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Figure 3. Two dimensional analysis of
myocilin expression. Myocilin isoforms
in cell lysate (upper panel) and culture
medium (lower panel) from HTM cells
transduced with Ad-myocilin-FLAG
were first separated by their isoelectric
points and then resolved according to
their molecular weights. Myocilin
detection was performed by western blot
analysis using anti-FLAG antibody.
This experiment was performed two
times, and representative gels are
shown.

evidence for the presence of myocilin isoforms. However, the
mobility of the intracellular myocilin also increased when cell
lysates were added with culture media containing FBS (lane
4 in Figure 1A). By contrast, the mobility of the secreted
myocilin decreased when cells were cultured without FBS
(lane 5 in Figure 1A) or only increased mobility was observed
when the cell lysate and medium were combined (lane 1 in
Figure 1A). Therefore, the fast mobility of the secreted
myocilin must have been an artifact.

It has also been reported that the upper bands of the
myocilin doublet correspond to the glycosylated forms of the
lower bands [14,19,22,25], but a recent study showed that
myocilin is not glycosylated [27]. To clarify this discrepancy,
we reexamined the effect of deglycosylation on the doublet.
The treatment of Endo H resulted in a shift of the upper band
into the lower band in the intracellular myocilin but not in the
extracellular myocilin (lane 2 and 5 in Figure 1B) while the
treatment with PNGase F induced a shift in both the
intracellular and extracellular myocilins (lane 3 and 6 in
Figure 1B). Endo H removes N-glycans of a high mannose
type whereas PNGase F completely digests all N-linked
oligosaccharides. Thus, these results support the earlier
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finding that myocilin can be glycosylated in the ER and then
further processed in the Golgi apparatus. We also examined
the effect of Endo D on the doublet to determine whether
intracellular myocilin is statically retained in the ER without
recycling or retrieved from the cis-Golgi. Endo D is a
specialized carbohydrate cleaving enzyme that distinguishes
glycoproteins that are never exported out of the ER from those
entering the cis-Golgi [31]. There was no shift in the upper
band of the intracellular myocilin after treatment with Endo
D (Figure 1C), revealing that at least the glycosylated
myocilin is localized to the ER by a retention mechanism.
We determined the NH»-terminal amino acid sequence of
myocilin and obtained the following sequence: Arg-Thr-Ala-
GlIn-Leu, which matches the residues 33-37 of myocilin
where the predicted cleavage site of the ER targeting signal
sequence of myocilin starts [32]. We found no differences in
the sequences between intracellular and extracellular
myocilin and between the upper and low bands of both of the
myocilins (Figure 2A), demonstrating that the signal sequence
is cleaved off all forms of myocilin. Consistent with these
results, myocilin with its NH>-terminus tagged with FLAG
was detected by anti-myocilin antibody but not by anti-FLAG
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antibody in both the cell lysate and culture medium. However,
myocilin-FLAG was clearly detected by anti-FLAG antibody
(Figure 2B).

Previously, two dimensional (2D) PAGE analysis of
myocilin expression showed that multiple isoforms could be
detected in cell lysates of human optic nerve head cells or in
the media of human lamina cells as well as in cell lysates and
media of dexamethasone-treated HTM cells [22,23,33].
Because 2D-PAGE is the only method used to describe
myocilin isoforms in the literature, we also used it to identify
myocilin isoforms that are specific to the intracellular or
extracellular compartments. To precisely compare the
myocilin isoforms in the cell lysate with those in the culture
media, we simultaneously performed all experimental
procedures including the sample preparations and the
electrophoresis. In agreement with previous results, western
blot analysis following 2D-PAGE of cell lysates showed five
to six different myocilin isoforms ranging in pl from 5.0 to
5.4 and molecular weight from 55 to 57 kDa (Figure 3, upper
panel) whereas the myocilin in concentrated media was
separated as multiple isoforms with pl ranging from 4.9 to 5.3
and molecular weight from 55 to 57 kDa (Figure 3, lower
panel). It is important to point out that a significant amount of
the myocilin isoforms with same mass and pl were found in
both the cell lysate and medium, although it is evident that
about half of the myocilin isoforms in the culture medium
were more acidic than those in the cell lysate. In addition to
the preceding data, these results consistently showed that there
were no myocilin isoforms found only in the ER or
extracellular compartment.

Mpyocilin is not completely secreted: The absence of a
difference between the intracellular and extracellular
myocilins led us to assume that the intracellular myocilin is a
protein that is embarking on the secretory pathway. To test
this possibility, we examined the trafficking of myocilin with
its COOH-terminus tagged with GFP (myocilin-GFP).
Although most of the fusion protein was secreted as early as
1 h after chase and completed its secretion approximately 2 h
after chase, detectable amounts of the initial pulse remained
in the cells even 48 h after chase. In addition, there was no
intracellular decay observed throughout the chase period
(Figure 4A). Moreover, the treatment with the proteasomal
inhibitor, ALLN, had no effect on the decay (data not shown).
Taken together, these results suggest that myocilin is
intrinsically very stable but an incompletely secreted protein.

To further explore the export of myocilin from HTM
cells, we repeated the above experiment but varied the level
of myocilin expression. At lower expression levels as in
Figure 4A, myocilin was mainly detected extracellularly. As
its expression was increased, however, the cellular
distribution of myocilin shifted to intracellular accumulation
and this gradually exceeded the extent of secretion from the
cells. Therefore, at a higher expression level, myocilin was
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detected preferentially in the intracellular compartment
(Figure 4B, upper panel). As a control, we monitored the
movement of stromelysin, a well known secretory protein,
which was secreted into the culture media regardless of its
expression levels (Figure 4B, lower panel).

Myocilin is retained in the Ilumen of the endoplasmic
reticulum: Because knowledge of the topology of a protein is
necessary for elucidating its identity, we studied the topology
of myocilin in the ER by the protease protection assay. We
prepared microsomal vesicles from the HTM cells expressing
myocilin-GFP and treated the membrane vesicles with
increasing concentrations of proteinase K in the presence or
absence of Triton X-100. Western blot analysis showed that
myocilin was completely resistant to the protease in the
absence of a detergent, but it was readily digested when the
membrane was disrupted with Triton X-100 (Figure 5, upper
panel), which is in accordance with a previous report [34]. We
also probed the same blot with a monoclonal antibody against
calnexin, a 90 kDa type I transmembrane protein primarily
located in the ER. In the absence of a detergent, the full-length
calnexin was all converted to a truncated form with its NHo-
terminal fragment exposed to the cytoplasmic face of the
membrane deleted while in the presence of a detergent, it was
completely destroyed (Figure 5, lower panel). These data
warrant membrane intactness and proteinase K activity,
thereby demonstrating that myocilin is a luminal ER protein.

Endoplasmic reticulum retention of myocilin occurs in a
subset of cells: Previously, no myocilin staining was reported
even with DEX exposure in many TM cells and most
Schlemm’s canal cells [35], ocular cells that along with TM
cells constitute the outflow pathway. Our results consistently
showed that the cultures transduced with Ad-myocilin-GFP
demonstrated green fluorescence corresponding to myocilin
expression in a restricted number of cells, with bright
fluorescence noted occasionally (Figure 6A). This expression
pattern of myocilin is easily distinguished from that of
myocilin mutants such as myocilin with the Y437H mutation
where the expression is discernable in nearly all cells,
although the signal is less weak. To understand the distinct
features of myocilin expression, we co-expressed wild-type
myocilin with myocilin mutant with the Y437H mutation and
thereby selectively inhibited the secretion of the former
protein. As expected, inhibition of wild-type myocilin
secretion resulted in a dramatic increase in the number of cells
showing wild-type myocilin expression. Furthermore, the
increase was proportional to the myocilin mutant expression
(Figure 6B). These results suggest that wild-type myocilin is
secreted immediately after its synthesis from most cells,
making it hard to detect its expression. This explains why
myocilin expression is not detected in many HTM cells. To
better understand myocilin expression, HTM cells were
transduced with Ad-myocilin-GFP that was covalently
labeled with CM-Dil. In general, the level of a transgene
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expression in a cell is largely correlated with the degree with
which the viral particles carrying the gene enter the cell. The
correlation was observed only in about half of the transduced
cells (Figure 6C, right row). Approximately 40% of the cells
examined did not exhibit any myocilin expression as judged
by the brightness of the green fluorescence of the GFP when
compared to the extent of the viral uptake and as judged by
the brightness of the red fluorescence of the CM-Dil (Figure
6C, middle row). The remaining 10% of cells showed
myocilin expression without any prominent signs of viral
infection (Figure 6C, left row). These results illustrate that the
degree of intracellular myocilin accumulation is not solely
determined by the extent of viral transduction. Perhaps it
might also be influenced to a certain extent by individual cell-
specific characteristics.

Intracellular accumulation of myocilin leads to endoplasmic
reticulum stress and reduction in cell proliferation: One
explanation for the localization of myocilin to the ER is that
myocilin is retained inside cells because it is not correctly
folded or assembled in the ER. If this is true, myocilin may
lead to, as misfolded or unfolded proteins usually do, an ER
stress response such as unfolded protein response (UPR),
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Figure 4. Time-course analysis of the cellular trafficking of myocilin.
A: HTM cells transduced with Ad-myocilin-GFP at an MOI of 10
pfu were pulse labeled with [33S]methionine and chased for the times
indicated. After chase, the GFP fusion protein in the equal amount
of cell lysates (~5 pg/well) and culture media were
immunoprecipitated with anti-GFP antibody, resolved on SDS-—
PAGE, and then subjected to autoradiography. Each experiment was
performed three times with similar results. B: HTM cells transduced
with Ad-myocilin-GFP (upper panel) or Ad- stromelysin-GFP
(lower panel) at the indicated MOI were pulse labeled and chased for
4 h. The cells (C) and culture media (M) were separately harvested
and processed the same as in A. Each experiment was performed two
times with identical results. The bands resolved at approximately
68 kDa might be degraded products of stromelysin-GFP.
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which may be followed by apoptotic cell death [36,37]. In
previous studies, we showed by western blot analysis and
WST-1  (4-[3-(4-lodophenyl)-.  2-(4-nitrophenyl)-2H-5-
tetrazolio]-1,3-benzene disulfonate) cell proliferation assay
that wild-type myocilin did not trigger ER stress and was not
toxic to cells [16,17]. However, the biochemical assessments
may have been inadequate in assaying such a protein as
myocilin since they demonstrate only average effects of all
the cells. To precisely evaluate the biological outcomes of
myocilin expression, cellular responsiveness to myocilin
accumulation must be examined in individual cells.

In the present study, therefore, we reexamined using the
immunocytochemistry myocilin-induced ER stress response.
The results showed that the UPR could be activated with wild-
type myocilin expression as demonstrated by the upregulation
of GRP78 in the cells expressing myocilin-GFP but not in cells
without myocilin-GFP expression. The same pattern of
GRP78 induction was observed in the cultures expressing
myocilin-FLAG as well as the myocilin mutant such as
myocilin with the Y437H mutation (Figure 7A). By contrast,
the induction was not observed in cells expressing GFP-
tagged stromelysin, demonstrating that the observations were
not an artifact of the GFP tagging, protein overexpression, or
the viral infection.

We then assessed by fluorescence microscopy the effect
of myocilin expression on the proliferation of HTM cells. To
this end, we transduced HTM cells with adenoviruses
expressing GFP, stromelysin-GFP, myocilin-GFP, or Y437H
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Figure 5. Determination of the topology of myocilin in the
endoplasmic reticulum. The microsomal membrane was prepared
from HTM cells transduced with Ad-myocilin-GFP. The membrane
fractions were untreated (-) or treated with 1% Triton X-100 (+)
followed by the addition of increasing concentrations of protease K
(10 pg/ml in lane 1 and 2; 20 pg/ml in lane 3 and 4; 50 pg in lane 5
and 6; 100 pg lane 7 and 8). After digestion, the membrane was
probed with anti-myocilin antibody (upper panel), stripped, and re-
probed with anti-calnexin antibody (lower panel).
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Figure 6. Fluorescence microscopic
analysis of myocilin expression. A:
HTM cells were transduced with Ad-
myocilin-GFP (WT) or Ad-Y437H
myocilin-GFP (437) atan MOI of 10 pfu
and expressed for 48 h. After fixing and
staining ~ with  DAPI,  myocilin
expression (green) and DAPI staining
(blue) were merged. Representative
images are shown of three independent
experiments. The graph is plotted values
showing the ratio of GFP-expressing
cells to nontransduced cells. Data
represents means+standard deviation
from 200 cells. B: HTM cells were
transduced with Ad-myocilin-FLAG at
an MOI of 10 pfu followed by
transduction of Ad-Y437H myocilin-
GFP at an MOI of 0 pfu (left column), 5
pfu (middle column), and 10 pfu (right
column). Myocilin-FLAG was detected
with anti-FLAG antibody. Images of red
fluorescence from myocilin-FLAG
(upper row) or green fluorescence from
Y437H myocilin-GFP (lower row) were
merged with DAPI stains. Each column
represents the same cells.
Representative images are shown of
three independent experiments. The
graph is plotted values showing the ratio
of red fluorescence-positive cells to
nontransduced cells. Data represents
means+tstandard deviation from 200
cells. C: HTM cells were transduced
with red fluorescence (CM-Dil)-labeled
Ad-myocilin-GFP. Green (upper panel)
and red fluorescence (lower panel)
overlapped  with  nuclear stains
correspond to myocilin expression and
cellular uptake of wviral particles,
respectively. Each column represents
the same cells. Representative images
are shown of three independent
experiments. Bar: 50 pm.
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Figure 7. Evaluation of the potential
cytotoxicity of myocilin expression. A:
HTM cells were transduced with Ad-
myocilin-GFP  (WT), Ad-myocilin-
FLAG (FLAG), Ad-Y437H myocilin-
GFP (437), or Ad-stromelysin-GFP
(Str) and stained for GRP78. FITC-
conjugated anti-FLAG antibody and
DAPI was used to stain myocilin-FLAG
and nuclei, respectively. Each column
represents the same cells. The staining
patterns of each myocilin (green) and
GRP78 (red) merged with DAPI stains
are shown in the upper and lower rows,
respectively. Representative images are
shown of  three independent
experiments. B: HTM cells were
transduced with Ad-GFP (GFP), Ad-
stromelysin-GFP (Str), Ad-myocilin-
GFP (WT), or Ad-Y437H myocilin-
GFP (437) and cultured for 48 h (upper
row) or 96 h (lower row). After fixing
and staining with DAPI, the green
fluorescence of GFP or GFP fusion

proteins were merged with DAPI stains.
Representative images are shown of

three independent experiments. Bar: 50
um. The graph is plotted values showing
the ratio of GFP-expressing cells to
nontransduced cells. Data represents

WT

% of fluorescent cells

GFP

Str

meanststandard deviation from 200
cells.

437

myocilin-GFP and then calculated the ratio of cells expressing
each transgene versus the cells that did not express it 48 h or
96 h later. In the cells transduced with Ad-GFP, the ratio was
relatively constant. In the cells transduced with Ad-myocilin-
GFP, however, the ratio at the 96 h post-transduction was
approximately half of that at 48 h post-transduction. A similar
reduction in the ratio was observed with cells transduced with
Ad-Y437H myocilin-GFP (Figure 7B). These results suggest
that the replication of the cells expressing wild-type or mutant
myocilins was significantly inhibited compared to the cells
that were not transduced. These findings indicate that the
expression of not only mutant myocilin but also wild-type
myocilin appears to be toxic to cells.

DISCUSSION

In this study, we were interested in understanding the
mechanism by which myocilin is localized to both the ER and
extracellular compartments. The most common mechanism
by which products of a single gene are localized to more than
one cellular compartment is for each protein to be generated
with different topogenic information [30]. Hence, we first
tried to search for the presence of myocilin isoforms that are
topogenically different but failed to find such differences.
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Essentially, intracellular myocilin does not differ from its
extracellular counterpart.

The present study confirmed the previous observations
that both intracellular and extracellular myocilins are resolved
on SDS—-PAGE into glycosylated or non-glycosylated forms
and that these myocilins can be further separated on 2D-PAGE
into multiple spots with different pls [22,23,33]. Strictly
speaking, however, the glycosylated and non-glycosylated
myocilins do not fulfill our criteria for myocilin isoforms with
respect to cellular trafficking because both are equally
secreted. Similarly, the myocilin isoforms identified by 2D-
PAGE analysis also do not meet our criteria because most of
them are present intracellularly and extracellularly. Although
it was reported that myocilin undergoes post-transcriptional
modification giving rise to deleted forms [38], this finding was
not informative in that the event was examined only with
intracellular myocilin. Furthermore, this finding has not been
confirmed as yet by others. It was also reported that the Met-
Arg-Phe-Phe-Cys-Ala sequence (amino acids 1-6) was
obtained for the higher molecular mass of myocilin doublet
and the Arg-Thr-Ala-Gln-Leu sequence (amino acids 33-37)
was for the lower molecular mass of myocilin doublet [32].
However, these results are also not informative for the same
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reasons. Recently, Escribano et al. [26,34] have shown that
myocilin undergoes an intracellular endoproteolytic
processing, resulting in a 35 kDa fragment. In our experience,
however, the 35 kDa protein was occasionally observed even
when myocilin was overexpressed (data not shown).
Moreover, the fragment was detected in both the cells and
culture media, suggesting that it is not the ER specific or
extracellular compartment specific protein. Except for these
few reports, there is no published data regarding alternative
RNA splicing or different translational initiation, the most
common mechanisms that enable a single gene to
differentially express multiple types of topogenic information
[30]. The early description that MYOC is composed of only
three different sized exons further suggests that alternative
RNA splicing seldom, if ever, occurs in this gene [32,39].
Taken together, our data and those from other investigators
strongly suggest that myocilin isoforms that are different in
both their primary structure and topogenic information do not
exist.

In this study, we demonstrated that myocilin was not
completely secreted but accumulated in the lumen of the ER
over time. Many luminal ER proteins have at their COOH-
terminus a tetrapeptide Lys-Asp-Glu-Leu (KDEL) sequence
and display posttranslational modifications that are performed
by enzymes in the Golgi apparatus, demonstrating that they
escape the ER at least once during their lifetime [40,41].
However, myocilin does not have the KDEL sequence. In
addition, myocilin did not respond to Endo D digestion,
suggesting that it never leaves the ER. Furthermore, myocilin
was not evenly expressed in cells transduced with the
adenovirus expressing myocilin. Therefore, these results do
not indicate that myocilin is a cytosolic protein destined for
localization in the ER.

Although most MYOC mutations that are associated with
glaucoma are missense substitutions [7-9], myocilin with
these mutations usually manifest phenotypes such as Triton
insolubility [42], formation of intracellular aggregates [14,
16-18], and blockage of secretion [14,15,17]. This suggests
that myocilin is prone to misfolding. It has been reported that
avery high proportion (30%) of all newly synthesized proteins
are defective, but they are apparently degraded by
proteasomes shortly after their synthesis [43]. The present
study showed that such was not the case with myocilin in that
it was relatively resistant to proteasomal degradation. The
accumulation of such proteins as myocilin that are misfolded
and not degraded may be potentially detrimental to cells. We
observed that the cells expressing myocilin always expressed
GRP78, the master regulator of UPR as well as ER stress
[36]. This observation suggests that intracellular myocilin is
a protein similar to its mutant forms where it is localized to
the ER by default and at this location is potentially cytotoxic.

Recent studies have investigated transgenic mice
homozygous for MYOC and estimated the steady-state level
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of myocilin in the AH of the mice, demonstrating that mice
overexpressing the wild-type myocilin did not develop
elevated IOP or glaucoma [44,45]. These results suggest that
increasing the amounts of myocilin alone is not sufficient to
cause glaucoma. However, these findings do not mean that
intracellular myocilin itself is not harmful to cells. Therefore,
one might speculate that various published biological
outcomes associated with myocilin [46,47] may be attributed
to the potential cytotoxicity of myocilin expression.

In summary, the present study investigated whether
intracellular wild-type myocilin is a true ER resident protein
and showed that myocilin is likely a mistargeted protein rather
an ER protein. Therefore, the role myocilin plays in the
development of POAG may be greater than initially predicted.
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