef] [PubMed]

17. Zhang, L.; Zhou, Y.; Xia, Q.; Chen, Y.; Li, J. All-trans-retinal induces autophagic cell death via oxidative stress and the endoplasmic
reticulum stress pathway in human retinal pigment epithelial cells. Toxicol. Lett. 2020, 322, 77–86. [CrossRef] [PubMed]

18. Shacham, T.; Sharma, N.; Lederkremer, G.Z. Protein Misfolding and ER Stress in Huntington’s Disease. Front. Mol. Biosci. 2019, 6, 20.
[CrossRef]

19. Lin, J.H.; Walter, P.; Yen, T.S. Endoplasmic reticulum stress in disease pathogenesis. Annu. Rev. Pathol. Mech. Dis. 2008, 3, 399–425.
[CrossRef]

http://doi.org/10.1136/bjophthalmol-2016-309975
http://www.ncbi.nlm.nih.gov/pubmed/28689169
http://doi.org/10.1136/bjophthalmol-2018-313580
http://www.ncbi.nlm.nih.gov/pubmed/30979730
http://doi.org/10.1001/archopht.126.9.1301
http://doi.org/10.3389/fgene.2020.00335
http://www.ncbi.nlm.nih.gov/pubmed/32322264
http://doi.org/10.1016/j.exer.2019.107793
http://www.ncbi.nlm.nih.gov/pubmed/31505163
http://doi.org/10.1074/jbc.M112.354514
http://www.ncbi.nlm.nih.gov/pubmed/22621924
http://doi.org/10.1021/bi050226k
http://doi.org/10.1093/hmg/ddi411
http://doi.org/10.1074/jbc.M608375200
http://doi.org/10.1128/MCB.01486-06
http://doi.org/10.1074/jbc.M109.020966
http://doi.org/10.1016/j.yexcr.2016.09.002
http://doi.org/10.1093/toxsci/kfu223
http://doi.org/10.1074/jbc.M111.315432
http://doi.org/10.1016/j.pharmthera.2015.11.003
http://www.ncbi.nlm.nih.gov/pubmed/26617217
http://doi.org/10.1155/2016/7469326
http://www.ncbi.nlm.nih.gov/pubmed/27818722
http://doi.org/10.1016/j.toxlet.2020.01.005
http://www.ncbi.nlm.nih.gov/pubmed/31931077
http://doi.org/10.3389/fmolb.2019.00020
http://doi.org/10.1146/annurev.pathmechdis.3.121806.151434


Int. J. Mol. Sci. 2021, 22, 8863 16 of 16

20. Adams, C.J.; Kopp, M.C.; Larburu, N.; Nowak, P.R.; Ali, M.M.U. Structure and Molecular Mechanism of ER Stress Signaling by
the Unfolded Protein Response Signal Activator IRE1. Front. Mol. Biosci. 2019, 6, 11. [CrossRef]

21. Lee, S.A.; Belyaeva, O.V.; Popov, I.K.; Kedishvili, N.Y. Overproduction of bioactive retinoic acid in cells expressing disease-
associated mutants of retinol dehydrogenase 12. J. Biol. Chem. 2007, 282, 35621–35628. [CrossRef]

22. Shi, R.; Huang, C.C.; Aronstam, R.S.; Ercal, N.; Martin, A.; Huang, Y.W. N-acetylcysteine amide decreases oxidative stress but not
cell death induced by doxorubicin in H9c2 cardiomyocytes. BMC Pharmacol. 2009, 9, 7. [CrossRef] [PubMed]

23. Penugonda, S.; Mare, S.; Goldstein, G.; Banks, W.A.; Ercal, N. Effects of N-acetylcysteine amide (NACA), a novel thiol antioxidant
against glutamate-induced cytotoxicity in neuronal cell line PC12. Brain Res. 2005, 1056, 132–138. [CrossRef] [PubMed]

24. Cross, A.L.; Viswanath, O.; Sherman, A.L. Pregabalin. In StatPearls; StatPearls Publishing LLC.: Treasure Island, FL, USA, 2021.
25. Maeda, A.; Golczak, M.; Chen, Y.; Okano, K.; Kohno, H.; Shiose, S.; Ishikawa, K.; Harte, W.; Palczewska, G.; Maeda, T.; et al.

Primary amines protect against retinal degeneration in mouse models of retinopathies. Nat. Chem. Biol. 2011, 8, 170–178.
[CrossRef]

26. Rahman, K. Studies on free radicals, antioxidants, and co-factors. Clin. Interv. Aging 2007, 2, 219–236. [PubMed]
27. Brown, E.E.; DeWeerd, A.J.; Ildefonso, C.J.; Lewin, A.S.; Ash, J.D. Mitochondrial oxidative stress in the retinal pigment epithelium

(RPE) led to metabolic dysfunction in both the RPE and retinal photoreceptors. Redox Biol. 2019, 24, 101201. [CrossRef]
28. Justilien, V.; Pang, J.J.; Renganathan, K.; Zhan, X.; Crabb, J.W.; Kim, S.R.; Sparrow, J.R.; Hauswirth, W.W.; Lewin, A.S. SOD2

knockdown mouse model of early AMD. Investig. Ophthalmol. Vis. Sci. 2007, 48, 4407–4420. [CrossRef]
29. Nishitoh, H. CHOP is a multifunctional transcription factor in the ER stress response. J. Biochem. 2011, 151, 217–219. [CrossRef]
30. Ali, S.A.; Zaitone, S.A.; Dessouki, A.A.; Ali, A.A. Pregabalin affords retinal neuroprotection in diabetic rats: Suppression of retinal

glutamate, microglia cell expression and apoptotic cell death. Exp. Eye Res. 2019, 184, 78–90. [CrossRef] [PubMed]
31. Pregabalin (Lyrica): Reports of Severe Respiratory Depression. Drug Safety Update. 2021. Available online: https://www.gov.uk/

drug-safety-update/pregabalin-lyrica-reports-of-severe-respiratory-depression?utm_source=e-shot&utm_medium=email&
utm_campaign=DSU_February2021split2 (accessed on 8 July 2021).

32. Kim, J.-Y.; Zhao, H.; Martinez, J.; Doggett, T.A.; Kolesnikov, A.V.; Tang, P.H.; Ablonczy, Z.; Chan, C.-C.; Zhou, Z.; Green, D.R.; et al.
Noncanonical autophagy promotes the visual cycle. Cell 2013, 154, 365–376. [CrossRef]

33. Toms, M.; Dubis, A.M.; de Vrieze, E.; Tracey-White, D.; Mitsios, A.; Hayes, M.; Broekman, S.; Baxendale, S.; Utoomprurkporn, N.;
Bamiou, D.; et al. Clinical and preclinical therapeutic outcome metrics for USH2A-related disease. Hum. Mol. Genet. 2020, 29,
1882–1899. [CrossRef] [PubMed]

34. Nandakumar, N.; Buzney, S.; Weiter, J.J. Lipofuscin and the Principles of Fundus Autofluorescence: A Review. Semin. Ophthalmol.
2012, 27, 197–201. [CrossRef]

35. Aleman, T.S.; Uyhazi, K.E.; Serrano, L.W.; Vasireddy, V.; Bowman, S.J.; Ammar, M.J.; Pearson, D.J.; Maguire, A.M.; Bennett, J.
RDH12 Mutations Cause a Severe Retinal Degeneration with Relatively Spared Rod Function. Investig. Ophthalmol. Vis. Sci. 2018,
59, 5225–5236. [CrossRef] [PubMed]

36. Toms, M.; Burgoyne, T.; Tracey-White, D.; Richardson, R.; Dubis, A.M.; Webster, A.R.; Futter, C.; Moosajee, M. Phagosomal and
mitochondrial alterations in RPE may contribute to KCNJ13 retinopathy. Sci. Rep. 2019, 9, 3793. [CrossRef]

37. Moosajee, M.; Tracey-White, D.; Smart, M.; Weetall, M.; Torriano, S.; Kalatzis, V.; da Cruz, L.; Coffey, P.; Webster, A.R.; Welch, E.
Functional rescue of REP1 following treatment with PTC124 and novel derivative PTC-414 in human choroideremia fibroblasts
and the nonsense-mediated zebrafish model. Hum. Mol. Genet. 2016, 25, 3416–3431. [CrossRef]

38. Chetyrkin, S.V.; Hu, J.; Gough, W.H.; Dumaual, N.; Kedishvili, N.Y. Further characterization of human microsomal 3alpha-
hydroxysteroid dehydrogenase. Arch. Biochem. Biophys. 2001, 386, 1–10. [CrossRef]

39. Costaridis, P.; Horton, C.; Zeitlinger, J.; Holder, N.; Maden, M. Endogenous retinoids in the zebrafish embryo and adult. Dev. Dyn.
1996, 205, 41–51. [CrossRef]

40. Mastronarde, D.N. SerialEM: A program for automated tilt series acquisition on Tecnai microscopes using prediction of specimen
position. Microsc. Microanal. 2003, 9, 1182–1183. [CrossRef]

41. Kremer, J.R.; Mastronarde, D.N.; McIntosh, J.R. Computer visualization of three-dimensional image data using IMOD. J. Struct.
Biol. 1996, 116, 71–76. [CrossRef] [PubMed]

http://doi.org/10.3389/fmolb.2019.00011
http://doi.org/10.1074/jbc.M706372200
http://doi.org/10.1186/1471-2210-9-7
http://www.ncbi.nlm.nih.gov/pubmed/19368719
http://doi.org/10.1016/j.brainres.2005.07.032
http://www.ncbi.nlm.nih.gov/pubmed/16120436
http://doi.org/10.1038/nchembio.759
http://www.ncbi.nlm.nih.gov/pubmed/18044138
http://doi.org/10.1016/j.redox.2019.101201
http://doi.org/10.1167/iovs.07-0432
http://doi.org/10.1093/jb/mvr143
http://doi.org/10.1016/j.exer.2019.04.014
http://www.ncbi.nlm.nih.gov/pubmed/31002823
https://www.gov.uk/drug-safety-update/pregabalin-lyrica-reports-of-severe-respiratory-depression?utm_source=e-shot&utm_medium=email&utm_campaign=DSU_February2021split2
https://www.gov.uk/drug-safety-update/pregabalin-lyrica-reports-of-severe-respiratory-depression?utm_source=e-shot&utm_medium=email&utm_campaign=DSU_February2021split2
https://www.gov.uk/drug-safety-update/pregabalin-lyrica-reports-of-severe-respiratory-depression?utm_source=e-shot&utm_medium=email&utm_campaign=DSU_February2021split2
http://doi.org/10.1016/j.cell.2013.06.012
http://doi.org/10.1093/hmg/ddaa004
http://www.ncbi.nlm.nih.gov/pubmed/31998945
http://doi.org/10.3109/08820538.2012.711415
http://doi.org/10.1167/iovs.18-24708
http://www.ncbi.nlm.nih.gov/pubmed/30372751
http://doi.org/10.1038/s41598-019-40507-8
http://doi.org/10.1093/hmg/ddw184
http://doi.org/10.1006/abbi.2000.2203
http://doi.org/10.1002/(SICI)1097-0177(199601)205:1&lt;41::AID-AJA4&gt;3.0.CO;2-5
http://doi.org/10.1017/S1431927603445911
http://doi.org/10.1006/jsbi.1996.0013
http://www.ncbi.nlm.nih.gov/pubmed/8742726

	Introduction 
	Results 
	Generation of HEK-293 Stable Cell Lines Expressing Wildtype and Mutant RDH12 
	RDH12 Protects Cells from All-Trans Retinal-Induced Toxicity 
	atRAL Induces Oxidative Stress in Mutant Cell Lines 
	Pregablain Attenuates atRAL-Induced ER Stress in RDH12 Mutant Cell Lines 
	Generation and Characterisation of rdh12u533 Zebrafish 

	Discussion 
	Materials and Methods 
	Stable HEK-293 Cell Line Generation 
	Western Blot 
	Immunocytochemistry 
	RDH12 Activity Assay 
	Cell Viability MTT Assay 
	Drug Dosing 
	RT-qPCR 
	SOD and CAT Activity Assay 
	Zebrafish Husbandry 
	CRISPR-Cas9 Generation of rdh12 Fish 
	Immunohistochemistry 
	TUNEL Assay 
	Retinal Histology 
	HPLC Analysis of atRAL Levels in Zebrafish 
	Transmission Electron Microscopy 
	Statistical Analysis 

	References

