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Rhodopsin mislocalization is frequently observed in retinitis pigmentosa (RP) patients. For example, class I mutant rhodopsin is defi-
cient in the VxPx trafficking signal, mislocalizes to the plasma membrane (PM) of rod photoreceptor inner segments (ISs), and causes
autosomal dominant RP. Mislocalized rhodopsin causes photoreceptor degeneration in a manner independent of light-activation. In this
manuscript, we took advantage of Xenopus laevis models of both sexes expressing wild-type human rhodopsin or its class I Q344ter
mutant fused to Dendra2 fluorescent protein to characterize a novel light-independent mechanism of photoreceptor degeneration caused
by mislocalized rhodopsin. We found that rhodopsin mislocalized to the PM is actively internalized and transported to lysosomes where
it is degraded. This degradation process results in the downregulation of a crucial component of the photoreceptor IS PM: the sodium-
potassium ATPase �-subunit (NKA�). The downregulation of NKA� is not because of decreased NKA� mRNA, but due to cotransport of
mislocalized rhodopsin and NKA� to lysosomes or autophagolysosomes. In a separate set of experiments, we found that class I mutant
rhodopsin, which causes NKA� downregulation, also causes shortening and loss of rod outer segments (OSs); the symptoms frequently
observed in the early stages of human RP. Likewise, pharmacological inhibition of NKA� led to shortening and loss of rod OSs. These
combined studies suggest that mislocalized rhodopsin leads to photoreceptor dysfunction through disruption of the PM protein homeo-
stasis and compromised NKA� function. This study unveiled a novel role of lysosome-mediated degradation in causing inherited
disorders manifested by mislocalization of ciliary receptors.
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Introduction
Rhodopsin mislocalization is commonly observed among vari-
ous inherited blinding disorders and other forms of visual im-

pairments (Edward et al., 1993; Li et al., 1995; Fariss et al., 1997;
Milam et al., 1998; Adams et al., 2007; Fliegauf et al., 2007).
Genetic evidence indicates that mislocalized rhodopsin is the
causative agent for rod photoreceptor degeneration; class I rho-
dopsin mutations disrupt the putative ciliary targeting signal
VxPx, induce rhodopsin mislocalization, and result in some ofReceived Nov. 30, 2018; revised March 23, 2019; accepted April 26, 2019.
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Significance Statement

Retinal ciliopathy is the most common form of inherited blinding disorder frequently manifesting rhodopsin mislocalization. Our
understanding of the relationships between rhodopsin mislocalization and photoreceptor dysfunction/degeneration has been far
from complete. This study uncovers a hitherto uncharacterized consequence of rhodopsin mislocalization: the activation of the
lysosomal pathway, which negatively regulates the amount of the sodium-potassium ATPase (NKA�) on the inner segment
plasma membrane. On the plasma membrane, mislocalized rhodopsin extracts NKA� and sends it to lysosomes where they are
co-degraded. Compromised NKA� function leads to shortening and loss of the photoreceptor outer segments as observed for
various inherited blinding disorders. In summary, this study revealed a novel pathogenic mechanism applicable to various forms
of blinding disorders caused by rhodopsin mislocalization.
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the most severe forms of autosomal dominant retinitis pigmen-
tosa (RP; Sung et al., 1993, 1994; Tam et al., 2000; Deretic et al.,
2005; Nemet et al., 2015b). Before the onset of rod degeneration
in these disorders, rod outer segments (OSs) first become shorter
and then lost entirely, thus compromising photoreceptor func-
tion and vision (Milam et al., 1998). Mislocalized rhodopsin
causes photoreceptor degeneration in both light-dependent and
-independent manners (Alfinito and Townes-Anderson, 2002;
Tam et al., 2006; Concepcion and Chen, 2010). Light activation of
rhodopsin leads to ectopic activation of G-protein-mediated cas-
cade and subsequent photoreceptor degeneration (Alfinito and
Townes-Anderson, 2002). Although light exposure may hasten
the onset of photoreceptor degeneration, the underlying mecha-
nism of light-independent photoreceptor cell death remains un-
solved. Light-independent effects include morphological changes
in the plasma membrane (PM), which leads to neurite sprouting,
suggesting the direct effect of rhodopsin mislocalization is on the
PM (Milam et al., 1996; Tam et al., 2006). Therefore, we sought to
understand how rhodopsin mislocalization induces PM toxicity
and results in dysfunction of rod photoreceptors.

Photoreceptor inner segments (ISs), where rhodopsin mislo-
calizes, play critical roles in maintaining the dark current. In the
OSs, photon absorption by rhodopsin triggers a series of bio-
chemical events, which result in hydrolysis of cGMP, closure of
cGMP-gated channels, and reduced inward flow of Na� and
Ca 2�. In the IS, Na�/K�-ATPase pumps out Na� in exchange
for K�, which is then conducted through K� channels.
Phototransduction-mediated changes in the net flow of Na� and
K� constitute the basis for signal transmission from OS to IS,
eventually leading to reduced glutamate release from the synaptic
terminus (Yau and Baylor, 1989). Rhodopsin is the major com-
ponent of the OS, which comprises a modified ciliary structure
(Palczewski, 2006). In individual vertebrate rods, 10 6–10 8 new
rhodopsin molecules are synthesized daily to maintain the OS
(Nathans, 1992). In ciliopathies represented by patients and an-
imal models with class I mutations, an equivalently massive
amount of rhodopsin becomes targeted to the IS PM. Such a
massive amount of rhodopsin incorrectly delivered to the IS PM
would likely affect the local concentration of other transmem-
brane proteins, and may also disturb the cell’s ion homeostasis
(Demontis et al., 1995).

Rod photoreceptors have an intrinsic mechanism to remove
IS-mislocalized rhodopsin. For example, in photo-damaged rat
retinas, rod photoreceptors initially exhibit IS-mislocalized rho-
dopsin, which disappears following the recovery (Edward et al.,
1993). More recently, we found that class I mutant rhodopsin
mistrafficked to the IS PM is continuously eliminated (Lodowski
et al., 2013). Rhodopsin is normally eliminated through phago-
cytosis of rod OSs by the retinal pigment epithelium (RPE;
Young, 1967). However, rhodopsin mislocalized on the IS PM
has no direct access to the RPE, and therefore the mechanisms of
mislocalized rhodopsin elimination have been unclear. In this
manuscript, we explored the intracellular mechanisms rod pho-
toreceptors use to remove mislocalized rhodopsin. Intracellular
class I mutant rhodopsin partially colocalized with markers of
early endosome (EEA1) and lysosome (LAMP1; Lodowski et al.,
2013). These observations led us to question whether mislocal-
ized rhodopsin is continuously transported to IS lysosomes for
degradation. By combining genetic and pharmacological ap-
proaches, we tested the hypothesis that perturbation of IS PM
protein homeostasis forms the basis for photoreceptor dysfunc-
tion manifested by shortening and loss of OS structures. Our
studies revealed a novel disease-causative mechanism that will be

applicable to a wide spectrum of ciliopathies caused by defects in
machinery or signals associated with ciliary receptor transport
(Nemet et al., 2015b).

Materials and Methods
Animals. All animal procedures were approved by the Institutional Ani-
mal Care and Use Committee at Case Western Reserve University. Adult
female and male frogs were purchased from Nasco and housed at 16°C
under a 12 h light/dark cycle. All tadpoles used for experiments were
housed at 16°C in 24 h darkness. Tadpoles were fed spirulina (http://
www.Nuts.com) until metamorphosis was complete, and then were fed
pelleted frog brittle (Nasco). Both male and female tadpoles were used
for all experiments.

Reagents. Unless otherwise specified, all reagents were purchased from
either Fischer Scientific or Sigma-Aldrich.

Molecular cloning. DNA expression vectors were generated by stan-
dard methods combining PCR, DNA recombination, and site-directed
mutagenesis. The expression vector containing the Xenopus opsin pro-
motor (XOP) followed by GFP–sodium-potassium ATPase �-subunit
(NKA�; Laird et al., 2015) was a kind gift from Dr. Sheila Baker (Univer-
sity of Iowa). The vector contained an AgeI site upstream of GFP-NKA�.
Therefore, site-directed mutagenesis was used to create an additional
AgeI site after the region encoding GFP; GFP region was then removed
using AgeI enzyme. To introduce PSmOrange (Subach et al., 2011) up-
stream of the Xenopus laevis NKA�3 coding region and generate
PSmOrange-NKA�, cDNA encoding PSmOrange (Plasmid 31898, Add-
gene; RRID:Addgene_31898) was amplified using a pair of primers:
NKA-mOrange-IF-F (5�-GCT TCT AGG GAT CCA CCG GTG CCA
CCA TGG TGA GCA AGG GCG AGG-3�) and NKA-mOrange-IF-R
(5�-CGT CCG TAC CCC ATA CCG GTC TTG TAC AGC TCG TCC
ATG C-3�). The resulting DNA fragment was introduced downstream
of XOP and upstream of NKA� using In-Fusion cloning kit (Takara).
The plasmid vectors containing XOP-Rho-Dend2-1D4 and XOP-
RhoQ344ter-Dend2 were previously generated (Lodowski et al., 2013).
XOP-Rho-Dend2-1D4 is designed to express human rhodopsin followed
by Dendra2 fluorescent protein and the last 8 aa of rhodopsin, which
serve as the epitope for the monoclonal antibody 1D4 (Xie et al., 2011).
The addition of the 1D4 epitope does not inhibit the function or local-
ization of rhodopsin, and results in proper targeting of the fusion protein
to the OSs (Xie et al., 2011; Lodowski et al., 2013). XOP-RhoQ344ter-
Dend2 is designed to express class I mutant (Q344ter) of human rhodop-
sin missing the last five amino acids (QVAPA) followed by Dendra2
fluorescent protein. All the vectors contained polyadenylation signals
following the coding and noncoding regions.

Transgenesis of Xenopus laevis. Transgenic Xenopus laevis were pro-
duced using the intracytoplasmic sperm injection (ICSI) method follow-
ing the previously published procedure (Sparrow et al., 2000; Smith et al.,
2006; Lodowski et al., 2013). Expression vectors for PSmOrange-NKA�,
Rho-Dend2-1D4, and RhoQ344ter-Dend2 were purified from bacteria
cultures using EndoFree Plasmid Midi Prep Kit (Qiagen), and then used
to isolate DNA fragments containing the XOP promoter, coding/non-
coding regions, and polyadenylation signal for transgenesis. Fully devel-
oped tadpoles were screened for the presence of Dendra2 fluorescence in
their eyes at 7 d postfertilization (7 DPF). Tadpoles were immersed in 6%
methylcellulose to prevent movement while probed for green fluores-
cence in their eyes using a Leica MZ16F stereoscope (Leica Microsys-
tems). Tadpoles were classified into one of the three following categories
based on the expression level of the transgene: low, medium, or high as
assessed by intensity of green fluorescence in their eyes. To prevent pho-
tobleaching, light-dependent photoreceptor degeneration, and unin-
tended photoconversion of fluorescent protein Dendra2, tadpoles
were reared in 24 h darkness. A male animal expressing high-level of
RhoQ344ter-Dend2 was raised to maturity (�1 year old) and killed to
collect sperm, which were then used to create second generation animals
(Q1). This sperm was also used for generating tadpoles that coexpressed
PSmOrange-NKA� and RhoQ344ter-Dend2. For this purpose, the sperms
were subjected to ICSI method described here with linearized DNA con-
taining XOP-PSmOrange-NKA�.
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Photoconversion of Dendra2 in tadpole retina. Dendra2 fluorescent pro-
tein in Xenopus tadpole eye was photoconverted as described previously
(Lodowski et al., 2013; Lodowski and Imanishi, 2015). Xenopus tadpoles
were anesthetized in 0.026% tricaine methanesulfonate and then immo-
bilized in 6% methylcellulose covered with a protective light filter to
prevent tissue damage. Light from a 405 nm laser placed 10 cm above the
tadpole was directed at both eyes for a total of 15–20 min with 30 s breaks
between each minute. The successful and nearly complete photoconver-
sion was confirmed via inspection of green and red fluorescence by Leica
MZ16F stereoscope. After photoconversion, tadpoles were subjected to
small molecule treatment or killed and imaged immediately.

Immunohistochemistry. Xenopus laevis eyes were fixed as previously
described (Lodowski et al., 2013). Tadpoles were first killed in a 0.26%
tricaine and 0.52% sodium bicarbonate solution (in dH2O) and decapi-
tated. Their heads were fixed in 4% paraformaldehyde (Electron Micros-
copy Sciences) in 0.1 M phosphate buffer (PB, NaHPO4, and Na2HPO4

dissolved in MilliQ H2O, pH 7.4) for 6 h at RT. Fixed heads were incu-
bated in 5% sucrose in phosphate buffer for 30 min, and then subse-
quently washed in 10, 15, and 20% sucrose solutions in 0.1 M PB. The
heads were then incubated overnight at 4°C in a solution containing 20%
sucrose and optimum cutting temperature compound (OCT compound,
Sakura Finetek) in a 2:1 ratio. The following day, heads were aligned in
Tissue-Tek cryomolds (Sakura Finetek) and frozen in isopentane cooled
by liquid N2. Frozen tissue sections (12 �m) were cut using a Leica
CM1850 cryostat (Leica Microsystems) and collected on Superfrost Plus
microscopy slides. Sections were dried and stored at �80°C until use.
Slides were removed from �80°C storage conditions, warmed using a
37°C incubator (CCC 0.5d, Boekel Scientific), and then sections were
encircled using an ImmEdge pen (Vector Laboratories). Sections were
rehydrated and blocked in a 1.5% normal goat serum diluted in PBS
solution (in mM: 137 NaCl, 2.7 KCl, 8 Na2HPO4, 2 KH2PO4) for 30 min
at RT. Blocking solution was then removed and primary antibody (1:100)
diluted in PBS containing 0.1% Triton X-100 (PBST) was added; sections
were incubated at RT for �14 h and then washed three times with PBST
for 10 min each. After the washes, sections were incubated in PBST
containing anti-mouse Cy3 (1:100) and Hoechst dye (1:1000) for 1 h at
RT followed by an additional three washes with PBST for 10 min each.
After these washes, one drop of VECTASHIELD mounting medium
(Vector Laboratories) was added to a square coverslip and placed over
the section. Nail polish (Electron Microscopy Sciences) was used to seal
the coverslip, and the sections were dried at RT for �30 min before
imaging. Antibodies and fluorescent dyes used for immunofluorescence
imaging were as follows: mouse anti-Na �/K � ATPase (Lebovitz et al.,
1989; Hybridoma Bank, RRID:AB_2166869), mouse anti-peripherin/rds
(anti-xrds 2D4, a kind gift from Dr. Robert Molday, University of British
Columbia), mouse XAP-2 (clone 5B9, Hybridoma Bank), Hoechst
(ThermoFisher Scientific, 33342), and anti-mouse-Cy3 conjugate (Jack-
son ImmunoResearch Laboratories, Inc., 115-165-166).

SDS-PAGE and immunoblotting. Tadpoles were killed in water con-
taining 0.26% tricaine and 0.52% sodium bicarbonate before decapita-
tion and eyeball removal. After removal of the lens and RPE cell layer,
both isolated retinas from a single tadpole were homogenized via
sonication in 100 �l of SDS buffer (0.1% SDS v/w in PBS) containing
cOmplete Mini Protease Inhibitor Cocktail (Roche) and 0.1%
�-mercaptoethanol. Proteins in these samples were resolved by SDS-
PAGE using a standard method using a Mini-PROTEAN Tetra Cell (Bio-
Rad) powered by a Powerpac HC (Bio-Rad). Transfers were performed
by a semidry transfer cell (Trans-Blot SD Semi-Dry Transfer Cell, Bio-
Rad) following the manufacturer’s recommended protocol. Membranes
were blocked in a 5% (w/v) dried milk (Nestle, Carnation) in PBS for 30
min before antibody incubation. Primary antibodies were added to PBS
containing 0.1% Tween and incubated with membranes for 16 h at 4°C.
Membranes were washed in PBS containing 0.1% Tween three times for
10 min each, and then incubated in secondary antibody solution for 1 h
at RT. Antibodies and dilutions used were as follows; anti-� tubulin (Chu
and Klymkowsky, 1989; Hybridoma Bank, RRID:AB_2315513; 1:500),
anti-Na �/K � ATPase � (Santa Cruz Biotechnology, M7-PB-E9; 1:500),
and anti-rhodopsin (B6-30, 2 �g/ml; a kind gift from Dr. David Salom,
Case Western Reserve University; RRID:AB_2572379; 1:3000). Second-

ary antibody used for immunoblotting was anti-mouse IgG-HRP (SC-
2005, Santa Cruz Biotechnology; 1:1000). After secondary antibody
incubation, membranes were washed three times for 10 min each before
being exposed to HyGLO Chemiluminescent HRP Antibody Detection
Reagent Quick Spray (Denville Scientific). After HRP exposure to sub-
strate, membranes were immediately imaged by a Tanon 5200 developer
(Tanon Science and Technology).

Reverse transcription and quantitative PCR. Total RNA was isolated
from Xenopus retinas using TRIzol (Invitrogen) according to the manu-
facturer’s instructions. Approximately 5 �g of RNA was subjected to
reverse transcription using iScript Reverse Transcription Supermix for
RT-qPCR (Biorad). The resulting cDNA was used as a template for real-
time PCR analyses. Following oligonucleotide primers were designed for
amplifying NKA� and �-tubulin transcripts: NKA�-F (5�-GTC AGA
CAG TTA CCG CGT AGC CAC C-3�); NKA�-R (5�-CTT TAT CCA
CTC AGG GGT TGT GGG AGG-3�); �-tubulin-F (5�-ACA CGG CAT
TGA TCC TAC AG-3�); �-tubulin-R (5�-AGC TCC TTC GGT GTA
ATG AC-3�). NKA� and �-tubulin transcripts were amplified and quan-
tified using iQ SYBR Green Supermix (Biorad) and a StepOnePlus Real-
Time PCR System (Applied Biosystems). StepOne software (v2.3) was
used for analysis.

Treatment of tadpoles by lysosome or NKA inhibitor. Animals were
treated in 0.1� Mark’s Modified Ringer (MMR) solution (10� MMR
composition: 1 M NaCl, 20 mM KCl, 20 mM CaCl2, 10 mM MgCl2, 50 mM

HEPES, pH 7.5; Lodowski et al., 2013) containing 0.1% DMSO and
either bafilomycin A1 (lysosome inhibitor, 100 nM), digoxin (NKA in-
hibitor, 3.5 �M), ouabain (NKA inhibitor, 1 �M), wedelolactone (NKA
inhibitor, 3.5 �M), istaroxime (NKA inhibitor, 3 �M), or 3,4,5,6-
tetrahydroxyxanthone hydrate (NKA inhibitor, 10 �M). All inhibitors
were initially diluted in DMSO, and then applied to 5 ml of 0.1� MMR
buffer containing a single tadpole. Bafilomycin A1 treatments lasted for
24 h while NKA inhibitor treatments lasted for 3–7 d. As controls, ani-
mals were placed in 0.1� MMR containing 0.1% DMSO. For all treat-
ments that lasted �24 h, the 0.1� MMR solutions containing the drug in
0.1% DMSO were replaced daily in experimental groups, whereas 0.1�
MMR solutions containing 0.1% DMSO were replaced daily in control
groups.

Preparation of retina explant for confocal imaging. Whole eyes were
extracted from tadpole heads using surgical tools after euthanasia and
decapitation. Retinas were immediately placed into a glass bottom dish
(P35G-1.5-14-C, MatTek Corporation) containing equilibrated modi-
fied Wolf medium (D-glucose, 700 mg/L, 30 mM NaHCO3, 55% MEM,
31% sodium-free BBS, 10% FBS; Lodowski et al., 2013). Equilibration of
Wolf medium was achieved by incubating the dish containing the me-
dium in a gas chamber supplied with 5% CO2 and 95% O2 (Airgas;
Nemet et al., 2014). The glass bottom dishes were coated with Cell-Tak
Cell and Tissue Adhesive (Corning). RPE were carefully removed from
the neural retinas, which were then placed onto the dish, and then a
circular glass coverslip (12 mm diameter and 0.13– 0.17 mm thickness)
was used to seal and flatten the retinas before imaging. Retinas were kept
alive in Wolf medium with constant flow of 5% CO2 and 95% O2 in a
humid imaging chamber (Tokai Hit). For labeling of lysosomes, retinas
were incubated in equilibrated modified Wolf medium containing 1:100
dilution of LysoTracker Red DND-99 (ThermoFisher Scientific) for 30
min prior mounting on a glass bottom dish and imaging.

Confocal microscopy. Live and fixed retinas were imaged using a Leica
TCS SP2 laser scanning confocal/multiphoton microscope system
equipped with four lasers for excitation: a 488 nm argon ion, 543 nm
HeNe, 633 nm HeNe, and tunable Chameleon XR Ti:sapphire laser
(Leica Microsystems). An HCX PL APO CS 40X/1.25 oil UV objective
lens was used for imaging. Images were acquired using Leica Confocal
Software v2.61 (Leica Microsystems). For images that required fluores-
cence quantification and comparison, the exact same settings and
parameters, including laser power, zoom factor, image averaging, reso-
lution, and photomultiplier tube (PMT) voltage were used for both con-
trol and experimental groups. These parameters were adjusted to
maximize signal brightness while minimizing fluorescence saturation.

Image analysis and quantification. Relative amounts of rhodopsin
fused to Dendra2, PSmOrange-NKA�, or immunofluorescently-labeled
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NKA� were quantified using ImageJ (Schneider et al., 2012). Images for
quantification were taken under the exact same acquisition conditions
including laser power, voltage, and PMT settings. Therefore, mean pixel
intensity values were directly compared among the specimens. Individ-
ual optical section images (z slices) were used for quantification. Images
were loaded in ImageJ and the freehand selection tool was used to en-
compass the region(s)-of-interest to be measured, such as vesicles or
entire IS cytoplasmic regions. For the selection of the cytoplasmic re-
gions, IS PM regions were excluded to focus on the intracellular fluores-
cence intensities. For all fluorescence quantification, background
measurements were taken and subtracted from all values. All measure-
ments were copied into Microsoft Excel 2016 (v16.0, 32-bit, Microsoft)
or SigmaPlot (v12.0, Systat Software) for analysis. For the experiment
where Dendra2/Cy3 levels were measured on the PM and compared, the
IS PM region near the base of the OS was highlighted using the straight-
line tool and measurements were taken in both green (Dendra2) and red
(Cy3) channels. To determine whether the magnitude of NKA� loss was
dependent on the amounts of RhoQ344ter-Dend2, individual rod photo-
receptor cells were categorized based on their expression levels of
RhoQ344ter-Dend2. For this purpose, Dendra2 signal on the PM was mea-
sured and only rods that exhibited fluorescence in the top 10% of all cells
were categorized into the high-expression group (High Q), whereas all
other rods analyzed were categorized into the low-expression group
(Low Q). To accurately quantify the number and length of OSs as well as
number of nuclei, the same region of each retina was imaged by centering
the retina 100 �m from the optic nerve head (to either nasal or temporal
side) and using zoom factor 2 to analyze the rods in these regions. The
number of OSs and nuclei (Table 1) were counted across 180 �m of
retina length on both the sides (�90 �m) of this center. Images taken in
the red channel were converted to magenta by loading the original image
(TIFF format) into ImageJ, using the LUT Menu function, and then
saving as a TIFF file.

Experimental design and statistical analysis. For comparison between a
single experimental group and a control group, Student’s t-test was used
to determine statistical significance. To compare significance among
multiple experimental groups, ANOVA was used. For ANOVA, a Tukey
post hoc test was used for multiple comparison and identification of pairs
with significant differences. The p values for these analyses were calcu-
lated using the Analysis function of the SigmaPlot software. Statistical
significance is denoted as *p 	 0.05, **p 	 0.01, ***p 	 0.001, and NS
(not significant, p � 0.05) in the Results, figures, and figure legends. The
p values are indicated along with statistical parameters such as number of
cells/vesicles counted and number of animals used in each experiment in
the Results and figure legends. For calculations in which the average was
generated, values are represented by mean � SD. For the purposes of
qPCR and immunoblot in which unfixed retinas were homogenized and
analyzed, tadpoles with high amounts of Dendra2 fluorescence were se-
lected to highlight differences from nontransgenic retinas.

Results
Class I mutant rhodopsin is actively degraded by lysosomes in
rod photoreceptors
We previously demonstrated that class I mutant rhodopsin is
actively eliminated from rod photoreceptor IS PM (Lodowski et
al., 2013). To characterize the removal process of class I mutant

rhodopsin and compare it to that of wild-type rhodopsin in living
cells, Q344ter, a class I mutant human rhodopsin with the 5
terminal amino acids truncated, and wild-type human rhodopsin
were fused to Dendra2 fluorescent protein and individually ex-
pressed in Xenopus laevis rod photoreceptors. As reported previ-
ously for endogenous rhodopsin, wild-type rhodopsin fused to
Dendra2 specifically localized to rod OSs (Fig. 1A, Rho-Dend2-
1D4, Control; Lodowski et al., 2013). As reported for the local-
ization of untagged class I mutant rhodopsin in transgenic animal
models (Sung et al., 1993, 1994; Tam et al., 2006; Concepcion and
Chen, 2010), the majority of class I mutant rhodopsin fused to
Dendra2 mislocalized to the IS PM (Fig. 1A, RhoQ344ter-Dend2,
Control; Lodowski et al., 2013). Wild-type rhodopsin correctly
localizes to the rod OS and is removed via phagocytosis by the
neighboring RPE cells (Young, 1967; Besharse et al., 1977). How-
ever, because IS PM mislocalized rhodopsin has no direct access
to the RPE, we asked whether RhoQ344ter-Dend2 is degraded
within lysosomes of rod photoreceptor cells.

Lysosome-mediated degradation was inhibited by bafilomy-
cin A1 (BA1; 100 nM) in Xenopus laevis rods either expressing
Rho-Dend2-1D4 or RhoQ344ter-Dend2 (Fig. 1A). After 24 h of
treatment, RhoQ344ter-Dend2 frequently accumulated in vesicu-
lar structures within the rod ISs (Fig. 1A, RhoQ344ter-Dend2, BA1,
arrowheads) with a size distribution (diameter) of 2.07 � 0.63
�m (n 
 126 vesicles from 7 animals). In the absence of BA1
treatment, RhoQ344ter-Dend2 rarely accumulated in vesicular
structures with diameters �1 �m (Fig. 1A, RhoQ344ter-Dend2,
Control). In animals expressing RhoQ344ter-Dend2 and treated
with BA1, 59.4 � 10.0% of rod photoreceptors exhibited vesicu-
lar structures with diameter �1 �m (Fig. 1B; based on 64 cells
each from n 
 4 animals), whereas untreated animals exhibited
these structures in only 8.2 � 2.7% of rod photoreceptors (p 	
0.001; Fig. 1B; based on 61 cells each from n 
 4 animals). These
observations suggest that RhoQ344ter-Dend2 is prone to
lysosome-mediated degradation, and that inhibition of this deg-
radation via BA1 treatment resulted in the intravesicular accu-
mulation of RhoQ344ter-Dend2.

As a control, animals expressing Rho-Dend2-1D4 did not sig-
nificantly accumulate in intracellular structures (�1 �m) after
BA1 treatment (Fig. 1A, Rho-Dend2-1D4, BA1). Untreated rods
expressing Rho-Dend2-1D4 exhibited intracellular structures
(�1 �m) at a low-frequency of 0.9 � 1.0% (Fig. 1B; based on 57
cells each from n 
 4 animals). After BA1 treatment, the number
of rods exhibiting these structures increased to 5.1 � 6.2% (Fig.
1B; based on 64 cells each from n 
 4 animals), but not in a
statistically significant manner (NS, p 
 0.23). These observa-
tions indicate that Rho-Dend2-1D4 is marginally degraded by
lysosomes within rod photoreceptors, and confirm previous
findings that the majority of wild-type rhodopsin is degraded by
RPE cells (Young, 1967; Besharse et al., 1977).

To identify these intracellular organelles containing
RhoQ344ter-Dend2, LysoTracker Red (Pierzyńska-Mach et al.,
2014) was used to specifically label lysosomes in photoreceptor
cells. In rod ISs of untreated animals incubated with LysoTracker
Red dye, LysoTracker-positive lysosomes frequently contained
RhoQ344ter-Dend2 (Fig. 1C, Control, arrowheads). The majority
of LysoTracker-positive lysosomes contained RhoQ344ter-Dend2
(68.0 � 16.2% based on 32 lysosome-positive cells each from n 

4 animals). BA1 prevents acidification of lysosomes/au-
tophagolysosomes through inhibition of the V-ATPase of the
lysosome, which is responsible for pumping H� ions into the
compartment (Yamamoto et al., 1998). Because LysoTracker Red
only labels low-pH organelles, it did not reproducibly label lyso-

Table 1. Summary of effects caused by mislocalized rhodopsin or drug treatment

Condition OS length, �m
OS/180 �m
retina length

Nuclei/180 �m
retina length

Rho-Dend2-1D4 20.0 � 4.3 23.6 � 1.1 115.7 � 8.0
RhoQ344Ter-Dend2 11.2 � 2.6 17.5 � 2.5 104.2 � 5.7
Untreated 15.6 � 4.4 24.9 � 1.4 108.8 � 9.1
Digoxin 11.1 � 4.7 16.5 � 2.6 106.9 � 7.8
Ouabain 12.0 � 4.6 19.3 � 5.4 105.5 � 10.0
Wedelolactone 14.4 � 7.1 18.5 � 1.5 103.0 � 5.6
Istaroxime 13.0 � 4.5 22.0 � 2.2 114.5 � 4.5
TTX 13.5 � 4.5 19.1 � 2.9 103.3 � 12.6
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somes of BA1-treated cells. Because BA1 is a reversible inhibitor
of the V-ATPase (Yamamoto et al., 1998), we improved labeling
of lysosomes by lifting BA1 treatment for 1 h before labeling with
LysoTracker Red (Fig. 1C, BA1, arrowheads). Under these con-
ditions, accumulated RhoQ344ter-Dend2 colocalized with Lyso-
Tracker Red in 84.3 � 5.3% of all lysosome-labeled cells observed
(based on 31 lysosome-positive cells each from n 
 4 animals).
Therefore, the majority of these intracellular organelles contain-
ing RhoQ344ter-Dend2 are lysosomes or autophagolysosomes.

Mislocalized rhodopsin is trafficked from the plasma
membrane to intracellular lysosomes
Two alternative explanations are plausible regarding the source
of RhoQ344ter-Dend2 in lysosomes: one possibility is that
RhoQ344ter-Dend2 is continuously removed from the PM and
trafficked to lysosomes, and another possibility is that RhoQ344ter-
Dend2 is sent to lysosomes directly after its synthesis in the Golgi
apparatus. To distinguish between these two possibilities, we
took advantage of the photoconversion property of Dendra2.
Dendra2 is a photoconvertible fluorescent protein engineered to
irreversibly shift its emission peak from shorter (507 nm, green)
to longer (573 nm, red) wavelength (Nemet et al., 2015a). This
photoconversion technique allowed us to study the destiny of
photoconverted red RhoQ344ter-Dend2 by discriminating it from
newly synthesized green RhoQ344ter-Dend2 coming from the
Golgi apparatus. If RhoQ344ter-Dend2 is actively transferred from
the PM to lysosomes, then we would expect a statistically signif-
icant increase of red proteins in the IS after 24 h of BA1 treatment
(Fig. 2A, Model i). If, however, PM-localized RhoQ344ter-Dend2 is
not being transferred to the IS lysosomes (Fig. 2A, Model ii), then
we would not expect a significant increase of intracellular red
proteins after BA1 treatment.

Photoconversion of rod photoreceptors expressing RhoQ344ter-
Dend2 allowed us to label existing fusion proteins in red (Fig. 2B,
0 h, Red). Most red RhoQ344ter-Dend2 in these rods was observed
on the IS PM (Fig. 2B, 0 h, Red, PM, arrowhead). Photoconver-
sion of RhoQ344ter-Dend2 was highly efficient; significant green
fluorescence was not observed after photoconversion (Fig. 2B,
0 h, green). After 24 h of BA1 treatment following the photocon-
version, both green and red RhoQ344ter-Dend2 accumulated in
intracellular vesicular structures (Fig. 2B, BA1, arrowheads). The
majority of Dendra2 present in these structures exhibited red
fluorescence (Fig. 2B, BA1, red, arrowheads), thus supporting
our model in which PM-localized RhoQ344ter-Dend2 was inter-
nalized (Fig. 2A, Model i).

As controls, a set of animals expressing RhoQ344ter-Dend2
were photoconverted and then placed in 0.1� MMR buffer con-
taining 0.1% DMSO (the vehicle we used for BA1) for 24 h. As
expected, RhoQ344ter-Dend2 did not significantly accumulate in
the ISs of untreated rods (Fig. 2B, Control). Because RhoQ344ter-
Dend2 did not accumulate under these conditions, the accumu-
lation of RhoQ344ter-Dend2 observed in the BA1-treated group
must have been due to lysosome inhibition and not due to other
experimental conditions. After 24 h, newly synthesized green
RhoQ344ter-Dend2 was observed on the PM of both treated and
untreated rods (Fig. 2B, BA1 and Control, green). Green protein
was also observed in the intracellular structures of BA1-treated
rods (Fig. 2B, BA1, green, arrowheads). Therefore, under our
experimental conditions, rod photoreceptors were healthy and
capable of synthesizing and trafficking new RhoQ344ter-Dend2.

We confirmed through quantitative analysis that red
RhoQ344ter-Dend2 accumulated after inhibition of lysosomes.

Figure 1. Class I mutant rhodopsin accumulates in lysosomes after inhibition of lysosome-
mediated degradation. A, Confocal imaging of live Xenopus laevis rod photoreceptors express-
ing either Rho-Dend2-1D4 (left) or RhoQ344ter-Dend2 (right). OS and IS structures are labeled in
a representative rod cell of each image. Before the imaging, the animals were treated with
DMSO (Control) or 100 nM BA1 (BA1) for 24 h. In control retinas, neither Rho-Dend2-1D4 nor
RhoQ344ter-Dend2 accumulated significantly in vesicular structures of the ISs. After BA1 treat-
ment, RhoQ344ter-Dend2 accumulated in vesicular structures (arrowheads) in the ISs, but
Rho-Dend2-1D4 did not. B, In retinas expressing either Rho-Dend2-1D4 or RhoQ344ter-Dend2,
we assessed the percentage of rod photoreceptor cells that exhibited vesicles �1 �m in diam-
eter. BA1 treatment of photoreceptors expressing Rho-Dend2-1D4 increased this percentage
from 0.9 � 1.0% (untreated) to 5.1 � 6.2% (NS, p 
 0.23). BA1 treatment of photoreceptors
expressing RhoQ344ter-Dend2 increased this percentage from 8.2 � 2.7% to 59.4 � 10.0%
( p 	 0.001), indicating that RhoQ344ter-Dend2, but not Rho-Dend2-1D4, accumulates upon
BA1 treatment. C, Confocal imaging of live Xenopus laevis rod photoreceptors expressing
RhoQ344ter-Dend2 and labeled with LysoTracker Red dye. LysoTracker Red signal colocalized
with RhoQ344ter-Dend2 in untreated cells (Control, arrowheads), and the amount of RhoQ344ter-
Dend2 colocalized with LysoTracker Red increased after pretreatment with BA1 (arrowheads).
Scale bars, 10 �m. ***p 	 0.001, NS, not significant.
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Red fluorescence within the IS cytoplasm of individual rods from
each experimental group was measured, and rods were catego-
rized based on intracellular fluorescence intensities within their
ISs (Fig. 2C). Overall, there were variable amounts of red fluores-
cence in the ISs for all the conditions tested; this was likely be-
cause our transgenic system results in variable expression of the
transgene in individual rods (Lodowski et al., 2013). Despite the
variance, BA1-treated rod cells (Fig. 2C, BA1) more frequently
exhibited high amounts of red fluorescence in their ISs (Fig. 2C,
compare BA1 to 0 h and Control). On average, BA1-treated rods
exhibited significantly (p 	 0.001) more red fluorescence in their
ISs than in control rods; BA1-treated rods had 2.03 � 0.89 times
more red fluorescence than control rods and 1.62 � 0.71 times
more red fluorescence than 0 h rods (based on n 
 250 cells from
5 animals for each condition). We believe that the increased
amount of red Dendra2 observed in BA1-treated rods was largely
contributed by vesicular accumulated proteins (Fig. 2B, BA1, red,
arrowheads), whereas red protein observed in untreated rods
were contributed by proteins existing diffusively in the IS (e.g.,
endoplasmic reticulum). Red fluorescence in the IS decreased
after 24 h in untreated rods, suggesting that red protein existing at
0 h had exited structures such as ER after 24 h. In summary, these
results statistically support Model i (Fig. 2A) in which PM-
localized RhoQ344ter-Dend2 is actively removed from the PM and
translocated to IS lysosomes for degradation.

The Na �/K � ATPase is downregulated in cells expressing
class I mutant rhodopsin
In healthy rod photoreceptors, rhodopsin does not accumulate
on the IS PM. In rods afflicted by ciliopathy, the daily accumula-
tion, removal, and degradation of PM-mislocalized rhodopsin
would likely have negative effects on the PM protein homeostasis.
An essential component of the photoreceptor IS PM is the Na�/

K�-ATPase, which plays important roles in maintaining the Na�

and K� gradients required for the photoresponses of cone and
rod cells (Wetzel et al., 1999). In our experiments, RhoQ344ter-
Dend2 and Rho-Dend2-1D4 are expressed under the regulation
of the Xenopus rhodopsin promoter, which drives expression spe-
cifically in rods (Mani et al., 2001). By immunofluorescence mi-
croscopy, robust and consistent expression of NKA� was
observed in cone cells (Fig. 3A, white asterisks). In contrast, the
expression levels of NKA� were attenuated in the rod cells ex-
pressing RhoQ344ter-Dend2 (Fig. 3A, RhoQ344ter-Dend2, arrow-
heads). The amount of NKA� on the IS PM of rods expressing
Rho-Dend2-1D4 appeared to be higher than that of rods express-
ing RhoQ344ter-Dend2 (Fig. 3A, Rho-Dend2-1D4 and RhoQ344ter-
Dend2, arrowheads), indicating the Q344ter class I mutation is
the cause of NKA� downregulation.

NKA� downregulation was independently confirmed via im-
munoblot analysis, which revealed an �50% decrease in NKA�
in retinas expressing RhoQ344ter-Dend2 (Q1) compared with
nontransgenic (NT) retinas (p 	 0.01; Fig. 3B,C, IB). This mod-
est decrease, compared with the decrease observed in individual
rods, was consistent with the presence of NKA� in secondary
retinal neurons which were not affected by RhoQ344ter-Dend2.
Based on quantitative PCR analysis, we found that downregula-
tion of NKA� protein is not because of reduced mRNA levels.
The �Ct value compares relative expression of a pair of genes
(Mahanty et al., 2017). When we quantified NKA� transcript
amounts relative to �-tubulin’s, the �Ct values were not signifi-
cantly different between NT and Q1 retinas (Fig. 3C, qPCR).
Because of the lack of significant change in gene expression and
the significant difference in the protein level, we surmised that
NKA� is downregulated by one or more posttranslational pro-
cesses, and likely by lysosome-mediated degradation.

Figure 2. Mislocalized rhodopsin is trafficked from the plasma membrane to intracellular lysosomes. A, Experimental design to determine the origin of proteins accumulating in the ISs of
RhoQ344ter-Dend2 cells. Before photoconversion, the majority of RhoQ344ter-Dend2 is localized to the IS PM. After photoconversion and BA1 treatment (24 h), red protein should accumulate if
RhoQ344ter-Dend2 is being trafficked from the PM to the IS lysosomes (Model i). If RhoQ344ter-Dend2 is not internalized, then red RhoQ344ter-Dend2 will not accumulate significantly in the IS lysosomes
(Model ii). B, Immediately following photoconversion, rods expressing RhoQ344ter-Dend2 were imaged (0 h). Photoconversion was efficient as confirmed by the loss of green fluorescence (0 h, green).
The majority of red RhoQ344ter-Dend2 was observed on the IS PM (0 h, red, PM, arrowhead). After 24 h of BA1 treatment, RhoQ344ter-Dend2 accumulated intracellularly in the ISs of rods (BA1,
arrowheads). A nominal amount of green RhoQ344ter-Dend2 was observed after 24 h (BA1 and Control, Green). This observation indicates that new RhoQ344ter-Dend2 was synthesized in these retinas.
C, Average red fluorescence intensities (a.u./area) were measured for intracellular regions of ISs in individual rods. The histograms indicate frequency of cells (y-axis) for each fluorescence intensity
range (x-axis). Gray arrowheads indicate the average fluorescence intensity of each condition (0 h, BA1, or Control). Red fluorescence intensity values in the ISs were 36.7 � 13.9 a.u. for time 
 0 h
condition, 29.4 � 16.8 a.u. for 24 h DMSO-treated Control group, and 60.2 � 16.8 a.u. for the BA1-treated group. Animals were aged 9 DPF upon photoconversion (0 h) and were killed and imaged
at 10 DPF (BA1 and Control), with a total of 250 cells for each condition measured from n 
 5 animals. Scale bar, 10 �m.
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NKA� downregulation is correlated to the expression level of
RhoQ344ter-Dend2 in individual rods
In F0 transgenic retinas expressing either RhoQ344ter-Dend2 or
Rho-Dend2-1D4, individual rods express varying amounts of the
protein product likely because of position-effect variegation
(Moritz et al., 2001). Individual rods were categorized based on
the expression levels (low and high) of RhoQ344ter-Dend2. We
found that the higher the expression level of RhoQ344ter-Dend2,
the less NKA� was present on the IS PM (Fig. 4A, Low Q and
High Q, arrowheads). As controls, nontransgenic rods (NT) and
rods expressing Rho-Dend2-1D4 (WT) did not exhibit down-
regulations of NKA� (Fig. 4A, NT and WT, arrowheads). Quan-
tification of NKA� in the apical region of the IS PM (Fig. 4A,
NKA�, arrowheads) revealed that whereas rods with low expres-
sion (Low Q) of RhoQ344ter-Dend2 had reduced NKA� presence
on the IS PM compared with nontransgenic and Rho-Dend2-
1D4 transgenic rods, rods with high expression (High Q) of
RhoQ344ter-Dend2 had the lowest amounts of NKA� compared
with all groups tested (p 	 0.001; Fig. 3B, compare High Q to
Low Q, NT, and WT). The inverse relationship between the ex-
pression levels of RhoQ344ter-Dend2 and NKA� is consistent with
a model in which these two proteins are co-degraded: higher
expression of RhoQ344ter-Dend2 would result in more active lys-
osomal degradation, which would coincidentally lower the
NKA� levels.

NKA� is cotrafficked with RhoQ344ter-Dend2 to lysosomes
in vivo
Co-degradation of RhoQ344ter-Dend2 and NKA� would require
these two proteins to be in the same lysosomal compartments. To
visualize the possible colocalization in vivo, we fused NKA� to
fluorescent protein PSmOrange (Subach et al., 2011), which
emits orange fluorescence distinguishable from green Dendra2
fluorescence. PSmOrange-NKA� and RhoQ344ter-Dend2 were
coexpressed in Xenopus tadpoles, which were then treated with

BA1 to inhibit lysosome-mediated degradation (Fig. 5A). After
24 h of BA1 treatment, PSmOrange-NKA� and RhoQ344ter-
Dend2 accumulated together in intracellular vesicles of rod ISs
(Fig. 5A, BA1, arrowheads). Based on the fluorescence intensities,
the amount of PSmOrange-NKA� in the ISs was �2.15 times
higher (p 	 0.001) in BA1-treated rods than in untreated rods
[Fig. 5B, compare NKA��Q344ter with (�) and without (�)
BA1]. To test whether lysosomal accumulation of PSmOrange-
NKA� was dependent on RhoQ344ter-Dend2, we repeated the ex-
periment using animals expressing PSmOrange-NKA�, but not
RhoQ344ter-Dend2 (Fig. 5C). After BA1 treatment, PSmOrange-
NKA� did not significantly accumulate (NS, p 
 0.35) in the ISs
over untreated rods (Fig. 5B, compare NKA� with (�) and with-
out (�) BA1). These results indicate that lysosomal localization
of PSmOrange-NKA� was induced by RhoQ344ter-Dend2.

Rod photoreceptors expressing RhoQ344ter-Dend2 have
shorter, disorganized OSs
In RP, the first observable histopathologic change is the shorten-
ing and loss of the OSs (Milam et al., 1998) followed by loss of the
photoreceptors themselves (Milam et al., 1998; Koch et al., 2015).
We then asked whether rhodopsin mislocalization, which is com-
monly observed in various forms of RP (Li et al., 1995; Milam et
al., 1998; Gao et al., 2002), is the cause of these OS defects. We
labeled RhoQ344ter-Dend2 transgenic retinas (21 DPF) with anti-
peripherin/rds (P/rds), a marker for rod and cone OS disk mem-
branes (Arikawa et al., 1992; Tian et al., 2014). Rod cells
expressing RhoQ344ter-Dend2 had noticeably disorganized OSs
compared with those expressing Rho-Dend2-1D4 (Fig. 6A).
RhoQ344ter-Dend2 retinas exhibited fewer and shorter P/rds-
positive OSs compared with retinas expressing Rho-Dend2-1D4
(Fig. 6A, P/rds). In addition to anti-P/rds, which labels both cone
and rod OSs, we also used a XAP-2 antibody that specifically
labels Xenopus rod OSs (Fig. 6B; Viczian et al., 2009; Choi et al.,
2011). Consistent with the results obtained for P/rds-positive

Figure 3. NKA� is downregulated in rods expressing RhoQ344ter-Dend2. A, Immunofluorescence labeling of NKA� (magenta) in retinas expressing either Rho-Dend2-1D4 (left column) or
RhoQ344ter-Dend2 (right column). NKA� signal on the PM of cells expressing wild-type rhodopsin was relatively uniform (Rho-Dend2-1D4, NKA�, arrowheads), whereas the NKA� signal was
noticeably reduced or absent from cells expressing class I mutant rhodopsin (RhoQ344ter-Dend2, NKA�, arrowheads). NKA� expression was robust in cone cells (white asterisks). B, Representative
immunoblot comparing the expression levels of NKA� and �-tubulin in NT or Q1 retinas. Molecular weight (MW) is indicated in kilodaltons. C, Left side of graph (IB, delimited by dotted line): in NT
or Q1 retinas, the protein amounts of NKA� were quantified and normalized to the amounts of �-tubulin protein. NT value was standardized to 1.00. (Exact values were 1.00 � 0.0.19 for NT and
0.50 � 0.12 for RhoQ344ter-Dend2, based on n 
 6 animals; p 	 0.01). Right side of graph (qPCR): the amount of NKA� transcript relative to �-tubulin transcript was assessed by quantitative PCR.
�Ct values of nontransgenic and high-expression RhoQ344ter-Dend2 retinas were compared (4.60 � 0.27 for RhoQ344ter-Dend2 retinas and 4.42 � 0.78 for nontransgenic retinas based on n 
 5
animals; p 
 0.63). Scale bar, 10 �m. **p 	 0.01, NS, not significant.
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OSs, RhoQ344ter-Dend2 transgenic retinas contained �30% fewer
(p 	 0.001; based on retinas from n 
 6 animals) XAP-2-positive
OSs (per 180 �m retina length; Table 1) than Rho-Dend2-1D4
transgenic retinas (Fig. 6B, XAP-2). Additionally, RhoQ344ter-
Dend2 rods were �44% shorter than Rho-Dend2-1D4 rods (p 	

Figure 4. Degree of NKA� downregulation is dependent on the amount of class I mutant
rhodopsin. A, Direct comparison of NKA� immunofluorescence in a rod cell not expressing
RhoQ344ter-Dend2 (NT), a rod cell expressing low amount of RhoQ344ter-Dend2 (Low Q), a rod cell
expressing high amount of RhoQ344ter-Dend2 (High Q), and a rod cell expressing Rho-Dend2-
1D4 (WT). Arrowheads indicate the apical region of the IS PM. Scale bar, 10 �m. B, Quantifica-
tion of NKA� immunofluorescence observed in A. Compared with NT and WT rods, NKA� was
downregulated in rods expressing class I mutant rhodopsin in a manner depending on the
expression level of RhoQ344ter-Dend2. Rods with low expression of RhoQ344ter-Dend2 (Low Q)
had higher quantities of NKA� on the PM than rods with high expression of RhoQ344ter-Dend2
(High Q). By ANOVA Tukey post hoc test, all the pairs (a vs b, a vs c, and b vs c) were significantly
different ( p 	 0.001; based on 52 cells from n 
 4 animals for each condition) except for
between WT and NT rods (a, p 
 0.58), which indicated that the presence of the wild-type
rhodopsin transgene did not affect the expression of NKA�.

Figure 5. RhoQ344ter-Dend2 induces internalization of NKA�. A, RhoQ344ter-Dend2 (green)
was expressed together with NKA� fused to PSmOrange fluorescent protein (magenta) in rod
photoreceptors. These transgenic tadpoles aged 9 DPF were treated for 24 h with either DMSO
(Control) or 100 nM BA1 (BA1). BA1-treated rods exhibited vesicles containing both RhoQ344ter-
Dend2 and PSmOrange-NKA� in the ISs. B, Comparative quantification of intracellular fluores-
cence from PSmOrange-NKA� in either the presence (�) or absence (�) of 100 nM BA1 and
either with (�Q344ter) or without coexpression of RhoQ344ter-Dend2. Nearly equal amounts of
PSmOrange-NKA� were observed among untreated and BA1-treated cells expressing only
PSmOrange-NKA� (NS, p 
 0.35; based on 80 untreated cells and 140 BA1-treated cells from
n 
 4 animals each). Conversely, BA1-treated cells expressing both PSmOrange-NKA� and
RhoQ344ter-Dend2 had significantly increased amounts of PSmOrange-NKA� in the ISs com-
pared with untreated cells expressing both PSmOrange-NKA� and RhoQ344ter-Dend2 ( p 	
0.001; based on 160 untreated cells and 173 BA1-treated cells from n 
 4 animals each). This
difference suggests that the presence of RhoQ344ter-Dend2 was required to bring PSmOrange-
NKA� to the IS lysosomes for degradation. C, Cells expressing only the PSmOrange-NKA�
fusion protein without RhoQ344ter-Dend2 did not significantly accumulate PSmOrange-NKA�
upon treatment with BA1. Scale bars, 10 �m. ***p 	 0.001, NS, not significant.
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0.001; based on 65 OSs from n 
 6 animals for each condition;
Table 1). To clarify the relationship between NKA� downregula-
tion and OS defects, we measured the NKA� levels and OS
lengths in the same individual rods expressing RhoQ344ter-Dend2.
Rods expressing RhoQ344ter-Dend2 had variable degrees of NKA�
downregulation (Fig. 6C). For this analysis, we categorized indi-
vidual rods (192 measurements from n 
 6 individual animals)
into three groups depending on the severity of the downregula-
tion. Rods with NKA� levels similar (80 –100%) to the nontrans-
genic values had OSs that were 16.0 � 4.0 �m long, and thus
comparable to OS lengths of nontransgenic rod photoreceptors
(Table 1, untreated). Rods with NKA� downregulation demon-
strated significantly shorter rod OSs (p 	 0.001); rods that con-
tained 40 – 60% of the normal NKA� level had OSs that were
11.3 � 4.2 �m long, whereas rods that expressed 	 20% of the
average nontransgenic NKA� level had OSs that were 6.1 � 3.5
�m long (Fig. 6C). This analysis indicated that NKA� downregu-
lation coincides with the shortening of rod OSs.

As additional tests to gauge OS loss, retinas from 21 DPF
transgenic tadpoles were subjected to immunoblotting analyses
using antibodies against P/rds and rhodopsin (Fig. 6D,E). The
amount of P/rds, normalized to the expression levels of
�-tubulin, was nearly 50% lower (p 
 0.025) in Q1 retinas com-
pared with NT retinas (Fig. 6D,F; representative blot based on
n 
 6 animals). The amount of endogenous Xenopus rhodopsin
was � 85% lower (p 	 0.001) in Q1 retinas than in NT retinas
(Fig. 6E,F; n 
 6 animals). While there were significant differ-
ences in OS structure and number between RhoQ344ter-Dend2
and Rho-Dend2-1D4 retinas, rod nuclei were only marginally
lost in RhoQ344ter-Dend2 retinas at this stage: the average number
of nuclei was only �10% lower in retinas expressing RhoQ344ter-
Dend2 than in retinas expressing Rho-Dend2-1D4 (Table 1; p 

0.017 based on n 
 6 animals). This minor decrease suggests that
OS shortening and loss both precede rod cell death. These results

indicate that rhodopsin mislocalization, as well as NKA� down-
regulation, contribute to OS shortening and loss, which are the
beginning signs of retinal disease.

Pharmacological inhibition of NKA� with digoxin mimics
the degenerative phenotype observed in RhoQ344ter-Dend2
retinas
To examine whether compromised NKA� activity can be caus-
ative to the shortening or loss of rod OSs, we treated nontrans-
genic animals (starting age 14 DPF) with digoxin, which
specifically inhibits NKA�. The integrity of the OS structures was
assessed by P/rds (Fig. 7A) and XAP-2 (Fig. 7B) immunofluores-
cence. After 3 d, retinas from digoxin-treated animals exhibited
shorter and fewer OS structures than untreated animals. On av-
erage, the rod OSs of 3 d treated retinas were �20.0% shorter
(p 	 0.001; based on analyzing 96 OSs from n 
 4 untreated
animals and 120 OSs from n 
 4 treated animals) and 30% fewer
(p 	 0.03; based on retinas from n 
 4 animals each for treated
and untreated) than those of untreated retinas. After 7 d of treat-
ment, this effect was exacerbated. On average, the rod OSs of 7 d
digoxin-treated retinas were �29% shorter (p 	 0.001; based on
analyzing 250 OSs from n 
 5 untreated animals and 170 OSs
from n 
 5 treated animals; Table 1) and 34% fewer (p 	 0.001;
based on retinas from n 
 5 animals each for treated and un-
treated; Table 1) than those of untreated retinas. The magnitude
of OS shortening and loss observed in 7 d digoxin-treated ani-
mals, which were 21 DPF at the time of analysis, was similar to
that seen in RhoQ344ter-Dend2 animals, which were also analyzed
at 21 DPF (Table 1). Although OS structures were affected by the
digoxin treatment, the number of nuclei per retina area (180 �m)
remained nearly identical between treated and untreated animals
for both 3 (p 
 0.96; based on n 
 4 animals) and 7 (p 
 0.56;
based on n 
 5 animals) day treatments (Table 1). This result is
similar to the pathogenic process of RP beginning with OS short-

Figure 6. Rods expressing RhoQ344ter-Dend2 exhibit disorganized rod OSs. Immunofluorescence labeling of OSs using (A) anti-P/rds (magenta) and (B) XAP-2 (magenta) antibodies. Retina
sections (21 DPF) expressing either Rho-Dend2-1D4 (green) or RhoQ344ter-Dend2 (green) were labeled. C, Rods with lower NKA� expression demonstrate shorter OSs. NKA� expression levels in
RhoQ344ter-Dend2-positive rods (21 DPF) were normalized to average NKA� level (100%) in nontransgenic wild-type (wt) rods (21 DPF). Rods with three different ranges of NKA expression levels
(80 –100, 40 – 60, and 0 –20%) were analyzed. D, Representative immunoblot comparing 21 DPF retina samples of either NT or Q1 animals. Primary antibodies against �-tubulin and P/rds were
used in combination with anti-mouse HRP for chemiluminescence detection of the signals. E, Representative blot comparing 21 DPF retina samples of either NT or Q1 retinas. Primary antibody
against rhodopsin (B6 –30) was used in combination with anti-mouse HRP for chemiluminescence detection of the signals originating from endogenous Xenopus rhodopsin. Molecular weight (MW)
marker is in kilodaltons for both D and E. F, Quantification of immunopositive signals in D and E. NT average value was standardized to 1.00 for both P/rds (normalized to �-tubulin) and total
endogenous rhodopsin, for readily comparison with groups expressing RhoQ344ter-Dend2 (Q1). For immunoblot against P/rds, the relative values were 1.00 � 0.23 for NT and 0.52 � 0.42 for Q1
(based on n 
6 animals; p 
0.025). For immunoblot against total endogenous rhodopsin, the relative values were 1.00�0.21 for NT and 0.14�0.37 for Q1 (based on n 
6 animals; p 	0.001).
Scale bars, 10 �m. *p 	 0.05, ***p 	 0.001.
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ening and loss before the onset of rod cell death (Milam et al.,
1998). Immunoblotting revealed a 30% decrease in the total en-
dogenous rhodopsin levels in digoxin-treated (7 d) retinas (Fig.
7C), which is consistent with the occurrence of OS loss and short-
ening. These results suggest that compromised NKA� function,
whether via pharmacological inhibition or co-degradation with
RhoQ344ter-Dend2, leads to compromised rod OSs and reduced
amounts of rod OS membrane proteins as represented by P/rds
and rhodopsin.

To rule out possible nonspecific effects of digoxin, we tested
four additional NKA inhibitors that are structurally distinct from
digoxin (Fig. 8; Table 1) and hence unlikely to share off-targets.
Treatments with these four NKA inhibitors, for up to 7 d, resulted
in time-dependent shortening and loss of rod OSs as observed for
digoxin-treated retina (Fig. 8A–D, compare 3 and 7 d). As with
the studies of digoxin, photoreceptor outer segments were visu-
alized by P/rds and XAP-2 immunofluorescence. Ouabain is a
steroidal glycoside more potent and selective than digoxin (Gable
et al., 2017), whereas istaroxime is a steroidal but non-glycoside
molecule (De Munari et al., 2003). After 7 d of treatment with
ouabain, rod OSs were 17–23.5% (p 	 0.001) shorter and 12–
22.5% fewer (p 	 0.05) on average compared with age-matched
untreated retinas (Table 1). We also tested the effects of NKA
inhibitors that are unrelated to steroidal or glycoside NKA inhib-
itors, and thus do not share the mechanism of action with
digoxin. Wedelolactone and 3,4,5,6-tetrahydroxyxanthone hy-
drate (TTX) are coumestan and xanthone-based structures, re-
spectively (Wang and O’Doherty, 2012), and do not share a
structural backbone with digoxin. In inhibiting NKA, these
classes of molecules demonstrate different mechanisms of action
and binding to NKA (Pôças et al., 2003; Zhang et al., 2010; Wang
and O’Doherty, 2012). After wedelolactone or TTX treatment,
the rod OSs were 8 –13.7% shorter (p 
 0.043 for wedelolactone
and p 	 0.001 for TTX) and 23.3–25.7% fewer in number (p 	
0.001) than untreated retinas. Various degrees of OS shortening
and loss were observed among these inhibitors, potentially be-
cause of their different pharmacokinetics and other pharmaco-

logical properties. Nevertheless, these treatments invariably did
not result in the statistically significant changes in the number of
nuclei (Table 1; p � 0.05 for all untreated vs treated combina-
tions). These experiments generally support the notion that NKA
inhibition emulates the symptoms of early stage RP: OS shorten-
ing and loss without the significant loss of rod photoreceptor
cells.

Discussion
By taking advantage of class I mutant rhodopsin, which is defi-
cient in ciliary targeting, we proved a novel mechanism of pho-
toreceptor toxicity caused by mislocalized rhodopsin in retinal
ciliopathies. This paper provided evidence that mislocalized rho-
dopsin is continuously internalized, transported to lysosomes,
and degraded. This lysosome-mediated degradation results in
disruption of the protein homeostasis of the rod IS PM where
class I mutant rhodopsin is locally added and removed at rapid
rates. Class I mutant rhodopsin causes photoreceptor degenera-
tion in a manner independent of rhodopsin activation by light
(Tam et al., 2006; Concepcion and Chen, 2010). In this study, all
the animals were reared in 24 h darkness until subjected to live
microscopy experiments, and therefore served as a model for
light-independent disruption of photoreceptor structure and
function. Mislocalized rhodopsin induces co-degradation of
NKA�, and this degradation led to severe downregulation of
NKA� on the IS PM. In our experiments, the transgene is not

Figure 7. Inhibition of NKA results in disorganized rod OSs of Xenopus laevis. Xenopus tad-
poles (NT) were treated with digoxin, which is a specific inhibitor of NKA. Control animals were
treated with 0.1% DMSO and were housed in the same conditions. A, Immunofluorescence
labeling of photoreceptor OSs using anti-P/rds after 3 or 7 d of either 3.5 �M digoxin treatment
or no treatment (Control). Digoxin-treated retinas had fewer and shorter OS structures com-
pared with control retinas; this effect was exacerbated with longer treatment time (compare 3
and 7 d). B, Immunofluorescence labeling of rod OSs using XAP-2 antibody after 3 or 7 d of
digoxin treatment. Treated retinas (digoxin) had shorter and fewer OS structures than un-
treated retinas (Control). C, Representative immunoblot comparing endogenous rhodopsin
levels between digoxin-treated and untreated (Untreated) retinas. Mean rhodopsin signal in
untreated retinas was standardized to 1.00 (a.u.). The relative values were 1.00 � 0.31 (n 
 6
animals) for untreated retinas and 0.69 � 0.14 (n 
 6 animals) for digoxin-treated retinas.
Molecular weight (MW) marker is in kilodaltons. Scale bars, 10 �m.

Figure 8. NKA inhibitors structurally distinct from digoxin induce disorganization of rod OSs.
Photoreceptor OSs were labeled by anti-P/rds antibody (magenta), which binds to both cone
and rod OSs, or by XAP-2 antibody, which specifically binds to rod OSs (magenta). A, Animals
were treated with 1.0 �M ouabain for 3 or 7 d. B, Animals were treated with 3.5 �M wedelo-
lactone for 3 or 7 d. C, Animals were treated with 3.0 �M istaroxime for 3 or 7 d. D, Animals were
treated with 10.0 �M TTX for 3 or 7 d. Rod OSs were shorter and fewer after treatment with all
the NKA inhibitors. Scale bars, 10 �m.

5590 • J. Neurosci., July 10, 2019 • 39(28):5581–5593 Ropelewski and Imanishi • Rod Dysfunction by Mislocalized Rhodopsin



overexpressed, and is only observed at levels between 1 and 5% of
endogenous rhodopsin (Lodowski et al., 2013). Transgenic ex-
pression of wild-type Rho-Dend2-1D4 did not alter the amount
of NKA�. Therefore, downregulation of NKA� was not due to
overexpression of transgene in our system, but due to specific
effect of class I mutant RhoQ344ter-Dend2 mislocalized to the IS
PM. The effect we observed in our class I model may also be
occurring in other inherited blinding disorders that exhibit rho-
dopsin mislocalization. Rhodopsin mislocalization is commonly
observed in a subset of Joubert syndrome (Lessieur et al., 2017),
Bardet–Biedl syndrome (Nishimura et al., 2004; Simons et al.,
2011), as well as many other forms of retinitis pigmentosa in
which rhodopsin is not the defective gene (Hagstrom et al., 2001;
Gao et al., 2002; Adamian et al., 2006). Therefore, further studies
are warranted to determine whether NKA� downregulation is
occurring in these diseases.

Separate lines of evidence indicate that compromised NKA�
function, either because of pharmacological inhibition or down-
regulation by mislocalized rhodopsin, triggers shortening and
loss of rod OSs. This finding is significant because rhodopsin
mislocalization, OS shortening, and loss of OS structures are the
most commonly observed events in retinitis pigmentosa patients
(Li et al., 1995; Milam et al., 1998), but their cause– effect rela-
tionships have been unclear until this study. The finding that
NKA� downregulation causes photoreceptor dysfunction un-
derscores the important role of NKA� in photoreceptor cell
health and function. NKA� is expressed in high density on the IS
PM of rod photoreceptors (Schneider et al., 1991; Wetzel et al.,
1999). NKA� is an essential component of rod photoreceptors,
and is responsible for generating the dark current and maintain-
ing ion homeostasis within these cells (Demontis et al., 1995; Roy
et al., 2013). Shortening of OSs is possibly a homeostatic mecha-
nism rods use to maintain the current per OS plasma membrane
area after the corresponding current in the IS is reduced due to
NKA downregulation. In the retina of Drosophila, RNAi-
mediated knockdown of NKA� resulted in loss of photoresponse
and rapid degeneration of photoreceptors (Luan et al., 2014).
Similarly, in the retina of mice, inhibition of NKA� by digoxin
caused photoreceptor-specific cell death (Landfried et al., 2017).
In our model, NKA� became downregulated because of constant
co-degradation with mislocalized rhodopsin. This downregula-
tion of NKA� resulted in shortening and loss of rod OSs; these
defects were recapitulated by pharmacological inhibition of
NKA� pumping function. The degree of NKA� downregulation
was 83.4 � 11.2% in rods expressing a high-level of RhoQ344ter-
Dend2. This degree of downregulation was similar to the extent
of NKA inhibition (� 80%; Gable et al., 2017) by the inhibitor
concentrations (3.5 �M for digoxin and 1 �M for ouabain) intro-
duced in this study. Thus, those studies strongly suggest that
NKA downregulation induced by rhodopsin mislocalization is
sufficient to cause rod OS shortening and loss. NKA� inhibitors
with distinct physicochemical and pharmacological properties
invariably caused rod OS loss and shortening without appreciable
loss of rod photoreceptors, emulating the conditions of early
stage RP patients.

In addition to maintaining ion homeostasis, an additional
function of NKA proteins has been proposed: as a binding part-
ner for retinoschisin (Molday et al., 2007), which is a photorecep-
tor adhesion molecule. Such adhesion is likely critical for
photoreceptor–Muller glia and photoreceptor– bipolar cell inter-
actions (Molday et al., 2007; Friedrich et al., 2011). Neurite
sprouting accompanies rhodopsin mislocalization in retinitis
pigmentosa (Li et al., 1995; Tam et al., 2006), which is suggestive

of defective cell– cell interaction and adhesion. Therefore, unlike
pharmacological inhibition of NKA�, physical removal of NKA�
induced by rhodopsin mislocalization may result in additional
adverse effects to the PM because of the structural roles of Na�/
K�-ATPase proteins.

In retinitis pigmentosa patients, shortening and loss of OSs
are observed before photoreceptor cell death and compromise
their vision (Milam et al., 1996; Oh et al., 2014). Class I mutant
rhodopsin, mislocalized to the IS PM, causes shortening and loss
of rod OSs at the early stages of pathogenesis. Our observation
that total endogenous Xenopus rhodopsin is reduced by �85% in
RhoQ344ter-Dend2 retinas is consistent with previous finding that
retinas expressing class I mutant rhodopsin had low amount of
endogenous rhodopsin (Tam et al., 2006; Lodowski et al., 2013).
Similar to RP patients, our Xenopus model did not demonstrate
significant death of rod photoreceptors. Sustained downregula-
tion or inhibition of NKA, however, would lead to rod photore-
ceptor cell death as observed for NKA�2 knock-out mouse
(Molthagen et al., 1996), digoxin-treated mouse (Landfried et al.,
2017), and NKA-deficient Drosophila (Luan et al., 2014) models.
In the early stages of pathogenesis, as tested in our study, the
occurrence of OS loss/shortening is well-separated from the on-
set of cell death events. The number of nuclei per same retinal
area stayed fairly consistent between retinas expressing Rho-
Dend2–1D or RhoQ344ter-Dend2, and also among untreated ret-
inas and retinas treated with NKA inhibitors, indicating that
compromised NKA� function initially results in OS loss/short-
ening. This result is supported by our previous study in which
only a nominal number of TUNEL-positive nuclei were observed
in retinas expressing class I mutant rhodopsin (Lodowski et al.,
2013). Therefore, our Xenopus model will be useful to understand
the early pathogenesis process of human retinitis pigmentosa.

In summary, we demonstrated that mislocalized rhodopsin
disrupts the PM homeostasis of rod photoreceptors through con-
comitant lysosome-mediated degradation of IS PM membrane
protein, NKA. Lysosome-mediated degradation is associated
with various photoreceptor degenerative disorders (Chen et al.,
2013; Bogéa et al., 2015; Yao et al., 2018), but the context and
consequences of the degradation differ among these diseases. For
example, in a light-dependent photoreceptor degeneration
model, activation of lysosomes and autophagy is neuroprotective
(Chen et al., 2013), but in a mouse model of a class II rhodopsin
gene mutation (Sakami et al., 2011, 2014), activation exacerbates
the photoreceptor degeneration (Yao et al., 2018). In the case of
retinal diseases caused by mislocalized rhodopsin, our study sug-
gests lysosome-mediated degradation is both beneficial and det-
rimental. On one hand, lysosomes are used to remove and
eliminate toxic rhodopsin species mislocalized on the PM, but on
the other hand, lysosomes cause collateral damage by co-
eliminating NKA�. Other than NKA�, additional IS membrane
proteins, which are physiologically relevant and essential, might
also be degraded together with mislocalized rhodopsin and there-
fore downregulated on the IS PM. Thus, in relation to rhodopsin
mislocalization, additional global consequences of rhodopsin
degradation to the photoreceptor proteome should be character-
ized to fully comprehend the mechanisms of retinal ciliopathies.
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