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Abstract 
Class I rhodopsin mutations are known for some of the most severe forms of vision impairments in dominantly inherited rhodopsin 
retinitis pigmentosa. They disrupt the VxPx transport signal, which is required for the proper localization of rhodopsin to the outer 
segments. While various studies have focused on the light-dependent toxicity of mutant rhodopsin, it remains unclear whether and 
how these mutations exert dominant-negative effects. Using the class I RhoQ344X rhodopsin knock-in mouse model, we characterized the 
expression of rhodopsin and other genes by RNA sequencing and qPCR. Those studies indicated that rhodopsin is the most prominently 
downregulated photoreceptor-specific gene in RhoQ344X/+ mice. Rhodopsin mRNA is downregulated significantly prior to the onset of 
rod degeneration, whereas mRNA downregulation of other phototransduction components, transducinα,  and  Pde6α, occurs after the 
onset and correlate with the degree of rod cell loss. Those studies indicated that the mutant rhodopsin gene causes downregulation of 
wild-type rhodopsin, imposing a transcript-level dominant-negative effect. Moreover, it causes downregulation of the mutant mRNA 
itself, mitigating the toxicity. The transcript-level d ominant effect was also observed in the major class II rhodopsin mutant model,
RhoP23H/+ mice, in which mutant rhodopsin is prone to misfold. Potentially due to mitigated toxicity by reduced rhodopsin expression,
RhoQ344X/+ mice did not exhibit light-dependent exacerbation of rod degeneration, even after continuous exposure of mice for 5 days at
3000 lux. Thus, this study describes a novel form of dominant-negative effect in inherited neurodegenerative disorders.
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Introduction 
Mutations in the rhodopsin gene (Rho) are the primary causes 
of autosomal dominant retinitis pigmentosa (adRP) [1, 2]. Two 
types of mutations have been mainly studied in the past, one 
categorized as class I and the other as class II [1, 2]. Class I 
mutations, exemplified by RhoQ344X, disrupt the VxPx trafficking 
signal located at the C-terminal tail of rhodopsin. Class II 
mutations, exemplified by RhoP23H, cause opsin misfolding and are 
the most prevalent type of defects found among adRP patients. 
The dominant inheritance pattern is possibly attributable to 
a combination of toxic gain-of-function and other effects of 
the mutant a lleles. Supporting the toxic gain-of-function role,
these mutations can cause rhodopsin to misfold, become
mislocalized, or exhibit abnormal signaling behaviors, ultimately
compromising the function and survival of photoreceptor cells
[1, 2]. The gain-of-function role of mutations is also indicated 
phenotypically in mouse models of rhodopsin-associated retinitis 
pigmentosa (RHO-RP); homozygous adRP Rho m utations cause
rod degeneration much more rapidly [3, 4] than homozygous 

loss-of-function mutations [5]. Less studied are the dominant-
negative effects of mutant rhodopsin, which lead to loss of 
function and compromised rod p hotoreceptor activity. Rhodopsin
molecules are prone to dimerization [6, 7]. Through heterodimer-
ization, mutant rhodopsins are suggested to impair the function 
of wild-type rhodopsin, exerting dominant-negativ e effects at
the protein level [8]. Consequently, the structural or localization 
anomalies observed in mutant rhodopsin may propagate to 
wild-type rhodopsin molecules by inducing co-aggregation or 
co-mislocalization. Despite these structural implications, in vivo 
evidence of such propagation has not been sufficient to establish 
whether mutated rhodopsin proteins impose a protein-level 
dominant-negative effect on wild-type rhodopsin, potentially 
further compromising the functionality o f rod photoreceptor
cells. Although the possible dimerization of rhodopsin molecules
has been suggested, the mislocalization of wild-type rhodopsin
was not observed in transgenic Xenopus laevis expressing the
RhoQ344X mutant of either Xenopus [9] or human origin [10]. 
In the knock-in mouse model with the RhoQ344X mutation [4],
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wild-type rhodopsin is mislocalized, though to a much lesser 
degree than the mutant rhodopsin, suggesting dimerization-
based dominant-negative effects, if any exist, are minimal. 
However, we do observe a pr onounced reduction in wild-type
rhodopsin protein levels, the mechanisms of which remain
uncharacterized [4]. Clarifying how these loss-of-function 
mechanisms interact with well-established gain-of-function 
effects is essential for fully understanding disease pathogenesis
and clinical manifestations in rhodopsin adRP.

Light is considered one of the major environmental factors 
contributing to ro d degeneration caused by rhodopsin gene
mutations [11–14]. In healthy photoreceptor cells, light triggers 
activation of the phototransduction cascade, which is confined to 
the outer segment (OS). This compartmentalization is crucial for 
the rapid and accurate transmission of biochemical and electrical
signals in photoreceptors [15]. This compartmentalization is 
disrupted in the case of rhodopsin mislocalization, where light 
triggers ectopic activation of phototransduction and other G 
protein-mediated pathways. Insights into the effects of disrupted 
compartmentalization initially came from studies on salamander
rod photoreceptors cultured for extended periods, during which
rhodopsin mislocates across the entire plasma membrane [16]. 
In this and a transgenic zebrafish model of class I rhodopsin 
mutation, activation of rhodopsin in non-OS compartments, such 
as the inner segments (IS), cell body, and synapse, may increase
adenylate cyclase activity, leading to cAMP synthesis [16, 17]. This 
ectopic activation of rhodopsin can worsen rod photoreceptor 
death. Research in transgenic mouse models with class I
rhodopsin mutations supports these findings [14]. The degree 
to which light can exacerbate rod degeneration likely depends on 
the extent of rhodopsin mislocalization. However, a significant 
limitation of earlier studies is their reliance on transgenic models 
and other experimental systems that overexpress trafficking-
deficient rhodopsin or induce its elevated mislocalization, 
resulting in non-physiological conditions that may not accurately 
reflect the disease mechanisms in patients. These approaches 
do not accurately reflect the specific level of rhodopsin mislo-
calization found in adRP, which is crucial for understanding the
condition’s pathophysiology. The majority of RHO-RP patients
are heterozygous carriers, meaning their photoreceptor cells
produce both mutated and wild-type proteins at similar tran-
scriptional levels as seen for the knock-in mouse models of
adRP [3, 4]. 

In the present study using the RhoQ344X knock-in mouse [4], 
we revisited the dominant-negative effect of the RhoQ344X on the 
wild-type rhodopsin. Transcript-level dominant-negative effect 
would result in loss of rhodopsin function, reduced photorece p-
tor sensitivity and compromised cell survival, as demonstrated
in rhodopsin heterozygote knockout mice [5]. Employing high-
throughput proteomics and RNA sequencing (RNA-seq) technolo-
gies, we unexpectedly found the dominant-negative effect to be 
at the transcriptional level, likely attenuating the function of 
wild-type rhodopsin while mitigating the toxicity of mislocalized 
rhodopsin. As this model expresses the adequate level of mutant 
rhodopsin, we revisited the effects of light on the degeneration 
and function of rod photoreceptors. Under physiological cyclic 
light conditions, light did not exacerbate rod degeneration, sug-
gesting ectopic rhodopsin activation, if any occurs, has minimal 
impact on the survival of rods. Moreover, light enhanced the
dominant effect which acts in a negative feedback loop to further
mitigate rhodopsin toxicity. Thus, our studies of the RHO-RP model
reveal novel inter-allelic interactions impacting the pathophysiol-
ogy of the devastating blinding disorders.

Results 
The RhoQ344X allele exerts a transcript-level 
dominant-negative effect on the Rho allele, 
downregulating both Q344X and wild-type Rho
mRNA expressions

To comprehensively understand and compare the transcriptome 
profiles of RhoQ344X/+ and wild-type mice, we conducted deep 
RNA-seq of their retinas at postnatal days (P) 35, a time point
at which a substantial fraction of rods (∼80%) remains viable
in RhoQ344X/+ mice (Fig. 1 and Supplementary Table S1)  [4]. Mice 
were reared under standard housing condition of cyclic 12 h 
light (∼200 lux) and 12 h dark. In wild-type retinas, Rho was 
the second most abundantly expressed gene following the mito-
chondrial cytochrome c oxidase I (mt-Co1) gene (Fig. 1A). In the 
RhoQ344X/+ knock-in retinas, we noted significant do wnregulation
of Rho mRNA expression (Fig. 1A), based on analyses of individual
genes (Supplementary Table S2). Retinal expression of Rho was 
approximately three times lower in RhoQ344X/+ than in wild-type 
mice. We conducted a similar analysis for P35 RhoP23H/+ mice
(Supplementary Fig. S1), a time point at which ∼ 70% of r ods
remain [3, 4], and found four-fold downregulation of Rho mRNA 
in this genotype (5255.75 for wild-type, 1828.76 for RhoQ344X/+, 
and 1299.00 for RhoP23H/+ in FPKM [Fragments Per Kilobase of 
exon per Million mapped reads]). Quantitative analyses indicated 
that the expression levels of most photoreceptor-specific tran-
scripts declined less than 50% as a result of the Q344X muta-
tion. Photoreceptor-specific transcripts such as Gnat1 (G protein 
subunit alpha transducin 1, 34.1% decline from wild-type) and
Peripherin-2 (Prph2, 22.0% decline from wild-type) showed less
than 50% decline in their expression levels. Those declines are
correlated with a 20–25% loss of rod photoreceptor cells by P35
[4]. Unlike other photoreceptor-specific genes, we found a dis-
proportionately high degree of loss in Rho gene transcripts (by 
65–70%) in RhoQ344X/+ and RhoP23H/ + mice, suggesting this specific
downregulation is a characteristic of rhodopsin adRP models.

To verify and further investigate whether the observed down-
regulation of Rho mRNA exceeds the degree of rod photorecep-
tor loss, we quantified mRNA le vels at P14, P21, and P35, the
time course corresponding to before, at the onset [4], and soon 
after the onset of photoreceptor degeneration (Fig. 1B, left panel) 
in RhoQ344X/+ mice using quantitative PCR (qPCR). Unexpectedly, 
downregulation of Rho mRNA w as observed prior to the onset
of rod degeneration (P14; Fig. 1B, right panel), and thus loss of 
rod photoreceptor is not the primary reason for the observed 
downregulation. In RhoQ344X/+ mice, Rho mRNA levels were approx-
imately 74% of those observed in wild-type mice at P14 and about
59% at P21. In RhoP23H/+ mice (Fig. 1C), Rho mRNA levels were 
approximately 85% at P14 (Fig. 1C, right panel) and 52% at P21. 
In both RhoQ344X/+ and RhoP23H/+ mice, the degree of Rho mRNA 
loss is more pronounced than the extent of rod loss, which has
not occurred at P14 and is barely seen at P21 [4, 18]. At P35, Rho 
levels were reduced by 54% in RhoQ344X/+ mice and by 51.7% in 
RhoP23H/+ mice. Given that the wild-type and mutant Rho alleles are 
expressed at approximately equal levels in both genotypes [3, 4], 
the observed over 50% reduction indicates that both the wild-type 
and mutant a lleles undergo downregulation in rhodopsin adRP
models.

In RhoQ344X/+ mice, other rod photoreceptor-specific transcripts, 
such as Gnat1 and Pde6a (phosphodiesterase 6A, cGMP-specific, 
rod, alpha encoding the alpha subunit of PDE6), did not show
downregulation at P14 (Fig. 1D and E, right panels). Their downreg-
ulation became observable at P21 and was more pronounced by
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Figure 1. Rhodopsin (Rho) mRNA is downregulated prior to the onset of photoreceptor degeneration in the RhoQ344X/+ and RhoP23H/+ retinas. (A) RNA 
expression levels of individual genes were plotted to compare between P35 wild-type and RhoQ344X/+ mouse retinas reared under standard cyclic 200 lux 
condition (x- and y-axes, respectively). A total of 851 genes (shown in red dots) were differentially expressed with 2-fold change (log2-transformed change 
of < −1  or  > 1) and q-value of < 0.05 thresholds. Rho was the second most abundantly expressed gene in wild-type retinas and was downregulated by 70% 
in RhoQ344X/+ retinas. The dark gray shade indicates less than a 20% decline in mRNA expressions. The light gray shade indicates less than a 50% decline 
in mRNA expressions. (B) Rho mRNA expression levels were measured by quantitative PCR (qPCR) at P14, P21, and P35 using wild-type (blue), RhoQ344X/+ 

(purple), and RhoQ344X/Q344X (green) retinas reared under standard cyclic 200 lux light condition. The temporal Rho mRNA expression levels were plotted 
as a function of postnatal days (P14–35), and the data are presented as mean ± SD (n = 3 animals for each genotype). (C) Rho mRNA expression levels were 
quantitatively measured by qPCR at P14, P21, and P35 using wild-type (blue), RhoP23H/+ (purple), and RhoP23H/P23H (green) mouse retinas reared under 
standard cyclic 200 lux light condition. The temporal Rho mRNA expression levels were plotted as a function of postnatal days (P14–35). (D and E) Gnat1 
(D) or Pde6a (E) mRNA expression levels were measured by qPCR at P14, P21, and P35 using wild-type (blue), RhoQ344X/+ (purple), and RhoQ344X/Q344X (green) 
retinas reared under standard cyclic 200 lux light condition. The temporal mRNA expression levels were plotted as a function of postnatal days (P14–35). 
(F) Rho mRNA expression levels were measured by qPCR at P21 using wild-type (blue) and RhoQ344X/+ (purple) retinas reared under either 200 lux or 2500 
lux cyclic light conditions. The data are represented as mean ± SD (n = 3 animals for each genotype). The data were subjected to statistical analysis 
using two-way ANOV A, followed by Tukey’s post-hoc test for pairwise comparisons. Statistical significance (∗∗∗∗P < 0.0001; ∗∗∗P < 0.001; ∗∗P < 0.01; ns, not
significant), comparing RhoQ344X/+ vs wild-type or RhoQ344X/Q344X vs wild-type, is indicated above or below each data point.

P35 ( Fig. 1D and E, left panels). The downregulation of these rod-
specific transcripts was approximately 30% at P35, aligning with 
the extent of r od photoreceptor cell loss observed in RhoQ344X/+

mice at this stage [4]. 
RhoQ344X/Q344X and RhoP23H/P23H homozygous mice exhibited 

marked Rho mRNA downregulation at P14 (Fig. 1B and C, right 
panels), with expression levels reduced to 35.4% and 4.6% of wild-
type levels, respectively. Since rod degeneration begins before 
P14 in these genotypes, the observed downregulation is at least 
partially attributable to the rapid loss of rod photoreceptor cells. 
To further assess the contribution of degeneration in RhoQ344X/Q344X 

mice, we analyzed the expression of Gnat1 and Pde6a. Both genes
showed significant downregulation at P14, with expression levels
reduced to 48.1 and 71.5% of wild-type levels, respectively (Fig. 1D 

and E, right panels). Interestingly, the degrees of downregulation 
for Gnat1 and Pde6a were less pronounced than those observed 
for Rho, suggesting that Rho downregulation in these rhodopsin 
mutant models is not solely due to rod photoreceptor cell loss. 
The mRNA levels of Rho , Gnat1, and Pde6a progressively declined
between P14 and P35, reflecting the near-complete loss of rod
photoreceptors in RhoQ344X/Q344X mice during this period.

Exacerbation of rod degeneration by light 
exposure is minimal in the RhoQ344X/+ mice
Previous studies indicated that rod degeneration can be attributed 
to the light-activated mislocalized rhodopsin in IS and other
non-OS compartments of rod [14, 16, 17]. Those studies were
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conducted using mouse and zebrafish transgenic animals where 
class I mutant rhodopsin is overexpressed [14, 17]  or  cultured  and  
dissociated salamander rod cells in which rhodopsin mislocaliza-
tion is observed [16]. Given that the light effect is likely to depend 
on the amount of ectopically light-activated rhodopsin due to 
mislocalization, our RhoQ344X/+ knock-in mouse model demon-
strating appropriate levels of RhoQ344X expression, with e qual
amounts of mutant and wild-type Rho alleles expressed, is ideal
to accurately mimic the physiological condition of adRP.

To test the effects of light exposure, we employed two different 
intensities at physiologically rele vant levels: 200 lux and 2500 lux
[19–21]. RhoQ344X/+ mice were reared under a cycle of 12 h of light 
(200 lux or 2500 lux) and 12 h of darkness (12 h L/D cycles) or under 
continuous darkness (24 h darkness). The thickness of the outer 
nuclear layer (ONL), where photoreceptor nuclei are located, was 
measur ed using optical coherence tomography (OCT) and com-
pared among cyclic light-reared and dark-reared mice from P21
to P120 (Fig. 2A–C). ONL thickness in cyclic light-reared animals 
did not significantly differ from that o f dark-reared animals from
P35 to P120 (Fig. 2D). We found no significant decrease in ONL 
thicknesses due to light exposure, at either 200 lux or 2500 lux. 
In all the quadrants of the retina, ONL thicknesses were similar 
among all the cohorts of animals. This observation is indicative 
of an absence of light-exposure effects, which, if they existed, 
should have resulted in significantly thinner ONL in the ventral 
retina, which is exposed to more intense light than the other 
quadrants. At P21, however, dark-reared animals showed slightly 
thinner ONL, with variable degrees. It is unlikely that darkness 
promoted the degeneration of photoreceptors as ONL thicknesses 
are similar at subsequent stages of P35–120, regardless of light 
conditions . Collectively, our experiments indicate that increasing
light stimuli under physiological conditions (200 lux and 2500 lux)
does not have a major impact on the degree of photoreceptor
degeneration, thus, indicating ectopic rhodopsin light-activation
does not contribute to rod degeneration in RhoQ344X/+ animals.
This lack of light effect is consistent with the observation that
the expression of rhodopsin, a chromophore critical for light-
mediated degeneration [16, 21], is significantly downregulated 
at the mRNA level (Fig. 1F) and protein level [4]  in  RhoQ344X/+ 

mice reared under 200 lux cyclic light. By qPCR, we found that 
exposure of mice to 2500 lux resulted in a further r eduction of
Rho mRNA levels by 58.8% in wild-type and by 31.0% in RhoQ344X/+

mice (Fig. 1F). These results suggest that Rho downregulation 
in RhoQ344X/+ mice is neuroprotective , as it helps mitigate the
rhodopsin phototoxicity.

To further understand molecular changes induced by light 
exposure, we compared the retinal transcriptomic data from dark-
reared and standard 200-lux-cyclic-light-reared animals (Fig. 3). 
Principal component analysis (PCA) revealed that RhoQ344X/+ mice 
displayed a significant divergence fr om wild-type mice, indepen-
dent of the light conditions (Fig. 3A and B). This was reflected 
by Pearson correlation coefficients of 0.62 under dark condi-
tion and 0.87 under standard cyclic 200 lux light condition. The 
transcriptome profiles of RhoQ344X/+ mice reared under dark and 
standard cyclic 200 lux light conditions were similar, with a 
Pearson correlation of 0.95. In contrast, wild-type mice exhibited 
notable transcriptomic differences between the two light condi-
tions, with a Pearson correlation of 0.45. These results suggest
that light exposure has minimal impact on the transcriptome,
consistent with the absence of light-dependent rod degeneration
in RhoQ344X/+ mice.

Pathway analysis employing gene o ntology (GO) terms
(Supplementary Fig. S2) identified that genes involved in 

inflammation-related and immune response pathways such 
as regulation of adaptive immune response (GO0002819), 
response to type II interferon (GO0034341), and regulation of 
tumor necrosis factor production (GO0032680) such as Ifitm 
proteins, Ifitm1–3 (interferon induced transmembrane protein 
1–3, 264.8%, 244.1%, and 415.1% wild-type, respectively), B2m 
(beta-2-microglobulin, 312.1% wild-type), C3 (complement C3,
372.5% wild-type), and Stat3 (signal transducer and activator of
transcription 3, 280.5% wild-type) were upregulated reflecting
the rod photoreceptor degeneration caused by the RhoQ344X

mutation (Supplementary Fig. S3). Ifitm is expressed in migrating 
microglia and is associated with microglial activation [22]. In 
contrast, C3, also produced by microglia, exerts a neuroprotective 
effect by promoting phagocytosis of dying photoreceptors in the
degenerating retina [23]. B2m is upregulated in microglia during 
retinal degeneration in rats [24], and promote neurodegeneration 
as a component of MHC class I in an amyotrophic lateral sclerosis
mouse model [25]. Stat3 is upregulated in pro-inflammatory 
conditions in the hRhoQ344X/Q344X mice [26]  and  may  reflect  
shared inflammatory processes between the two knock-in mouse 
models. Together, these observations suggest that Ifitm, C3, B2m, 
and Stat3, each linked to r etinal glial cells may play either
protective or pro-apoptotic roles in photoreceptor degeneration.

To understand the specifics of light-dependent changes, we 
also conducted pathway analysis emplo ying GO terms. In dark-
reared wild-type mice (Supplementary Fig. S4), genes involved 
in visual perception such as sensory perception of light stimuli 
(GO0050953) and visual perception (GO0007601) were upregulated 
compar ed to wild-type mice reared under standard cyclic 200 lux
light condition (Fig. 3C and E). Those are mainly crystallins, such 
as Cryaa (crystallin, alpha A, 2395% 200 lux light), Cryba1 (crys-
tallin, beta A1, 2217.1% 200 lux light), and Crybb3 (crystallin, beta
B3, 6939.3% 200 lux light), that function as structural constituent
of eye lens (GO0005212) (Fig. 3C, right-most panel). They also 
function as chaperone molecules and are known to be r egulated
by light or circadian rhythm in rats [27, 28]. In addition, com-
ponents involved in synapse maturation (e.g. GO0099173) were 
downregulated, whereas components involved in WNT signaling 
(e.g. GO0030177) were either upregulated or downregulated. The 
downregulation in the synapse matura tion pathway is consistent
with the previous observation that synapse maturation is delayed
under a dark condition [29]. Upregulation of molecules involved in 
the WNT signaling such as Wnt5a (wingless-type MMTV integra-
tion site family, member 5A, 252.8% 200 lux light), Fgf2 (fibrob-
last growth factor 2, 1602% 200 lux light), and Cav1 (caveolin 
1, caveolae pr otein, 240.4% 200 lux light) are consistent with
light-dependent regulation of developing retinal architectures,
including its vasculatures [30, 31]. 

Interestingly, components of the pathways related to oxida-
tive stress (e.g. regulation of superoxide metabolic process, 
GO0090322) and melanin metabolism (e.g. melanin biosynthetic 
process, GO0042438) demonstrated differences in their expression 
levels between wild-type and RhoQ344X/+ retinas under 200 lux 
cyclic light condition. These upr egulated components include
Tyrobp (TYRO protein tyrosine kinase binding protein), Fbln5
(fibulin 5), Cyba (cytochrome b-245, alpha polypeptide) [32], 
Itgb2 (integrin beta 2) [33], Clec7a (C-type lectin domain family 
7, member a), Slc7a11 (solute carrier family 7 (cationic amino acid
transporter, y + system), member 11), Tyr (tyrosinase) [34], Pmel 
(premelanosome protein) [35], Oca2 (oculocutaneous a lbinism
II) [36], Rab38 (RAB38, member RAS oncogene family) [37], Dct 
(dopachrome tautomerase) [38], Cited1 (Cbp/p300-interacting 
transactivator with Glu/Asp-rich carboxy-terminal domain 1) [39],
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Figure 2. OCT analyses of class I RhoQ344X knock-in mutant mouse indicate similar degeneration of photoreceptors under three light intensities. (A) OCT 
images spanning the ventral-optic nerve head (ONH)-dorsal regions were acquir ed from RhoQ344X/+ mice at P21, P60, and P120. ONLs are indicated by re d
vertical bars. Scale bars, 100 μm. (B) OCT images were acquired at locations 500 μm away from the ONH from P60 RhoQ344X/+ mice reared under dark, 
200 lux, or 2500 lux light conditions. ELM, external limiting membrane; RPE, retinal pigment epithelium. Scale bar, 50 μm. (C) a representative fundus 
image of P60 RhoQ344X/+ mice is shown. The thicknesses of the ONL were measured at four distinct locations situated 500 μm away from the ONH, as 
illustrated in the fundus image of RhoQ344X/+ mice reared under dark condition. (D) ONL thicknesses were compared among dark (black circle), 200 lux 
(dark gray rectangle), and 2500 lux (light gray triangle) light conditions in four distinct regions (nasal, temporal, ventral, and dorsal) of RhoQ344X/+ retinas 
as indicated in (C). The thicknesses of the ONL were plotted as a function of postnatal days (P21–120). The data are represented as mean ± SD (n = 4  
animals for each genotype). T he data were subjected to statistical analysis using two-way ANOVA, followed by Dunnett’s multiple comparisons test for 
pairwise comparisons. Statistical significance (∗∗∗∗P < 0.0001; ∗∗∗P < 0.0005; ∗∗P < 0.005; ns, not significant) is shown below each data point (dark vs 200
lux or dark vs 2500 lux).
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Figure 3. RNA-seq analysis of P35 wild-type and RhoQ344X/+ mouse retinas indicates that light exposure has minimal impact on the transcriptome of 
RhoQ344X/+ retinas. (A) Principal component analysis (PCA) shows that wild-type retinas reared under standard cyclic 200 lux light (purple) and constant 
dark (gray) conditions cluster separately. RhoQ344X/+ retinas reared under standard cyclic 200 lux light (red) and constant dark (green) conditions cluster 
separately from either of their wild-type counterparts. RhoQ344X/+ retinas cluster similarly between standard cyclic and constant dark conditions. (B) the 
table presents the Pearson correlation coefficients among the experimental groups, as indicated along the left and bottom margins. (C and D) pathway 
analyses for gene ontology (GO) terms using mRNA expression data filtered for a 2-fold change were performed for wild-type and RhoQ344X/+ mice (C and 
D, respectively) reared under standard cyclic 200 lux lighting or darkness. Significantly altered pathways (up to 20) are shown for biological process (left 
most), cellular component (middle), and molecular function (right most). The size of each dot represents the level of protein enrichment (count), and 
the color coding indicates the statistical significance (p.adjust), as indicated on the right side of the panels. (E and F) networks illustrating the output 
of the hypergeometric tests. The pathway analyses were conducted using the gene enrichment data for wild-type (E) and RhoQ344X/+ mice (F) under two 
different conditions, standard cyclic 200 lux lighting and darkness. The size of each dot (count) represents the level of gene enrichment (number of
genes in each pathway), and the color coding shows statistical significance (p.adjust), as indicated in the bottom left (E) and bottom right (F) corners of
the panels.
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Figure 4. OCT shows photoreceptor degeneration in the RhoQ344X/+> knock-in mice under constant 3000 lux light condition. (A) OCT images spanning 
the ventral-ONH-dorsal regions were acquired for P35 RhoQ344X/+ mice exposed to constant 3000 lux light for 5 consecutive days. ONLs are indicated 
by red vertical bars. Scale bars, 100 μm. (B) ONL thicknesses were measured for the OCT images from P35 wild-type or RhoQ344X/+ mice subjected to 3 
different light conditions, dark-reared (black), cyclic-2500 lux-reared (dark gray), and constant 3000 lux (light gray). The data are presented as mean ± SD 
(n = 4 animals for each genotype). The data were subjected to statistical analyses using two-way ANOVA, followed by Tukey’s post-hoc test for pairwise 
comparisons. Statistical significance (∗∗P < 0.005; ∗P < 0.01; ns , not significant) is indicated above each pair.

and Wnt5a (wingless-type MMTV integration site famil y, member
5A) [40], which were significantly upregulated in RhoQ344X/+ retinas 
(ranging from 209.0% to 602.1% wild-type, with a median of 
231.0%). Although genotype-specific alterations were observed, 
light-dependent upregulation of these components was not 
significant in RhoQ344X/+ mice when comparing dark conditions 
to standard 200 lux cyclic light conditions. Under dark conditions, 
expression levels ranged from 83.0% to 134.3% of those measured 
under the 200 lux cyclic light regimen with the median value of
122.9%. Among those components, Tyrobp (also known as DAP12)
is involved in the activation of microglia [41–43]  and  Tyrobp 
is upregulated in hyperoxic retina and retina of experimental 
autoimmune encephalomyelitis that is relevant to oxidative
stress [44, 45]. Overexpression of Slc7a11 is reported to protect the 
retina from oxidative stress [46]. These results suggest that there 
are mechanisms to counter oxygen species in RhoQ344X/+ mice, but 
those pathways are not upregulated in a light-dependent manner.

In the RhoQ344X/+ mice, through pathway analysis employing
GO terms (Supplementary Fig. S5), genes involved in inflamma-
tion such as homeostasis of number of cells (GO0048872) and 
B cell a ctivation (GO0042113) changed their expression levels
(Fig. 3D and F) in a light-dependent manner. In addition, path-
ways involved in synapse maturation such as synapse assembly 
(GO0007416) and regulation of postsynaptic membr ane potential
(GO0060078) were upregulated in the dark-reared RhoQ344X/+ mice.

For light–dark differences, more GO terms were identified 
in RhoQ344X/+ mice than in wild-type mice (Fig. 3C and D), 
although the PCA and Pearson correlation analyses indicated 
less pronounced transcriptomics c hanges in RhoQ344X/+ mice than
in wild-type mice (Fig. 3A and B). This apparent discrepancy can 
be attributed to the overrepresentation of GO terms associated 
with inflammatory pathways, whose expression changes were
predominantly observed in RhoQ344X/+ mice.

While these physiological light conditions did not exacerbate 
the degree of photoreceptor degeneration, we found slight exac-
erbation of photoreceptor degeneration in RhoQ344X/+ mice when 
we employed more severe light stimulation, at an intensity of
3000 lux for a continuous 24-h light cycle over 5 days (constant
3000 lux), as observed by OCT (Fig. 4A and B). The 2500 lux cyclic 
light and constant 3000 lux conditions we introduced in this 

study did not cause degeneration of rod photoreceptors in wild-
type mice as described in previous studies [19–21]. The effect of 
constant 3000 lux light on RhoQ344X/+ mice was variable among the 
four quadrants of the retina. In the nasal and temporal retinas,
ONL was thinner under constant 3000 lux light condition (82.3–
89.4%) than under other light conditions (Fig. 4B). Intriguingly, we 
did not observe significant retinal thinning in the ventral and 
dorsal regions due to constant 3000 lux light exposure (Fig. 4B). 
Detailed analyses of histology confirmed the absence of light 
effects in worsening photoreceptor degener ation in the ventral
region (Fig. 5A and B, dark vs constant 3000 lux). In RhoQ344X/+ mice 
reared under constant 3000 lux light condition, slight thinning or 
thickening of ONL was observed in a few dorsal regions, however, 
no significant changes in ONL thicknesses were observed in the
ventral region. Likewise, OS layer thicknesses were similar among
these different light conditions (Fig. 5B, right panel). Under the 
same conditions, wild-type mice did not demonstrate signifi-
cant thinning of the ONL as a result of 3000 lux light exposure
(Fig. 5C and D, dark vs constant 3000 lux). Intriguingly, the OS 
layer of 2500-lux-light-exposed wild-type mice showed significant 
thinning in the ventral region and a few dorsal regions (Fig. 5D, 
right panel), consistent with the mRNA downregulation of the 
OS component, Rho, observed by qPCR (Fig. 1F, blue bars). Taken 
together, these results indicate that light does not significantly 
affect retinal degeneration in RhoQ344X/+ mice.

Photoreceptor functions are attenuated in 
RhoQ344X/+ mice
In humans, the RhoQ344X mutation causes progressive visual 
impairments in an autosomal dominant manner [47]. To 
study the nature of photoreceptor dysfunction, we conducted 
electroretinogram (ERG) analyses of Rho Q344X/+ mice, using wild-
type mice as controls (Fig. 6). In RhoQ344X/+ mice at P21, we 
found that a-wave responses, reflective of rod function, wer e
significantly lower at light intensities ranging from −0.7 to 
1.6 log(cd·s/m2) (Fig. 6A and B). The amplitudes of RhoQ344X/+ 

mice were 41.6, 55.3, 52.5% (41.6–55.3%) o f those in wild-type
mice at the light intensities of −0.7, 0.3, and 1.6 log(cd· s/m2)
(Fig. 6B, top graph). At this stage, photoreceptor numbers are
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Figure 5. OS layer thickness and degree of rod photoreceptor degeneration are similar in RhoQ344X/+ mice under different light conditions. (A and C) 
retinal sections from P35 RhoQ344X/+ (A) and wild-type (C) mice reared under one of the following conditions were labeled with Hoechst 33342 (blue) to 
visualize their nuclear layers: 5 day constant exposure to 3000 lux, dark, standard 200 lux 12 L/12D cyclic light condition, or 2500 lux cyclic 12 L/12D 
light condition (from left to right). Dorsal and ventral retinas were subjected to imaging (left and right panels, respectively). (B and D) thicknesses of the
ONL and OS layers were measured every 150 μm on the dorsal and ventral sides of the ONHs for RhoQ344X/+ (B) and wild-type (D) mice reared under 
5-day constant exposure to 3000 lux (light gray triangle), dark (black circle), and 2500 lux cyclic 12 L/12D light conditions (dark gray rectangle). The data 
show ONL and OS layer thicknesses differ in some regions of wild-type and RhoQ344X/+ retinas. The data were analyzed using two-way ANOVA and are 
shown as mean ± SD (n = 4 for each light condition). For comparisons among light conditions, Tukey’s post hoc test for pairwise comparisons w as used 
to calculate p-values. Statistical significance (∗∗∗∗P < 0.0001; ∗∗∗P < 0.001; ∗∗P < 0.005; ∗P < 0.01) is indicated above or below each data point between dark 
and 2500 lux (above each data point), between dark and constant 3000 lux (below each data point), and between cyclic 2500 lux and constant 3000 lux
(in red below each data point).
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Figure 6. Electroretinogram (ERG) shows that light response is impaired in the class I RhoQ344X knock-in mutant mouse model. (A) Representative scotopic 
ERG responses were measured at 5 different light intensities represented by log(cd·s/m2). The responses were recorded from wild-type (black line) and 
RhoQ344X/+ (red line) mice reared under standard cyclic 200 lux conditions and aged at P21 or P35. Response time (millisecond, ms) and amplitude (μV) 
are indicated by red bars at the bottom right corner of the panel. (B and C) amplitudes of scotopic a- and b-waves from P21 (B) or P35 (C) wild-type (blue) 
and RhoQ344X/+ (purple) mice were plotted as a function of light intensities (top and bottom, respectively). The data are represented as mean ± SD (n = 4 
animals for each genotype) and were subjected to statistical analysis using two-way ANOVA, followed by Šídák’s multiple comparisons test for pairwise 
comparisons. Statistical significance (∗∗∗∗P < 0.0001; ∗∗∗P < 0.001; ∗P < 0.05) is indicated above each data point.

comparable between wild-type and Rho Q344X/+ mice [4], suggesting 
that attenuated rhodopsin expression in OSs is the major primary 
contributing factor. From P21 to P35, the a-wave amplitudes
declined significantly (Fig. 6A-C). The amplitudes of RhoQ344X/+ 

mice were 34.4, 41.5, and 40.4% (34.4–41.5%) o f those in wild-
type mice at the light intensities of −0.7, 0.3, 1.6 log(cd·s/m2) 
at P35 (Fig. 6C, top graph). B-wave responses were less affected
during this time course (Fig. 6B and C, bottom graphs). While b-
wave amplitudes showed a lower trend in RhoQ344X/+ compared to 
wild-type mice, those differ ences were not statistically significant
(p > 0.1).

We investigated whether rearing RhoQ344X/+ mice under high-
intensity light conditions of cyclic 2500 lux accelerates any pho-
toreceptor dysfunction, ther eby decreasing electrophysiological
responses detectable by ERG (Fig. 7). We observed similar a- and 
b-wave forms (Fig. 7A) and their amplitudes between dark-reared 
and 2500-lux-light-reared animals (Fig. 7B and C, P > 0.5, not sig-
nificant). These results were consistent with the lack of structural 
change due to 2500 lux light exposure, indicating that ectopic 
rhodopsin activation under physiological light intensity does not
cause degeneration or physiological dysfunction of rod photore-
ceptors.

Proteins involved in protein secretory pathways, 
pre-mRNA splicing, ribosome, and microglia are 
post-translationally affected in RhoQ344X/+ retinas
To understand complex global biological changes in the RhoQ344X/+ 

retina, we quantitatively compared mRNA and protein levels 
using RNA-seq and our previous mass spectrometry data (Fig. 8) 
[4], respectively. Pearson correlation between transcriptomic and 
proteomic data in P35 wild-type retinas was 0.495, similar to the 
va lue observed for protein-mRNA expressions in previous studies
[48]. Pearson correlation between transcriptomic and proteomic 

data in P35 RhoQ344X/+ retinas was 0.500, which was a slightly 
better correlation value than that of wild-type retinas. Those 
analyses indicate that, in general, retinal mRNA and protein
expression levels demonstrate a modest degree of correlation.

Our studies indicated a dramatic reduction in rhodopsin trans-
port of RhoQ344X/+ rod cells. Rhodopsin is the most highly expressed 
cargo in the endoplasmic reticulum (ER)-Golgi and post-Golgi 
secretory pathways of wild-type rods. We hypothesized that a 
major disruption in the flow of these pathways would have a 
significant impact on global protein homeostasis, particularly on 
proteins that are involved in the secretory events, while exerting 
minimal effects on mRNA levels. To test this hypothesis in an 
unbiased manner, we implemented stringent cutoff criteria to 
define mRNA transcripts that did not change their expression lev-
els significantly. Specifically, mRNA transcripts with expr ession
levels within ±1.33-fold (75–133%) of wild-type levels were con-
sidered unchanged. To define proteins with significant expression
changes, we implemented more stringent cutoff criteria: a 2.22-
fold change (< 45% or > 222%) relative to wild-type levels was
considered significantly downregulated or upregulated.

Based on these criteria, 1693 proteins showed no significant 
alterations in abundance when their corr esponding mRNA
transcripts also remained unchanged (Fig. 8A, B, an d E, black 
dots). This analysis supports that the expression levels of most 
proteins are correlated with their respective mRNA levels. 
Among proteins without significant mRNA changes, 85 were
downregulated (Fig. 8A, B, an d E, red dots), whereas 101 w ere
upregulated (Fig. 8A, B, an d E, green dots). Those proteins were 
subjected to GO term pathway analyses to understand which 
pathway components were either downregulated or upregulated. 
Among the downregulated GO terms were photoreceptor OS 
and cilia (e.g. GO0097733 and GO0060170), GTPase complex (e.g.
GO1905360), COPII-coated ER vesicle (e.g. GO0030134), spliceoso-
mal complex (e.g. GO0005681), and ribosome (e.g. GO0005840),
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Figure 7. Scotopic ERG responses from P35 RhoQ344X/+ mice are similar under both dark and cyclic 2500 lux rearing conditions. (A) Representative scotopic 
ERG responses were measured at 5 different light intensities represented by log(cd·s/m2). The responses were recorded from P35 RhoQ344X/+ mice reared 
under dark (black line) or 2500 lux cyclic lighting (red line) conditions. Response time (millisecond, ms) and amplitude (μV) are indicated by red bars 
at the bottom right corner of the panel. (B and C) scotopic a- and b-wave amplitudes were measured from P35 RhoQ344X/+ mice reared under darkness 
(black circle) or cyclic 2500 lux (gray square), and plotted as a function of light intensities. The data are presented as mean ± SD (n = 4 animals for each 
genotype) and were subjected to statistical analysis using two-way ANOVA, followed by Šídák’s multiple comparisons test for pairwise comparisons. 
Neither a- nor b-wave amplitudes showed statistical significance. Ns, not significant.

( Fig. 8C and Supplementary Fig. S6A). More specifically, in 
photoreceptor OS and cilia pathways, following proteins were sig-
nificantly downregulated: Gβ5 (guanine nucleotide binding pro-
tein (G protein beta 5, or Gnb5) (43.6% wild-type), rod transducin 
γ subunit (G protein gamma transducing activity polypeptide 
1, or Gngt1) (26.5% wild-type), rod outer segment membr ane
protein 1 (Rom1, 27.0% wild-type), Prph2 (24.4% wild-type), and
Bardet-Biedl syndrome 7 (Bbs7, 22.8% wild-type) proteins. While
these proteomics results were consistent with our previous
study [4], these new analyses indicate that rhodopsin is required 
for the synthesis or stability of other rod OS proteins. In 
the COPII-coated ER vesicle pathway, the following proteins 
were downregulated: endoplasmic reticulum-golgi intermediate
compartment 1 (Ergic1, 37.7% wild-type) involved in the turnover
of Ergic2 and Ergic3 [49], secretion associated Ras related GTPase 
1b (Sar1b, 40.2% wild-type) inv olved in the COPII coat assembly
[50–52], and transmembrane p24 trafficking protein 7 (Tmed7, 
24.4% wild-type) known to be a COPII adapter mediating vesicular
protein transport [53, 54]. 

In the spliceosomal complex pathway, several core components 
were markedly downregulated: Snrnp70 (small nuclear ribonucle-
oprotein 70, U1; 42.6% wild-type), Lsm2 (LSM2 homolog, U6 snRNA 

stabilization; 38.4% wild-type), Smu1 (smu-1 suppressor of mec-
8 and unc-52 homolog; 36.4% wild-type), and Xab2 (XPA-binding 
protein 2, also known a s Syf1; 23.3% wild-type). These factors
are essential for snRNP assembly, stabilization and activation
during pre-mRNA splicing [55–59]. Given that Rho mRNA repre-
sents the most abundant transcript in rod photoreceptors, which 
make up roughly 80% of all retinal cells, the reduction in these 
spliceosomal proteins could impair Rho pre-mRNA processing and 
ultimately decrease steady-state Rho mRNA levels. By contrast, 
two other spliceosomal components, Ddx23 (DEAD box helicase
23, also known as hPrp28; 336.9% wild-type) and Srrm1 (serine
and arginine repetitive matrix 1, also known as SRm160; 255.8%
wild-type) were upregulated. They coordinate splicing and 3′ end 
processing of transcripts in the retina and may be associated with 
the RhoQ344X mutation, which introduces a premature stop codon
near the 3′ end of the Rho mRNA.

In the ribosome GO term, Abce1 (ATP-binding cassette, sub-
family E member 1, 42.4% wild-type) associated with the ini-
tiation of translation and ribosomal recycling [60], and Gcn1 
(GCN1 activator of EIF2AK4, 20% wild-type) associated with trans-
lational quality control and mRNA decay [61, 62], were down-
regulated. Related to Gcn1 downregulation, we found that its
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Figure 8. Comparison between proteomics and RNA-seq for P35 wild-type and RhoQ344X/+ retinas shows distinct downregulation and upregulation. 
(A and B) protein expression levels were plotted against RNA expression levels. Among the gene products that remained unchanged in the RNA-seq 
data (± 1.33-fold or 75–133.3% of control), proteins that were significantly downregulated (< 45%) or upregulated (> 222%) in the proteomics analysis 
(indicating over a 2.22-fold change) are indicated as red (downregulated) and green (upregulated) dots, respectively. Proteins whose expression levels 
did not change significantly are shown as black dots. Plots are for wild-type (A) and RhoQ344X/+ (B) retinas. The right panels display the data with the 
black dots omitted. A blue line in each panel indicates the linear regression. (C and D) networks illustrating the outcomes of the hypergeometric test. 
The pathway analysis was based on gene enrichment for gene ontology terms. Networks for downregulated proteins (represented in red in (A) and 
(B)) are presented in (C), whereas networks for upregulated proteins (represented in green in (A) and (B)) are presented in (D). The size of each dot 
(count) represents the level of gene enrichment (number o f genes in each category), while the color coding indicates statistical significance (p.adjust), 
as indicated at the bottom left (C) and top right (D) corners of the panels. (E) Log2-transformed fold changes from proteomic data were plotted against 
log2-transformed fold changes from RNA-seq data. Proteins that showed differential expression only in proteomics data are represented by red dots (for 
downregulated proteins) and green dots (for upregulated proteins). Gene products t hat show differential expression only in RNA-seq are represented by
purple dots (for downregulated mRNA) and blue dots (for upregulated mRNA), respectively. Proteins whose expression levels did not change significantly
are shown as black dots.

interactor, Rnf14 (ring finger protein 14, 248.3% wild-type), kno wn
to ubiquitinate Gcn1 [63], was upregulated. Upregulation of Rnf14 
results in increasing degradation of eukaryotic tra nslation elon-
gation factor 1A and affects translation [64, 65]. These down-
regulated pathways may partially account for the alterations in 
protein expression levels despite the absence of changes in mRNA
expression.

Among the upregulated GO terms were axon neuron regener-
ation projection (e.g. GO0042060), receptor-mediated endocytosis 

(e.g. GO0006898), vascular process in circulatory system (e.g. 
GO0003018), negative protein kinase activity (e.g. GO0042326),
and L-amino acid transport (e.g. GO0015807) (Fig. 8D and 
Supplementary Fig. S6B). In these pathways, the following 
proteins were upregulated without significant changes in their 
mRNA expressions: Rock2 (Rho-associated coiled-coil containing 
pr otein kinase 2, 1236.6% wild-type) involved in microglial
proliferation [66], and Nf1 (neurofibromin 1, 1606% wild-type) 
known to modulate microglial function [67]. In addition to these

D
ow

nloaded from
 https://academ

ic.oup.com
/hm

g/advance-article/doi/10.1093/hm
g/ddaf146/8276960 by C

leveland H
ealth Sciences Library user on 08 O

ctober 2025

https://academic.oup.com/hmg/article-lookup/doi/10.1093/hmg/ddaf146#supplementary-data


12 | Takita et al.

proteins, Itm2b (integral membrane protein 2B) known to be
highly expressed in microglia [68] was only detected in RhoQ344X/+

mice. Also, expression levels of the following proteins increased

rod apoptosis in the previous studies using a
models of rhodopsin mislocalization [14, 1
in our RhoQ344X/+ mice, rhodopsin misloca

remarkably: Pip4k2a (phosphatidylinositol-5-phosphate 4-kinase, 
type II, alpha, 2136% wild-type) known to be expressed in
microglia/macrophage [69] and regulate intracellular cholester ol
transport [70], Sec23ip (Sec23 interacting protein, 2232% wild-
type) known to be involved in cholesterol trafficking [71], and 
Ogfr (opioid growth factor receptor, 2180% wild-type) known to be 
involved in cytokine production [72, 73] and lipid oxidation [74]. 
These observations indicate that microglial activation involves 
translational or posttr anslational mechanisms to upregulate
proteins [75, 76]. 

Discussion 
In RhoQ344X/+ mice, mutant and wild-type rhodopsin are both sig-
nificantly downregulated prior to the onset of rod degeneration. 
This downregulation occurs at the level of mRNA. Considering 
knock-in adRP models, a s introduced in this study, express wild-
type and mutant mRNAs at equivalent levels [3, 4], the dramatic 
downregulation attenuates the normal function of rhodopsin as 
well as the toxicities of mutant rhodopsin molecules. The degree 
of Rho mRNA downregulation (46.0% wild-type) is in line with, but 
slightly less pronounced than, the previously reported reduction
in rhodopsin protein levels (37.5% wild-type) in RhoQ344X/+ mice [4]. 
As demonstrated in X. laevis, this additional reduction at the pro-
tein level would be due to degradation of RhoQ344X protein in r od
and RPE cells, contributing to rhodopsin loss beyond the effects
of transcriptional downregulation [77, 78]. Supporting this, we 
found that, in RhoQ344X/+ mice, the amount of RhoQ344X protein is 
approximately 2.7-fold lower than that of wild-type Rho [4], sug-
gesting that the mutant protein is subject to accelerated degrada-
tion. Rhodopsin expression levels dictate rod OS length. Heterozy-
gous Rho knockout mice exhibit rod OSs that are roughly half as
long as those in wild-type animals [79]. In our dark-reared cohort, 
the OS layer thickness in RhoQ344X/+ mice (Fig. 5B, right panel) 
measured 41.8 ± 7.8% of that in wild-type controls (Fig. 5D, right 
panel), a reduction that parallels the extent of rhodopsin down-
regulation observed in this study. While our study did not directly 
assess the causal relationship between RhoQ344X downregulation 
and the attenuation of rod toxicity, previous studies in X. laevis and 
mice have provided significant evidence supporting this link. The 
toxicity of human RhoQ344X protein and its equivalent mutant in X.
laevis correlates with their expression levels in rod photoreceptors
[9, 10]. Moreover, studies of another class I rhodopsin mutant, 
P347S, indicate that its expression level is positively corr elated
with the severity of rod degeneration in transgenic mice [80]. As 
we observe similar rhodopsin downregulation in another RHO-
RP model, RhoP23H/+ mice, the transcript-level dominant-negative 
effect appears to be common among class I and class II RHO-RP
models. Given that over 150 distinct rhodopsin mutations have
been associated with inherited retinopathies [2], further investi-
gation is warranted to assess whether this mechanism extends 
across the broader spectrum of RHO-RP. Emerging CRISPR/Cas9-
based gene editing technologies offer a powe rful platform to
enable precise, mutation-specific editing directly in rod photore-
ceptors [81, 82]. This approach not only enhances model fidelity 
but also enables higher-throughput functional studies a cross a
range of disease-causing variants.

This study indicates that light does not exacerbate rod degen-
eration in RhoQ344X/+ mice. Ectopic rhodopsin activation has been 
demonstrated to increase adenylate cyclase activity and induce

nimal or cell culture
6, 17]. Nevertheless, 
lization is far less 

pronounced than the previous models of class I mutation [4, 
14, 17], suggesting ectopic activation of adenylate cyclase would 
be negligible. Consistently, the light had a minimal impact on 
rod photoreceptor degeneration of RhoQ344X/+ mice at established 
cyclic light intensities of 200–2500 lux which are typical for daily 
activities such as office work. Furthermore, light at 200 lux had 
a minimal impact on the retinal tra nscriptome, in contrast to
the significant effects observed in wild-type mice. The lack of
light effect in RhoQ344X/+ mice is also consistent with the reduced
expression of Creb1 (cAMP responsive element binding protein
1 [83]; 6.0% wild-type) and Srcap (Snf2-related CREBBP acti vator
protein [84]; 35.9% wild-type). These findings suggest that even if 
adenylyl cyclase were activated, downstream signaling would 
likely be attenuated due to diminished availability of critical 
transcriptional effectors. In addition, light-dependent increase 
in photooxidative stress markers was not detected in RhoQ344X/+ 

mice. The significant tr anscriptomic changes observed in wild-
type mice are consistent with the known effects of light on
retinal developmental processes, including those of synapses
and vasculature [29–31]. Previous studies of transgenic mice 
expressing RhoQ344X demonstrated a marked exacerbation of rod 
degeneration under continuous exposure to 3000 lux for five days
[14]. Therefore, we tested a similar extent of light exposure on our 
RhoQ344X/+ knock-in mice and found that it minimally affected 
the retinal architecture . Mutant rhodopsin is known to cause
rod degeneration in a dosage-dependent manner [9, 80, 85]. The 
previous transgenic RhoQ344X mice demonstrate rod degeneration 
that is more rapid than that observed in our RhoQ344X knock-in 
mice, signifying higher expression of RhoQ344X in individual rods
of the prior models [4, 14]. Given that rhodopsin serves as the 
chromophore involved in light-dependent rod degeneration [14, 
16, 17, 20], the dramatically attenuated expression of Rho mRNA— 
along with the corresponding decr ease in rhodopsin protein
levels [4]—is likely a key contributor to the apparent lack of light 
response observed in our study, as evidenced by decreased a-wave 
amplitudes in ERG measurements. It is important to note that 
this study used C57BL/6 mice homozygous for the hypomorphic 
Rpe65-M450 variant and without pharmacological pupil dilation, 
thereby maintaining physiological retinal light exposure. T his
genotype is known to confer greater resistance to light-induced
retinal degeneration than the homozygous Rpe65-L450 variant in
mice with dilated pupils, thereby dramatically increasing retinal
light exposure [86]. Therefore, it may be valuable to test how these 
two Rpe65 variants affect light-induced dama ge in pupil dilated
RhoQ344X/+ mice in future studies.

The extent to which light impacts the survival of rod 
photoreceptors across a broader spectrum of RHO-RP remains 
unclear. Unlike our observations for class I rhodopsin mutants, 
other classes of rhodopsin mutations are thought to trigger light-
dependent toxicity, which e xacerbates photoreceptor degenera-
tion and leads to severe conditions such as sector RP in humans, as
well as similar localized degenerative conditions in animal models
[87, 88]. The P23H mutation, which causes rhodopsin misfolding, 
and the T4R and N15S mutations, which lead to defects in 
rhodopsin glycosylation, are particularly significant in this 
context. The T4R mutation in a canine model results in sector RP ,
while the P23H knock-in mouse model exhibits more severe rod
degeneration in the ventral retina compared to the dorsal region
[12, 89]. As areas of degeneration coincide with increased light 
exposure, it is believed that this occurs due to the light activation
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of mutant rhodopsin, resulting in its misfolding or aberrant
activation [90, 91]. Unlike these mutations affecting folding and 
glycosylation, there are no reports associating rhodopsin class I 
mutations with sector RP, to the best of our knowledge. Addressing 
the role of light as an environmental risk factor is critical when 
considering mutation-specific management strategies for RP 
patients, particularly in determining safe levels of light tolerance 
that can be endured without exacerbating irreversible blindness.
In the case of class I mutation, basal downregulation of Rho mRNA
and further downregulation by light are the contributing factors
attenuating light-dependent toxicity.

While rhodopsin downregulation is mainly due to its mRNA 
downregulation, various proteins were downregulated without 
significant changes in their mRNA levels, indicating their trans-
lation or posttranslational degradation are altering these associ-
ated pathways. We found the core components of RNA splicing, 
Snrnp70, Lsm2, Smu1, and Xab2 were significantly downregulated
at the protein levels. Snrnp70 is the core essential component of
U1 small nuclear ribonucleoprotein (snRNP) [55], whereas Lsm2 
is required for the stabilization of U4/U6 di-snRNP during spliceo-
some assembly [56]. Smu1 is an accessory splicing factor that 
facilitates efficient activation of the spliceosomal B complex, 
particularly for efficient excision of short introns (< 200 bp) [57], 
such as the intron 3 of the mouse and human Rho genes (121 bp 
and 116 bp, respectively). Xab2 is known to interact with U4, U5
and U6 snRNPs, were downregulated [58, 59]. Rho mRNA is among 
the most abundantly expressed transcripts in rod photoreceptors, 
which represent approximately 97% of photoreceptive cells and
80% of all retinal cells [92]. Therefore, the downregulation of these 
proteins likely reflects molecular changes within RhoQ344X/+ rods 
and could be linked to impaired processing of Rho pre-mRNA.

Other major proteins downregulated are associated with COPII-
coated ER vesicle, photoreceptor OS and cilia, among others. 
Downregulation of components associated with COPII-coated ER 
vesicle pathway included Sar1, which is associated with ER to
Golgi transport of rhodopsin [93]. It is likely that decreased flow 
of rhodopsin in this pathway led to downregulation of these 
components as part of ada ptation. Sar1 is involved in the ciliary
transport of Peripherin-2 [94], which is downregulated at the 
protein level without significant changes in its mRNA levels. Thus, 
reduced flow of ER-to-Golgi and Golgi-to-cilia transport partly 
explains why some of the OS proteins are downregulated at the 
protein levels. Likewise, regarding Golgi-to-ciliary transport, BBS 
components are downregulated at the protein levels. Tmed7, a
COPII adapter protein, is involved in the ER-Golgi transport of spe-
cific cargoes in the secretory pathway [54]. TMED7 homozygous 
mutation is associated with inherited retinal degeneration [95], 
suggesting its involvement in the secretory pathway of retinal 
cells. A decline in rhodopsin flow, due to transcriptional down-
regulation, eventually propagates at the protein levels to down-
regulate various components of vesicular transport machinery at
the translational or posttranslational levels.

In summary, we identified a novel transcript-level dominant-
negative effect exerted by mutant Rho alleles, which significantly 
influences the expression of wild-type rhodopsin. This mecha-
nism introduces a previously uncharacterized layer of complexity 
in the pathology of RHO-adRP. Although our primary focus was 
a class I m utant, we observed that a prominent class II mutant
exhibits a similar mRNA-level effect (this study) and correspond-
ing protein-level rhodopsin downregulation [96], suggesting that 
the dominant-negative effect is a shared outcome in RP. This 
finding aligns with the hallmark RP phenotype characterized
by the shortening and loss of rod OSs [97]. These observations 

raise the possibility that rhodopsin downregulation may repre-
sent an early and common step in the progression of vision 
loss in RP patients. Our results also contrast with the previ-
ously described protein-level dominant-negative effect observed
in Drosophila, where mutant rhodopsin proteins destabilize wild-
type proteins via the unfolded protein response and autophagy
of ER [98]. Instead, our findings highlight mRNA regulation that 
has dual implications: these mechanisms might mitigate the 
toxicity of the mutant allele while simultaneously compromising 
the function of the wild-type allele. Further investigation into 
the mechanism underlying Rho mRNA regulation is warranted. 
For RHO-adRP, combined suppression and replacement gene ther-
apies have been proposed. This a pproach involves RNA inter-
ference or CRISPR-Cas9 to suppress or ablate endogenous Rho
gene, including the mutant allele, while introducing a wild-type
Rho gene resistant to suppression or ablation [99–101]. Multiple 
lines of evidence indicate that rhodopsin downregulation is an 
effective strategy to mitigate rod degeneration associated with
other gene mutations [102, 103]. Our findings suggest that rod 
photoreceptors possess endogenous mechanisms for such sup-
pression, potentially mirroring aspects of RNAi-based therapy. 
Exploring these natural regulatory mechanisms could inform the 
development and re finement of gene therapies, paving the way
for more effective treatment strategies for RP.

Materials and methods
Animals 
All animal experiments conducted adhered to the procedures 
approved by the Institutional Animal Care and Use Committee 
(IACUC) at Indiana University School of Medicine and were in 
compliance with the guidelines set forth by both the American 
Veterinary Medical Association Panel on Euthanasia and the Asso-
ciation for Research in Vision and Ophthalmology. Wild-type and 
RhoQ344X mutant mice on the pigmented C57BL/6 background were 
housed under a 12-h light/12-h dark (7 a.m./7 p.m.) cycle and 
receiv ed standard mouse chow. To test the effect of light-induced
rod degeneration, we employed the light conditions used in a
previous study that demonstrated significantly worsened degen-
eration in the RhoQ344X transgenic mouse model [14]. For constant 
dark or 2500 lux 12-h light/12-h dark (7 a.m./7 p.m.) light cycle, 
mice were reared in the circadian cabinet (Actimetrics, Wilmette, 
IL, USA) from P0 until the time points of experiments. For expo-
sure to 5 day constant 3000 lux light condition, we followed the
described protocol in the previous study [14]. In brief, pigmented 
wild-type and RhoQ344X/+ mice were housed under a 12-h light/12-
h dark (7 a.m./7 p.m.) cycle and received standard mouse chow 
after birth until P29. On P29, mice were exposed to constant 3000 
lux light intensity (24 h) for 5 days. Then mice were housed one 
more day under a 12-h light/12-h dark with standard ambient 
light (200 lux) condition before the OCT and collecting the eyes
for sections. For the housing light intensities, light intensities were
adjusted to the experimental light conditions using light meter.
We confirmed that the mice used in this study do not carry rd1
and rd8 mutations [104, 105]. 

Estimation of retinal pr otein abundance
To evaluate the relationship between transcript and protein levels 
in the retina, we estimated retinal protein abundance using iBAQ
(intensity-based absolute quantification) values calculated with
MaxQuant [106]. These values were derived from our previously 
published dataset, available through the ProteomeXchange
Consortium via the MassIVE partner repository (dataset identifier
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PXD046795) [4]. For the combined analyses of transcriptomic and 
proteomic data, a 2.22-fold change (< 45% or > 222%) relative 
to wild-type levels was considered indicative of significant 
protein downregulation or upregulation, while changes within 
±1.33-fold (75–133%) of wild-type mRNA levels w ere considered
insignificant. Pathway analyses were performed in R (version
3.3.0+) using the clusterProfiler package [107] via the RStudio 
interface (version 4.3.1). GO terms with corrected P values 
of less than 0.05 were considered significantly enriched with
differentially expressed proteins.

Transcriptomics analysis using RNA-seq
Total RNA was extracted and pooled from mouse retinas from 
P35 wild-type and RhoQ344X/+ mice reared under standard cyclic 
200 lux light or dark conditions (n = 4 animals for each group). 
RNA quality was checked by Bioanalyzer (Agilent Technologies) 
and spectrophotometer. Using these total RNA samples, RNA-seq 
libraries were prepared with the NEBNext Ultra II Directional RNA 
Library Prep kit for Illumina (New England Biolabs). RNA-seq was 
contracted to LC Sciences (Texas, USA). The RNA-seq libraries
were subjected to sequencing by NovaSeq6000 (Illumina Inc., San
Diego, CA, USA). Obtained sequence data, collections of 150 nt
paired-end short reads, were mapped to the C57BL mouse genome
reference sequence database (GRCm39) with HISAT2 [108]. GO 
enrichment analysis of differentially expressed genes w as imple-
mented by GOseq [109], through which gene length bias was 
corrected. GO terms with corrected P values of less than 0.05 was 
considered significantly enriched with differentially expressed 
genes. PCA analysis, Pearson correlation, and pathway analyses
were performed in R (version 3.3.0+) using the PCAtools [110], 
Stats, and clusterProfiler package [107], respectively, via the RStu-
dio interface (version 4.3.1).

Examination of Rho mRNA expression levels in 
the wild-type, RhoQ344X and RhoP23H mutant
retinas
Total retinal RNA was extracted from wild-type, RhoQ344X,  and  
RhoP23H mutant mice at three differe nt time points (P14, P21,
and P35). For each sample, two μg of total RNA was reverse 
transcribed into cDNA using SuperScript IV reverse transcriptase 
(Thermo Fisher Scientific). Ten ng of resultant cDNA served as 
a template for qPCR. This qPCR assay employed a SYBR Green-
based protocol [111] using QuantStudio™ 6 Flex Real-Time PCR 
System (Thermo Fisher Scientific) following the manufacturer’s 
protocol. The following primer pair was used for Rho: forward
primer, 5′-CTGTAATCTCGAGGGCTTCTTT-3′; reverse primer, 5′-
GTGAAGACCACACCCATGATAG-3′. 

The following primer pair was used for Gnat1:  forward
primer, 5′-GGACGACGAAGTGAACCGAATG-3′; reverse primer, 5′-
TAGTTGCCGGCATCCTCGTAAG-3′. 

The following primer pair was used for Pde6a:  forward
primer, 5′-CCCAACACAGAAGAGGATGAGC-3′; reverse primer, 5′-
TCTCTTGGTGAAGTGGGGTTCA-3′. 

The following primer pair was used for actin (Actb): forward
primer, 5′-GAACATGGCATTGTTACCAACT-3′; reverse primer, 5′-
TCAAACATGATCTGGGTCATCT-3′. The temporal expression levels 
of cDNAs were plotted for wild-type, heterozygous, and h omozy-
gous mutant mice at P21, P28, and P35.

OCT 
OCT images were acquired as described [4]. In brief, wild-type 
or RhoQ344X mutant mice were anesthetized with isoflurane, 
and their pupils were dilated using 0.5% tropicamide and 2.5% 
phenylephrine. OCT images of these mice were captured at P21, 

P35, P60, and P120, using the Phoenix Research Labs Reveal 
Optical Coherence Tomography (OCT2) Imaging System (Micron 
IV, Phoenix Research Laboratories, Pleasanton, CA, USA). To 
evaluate the total retinal thickness and ONL thickness, cross-
sectional retinal images passing through the optic nerve head 
(ONH) were obtained in the dorsal-ventral and nasal-temporal 
axes. OCT images were captured using the line type and full line
size settings with an average of 60 frames/scan. Enhanced Depth
Imaging was selected to improve the signal originating from the
outer retina. The acquired OCT images were segmented for retinal
layers and analyzed using InSight software (Voxeleron LLC). The
nasal, temporal, ventral, and dorsal regions, located 500 μm  from  
the ONH, were used for the comparison.

Morphometry by light micr oscopy
For histological analysis of the retina, we followed the proto-
col described in the previous study [4]. In brief, wild-type and 
RhoQ344X/+ mice were sacrificed at P35, and their eyes were enu-
cleated. Eyecups were prepared and fixed in 4% paraformalde-
hyde/PB for 6 h, w ashed by PBS 3 times, and embedded in 1.5%
agarose. Eyecup sections with a thickness of 50 μm  were  pre-
pared using a vibratome (7000 SMZ, Campden Instruments, UK). 
Sections were cut in the dorsal-ventral axis, and those passing 
through the ONH were used for further analysis. The samples
were stained with Hoechst 33342 (50 ng/mL in PBS) and mounted
on glass bottom dish with VECTASHIELD® PLUS Antifade Mount-
ing Medium (Vector Laboratories). Images were acquired with AX 
R confocal microscope (Nikon) using 20x Apo Lambda S (NA = 0.95) 
water immersion objective lens. The thicknesses of the ONL were 
measured in four sections prepared from four independent mice
for each genotype and time point. Thicknesses of the ONL were
measured at 150 μm intervals using NIS-Elements (Nikon).

ERG 
As described above, RhoQ344X/+ mice were reared in the dark, under 
cyclic 200 lux lighting, or under cyclic 2500 lux lighting (n = 4  
animals for each group). Wild-type mice were reared under cyclic 
200 lux lighting (n = 4 animals for each group). After rearing mice 
under these conditions, they were dark-adapted overnight and 
were subjected to ERG at either P21 or P35. Wild-type or RhoQ344X/+ 

mice were anesthetized with 90 mg/kg of ketamine and 10 mg/kg 
xylazine, a nd their pupils were dilated using 0.5% tropicamide and
2.5% phenylephrine. Mice were placed on the stage with a heat
pad (LKC Technologies, Gaithersburg, Maryland, USA). The heat
pad was set to 37◦C. Scotopic ERG responses were recorded for
5 light intensities (−3.7, −2.1, −0.7, 0.3, 1.6 log(cd·s/m2)). Ampli-
tudes of a- and b-waves were manually determined using EMWIN
software (LKC Technologies).

Statistical anal ysis
Statistical analyses and data visualization, except for the pro-
teomics and transcriptomics data, were conducted using Graph-
Pad Prism software (version 8.0). Unless otherwise specified in the 
figure legends, one-way ANOVA with Tukey’s post hoc test was 
used for multi-group comparisons, and an unpaired two-tailed 
t-test was used for two-group comparisons. P-values less than
0.05 were considered significant. The data are presented as the
mean ± SD.
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