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The amyloid-f (AB) peptide, widely known as the causative
molecule of Alzheimer disease (AD), is generated by the sequen-
tial cleavage of amyloid precursor protein (APP) by the aspartyl
proteases BACE1/[3-secretase and presenilin/y-secretase. Inhi-
bition of BACE], therefore, is a promising strategy for prevent-
ing the progression of AD. However, f3-secretase inhibitors
(BSIs) exhibit unexpectedly low potency in cells expressing
“Swedish mutant” APP (APPswe) and in the transgenic mouse
Tg2576, an AD model overexpressing APPswe. The Swedish
mutation dramatically accelerates 3-cleavage of APP and hence
the generation of Af; this acceleration has been assumed to
underlie the poor inhibitory activity of BSI against APPswe
processing. Here, we studied the mechanism by which the Swed-
ish mutation causes this BSI potency decrease. Surprisingly,
decreased BSI potency was not observed in an in vitro assay
using purified BACE1 and substrates, indicating that the accel-
erated 3-cleavage resulting from the Swedish mutation is not its
underlying cause. By focusing on differences between the cell-
based and in vitro assays, we have demonstrated here that the
potency decrease is caused by the aberrant subcellular localiza-
tion of APPswe processing and not by accelerated f3-cleavage or
the accumulation of the C-terminal fragment of B-cleaved APP.
Because most patients with sporadic AD express wild type APP,
our findings suggest that the wild type mouse is superior to the
Tg2576 mouse as a model for determining the effective dose of
BSI for AD patients. This work provides novel insights into the
potency decrease of BSI and valuable suggestions for its devel-
opment as a disease-modifying agent.

Alzheimer disease (AD)? is the most common type of demen-
tia associated with neurodegeneration. Amyloid B (AB) pep-
tides accumulate in the brains of AD patients and are deposited
as insoluble plaques, the hallmarks of AD pathophysiology (1).
AP is produced by sequential cleavage of amyloid precursor
protein (APP) by the aspartyl proteases BACE1/B-secretase
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and presenilin/y-secretase. Growing evidence indicates that
the acceleration of A generation can trigger the cognitive dys-
function characteristic of AD (2—4). In fact, many risk factors
for AD, including higher levels of B-secretase and y-secretase
expression, oxidative stress, and insulin dysfunction, promote
the generation of AB (5-11). Therefore, the inhibition of
AR production is one of the most promising therapeutic
approaches for preventing the progression of AD (12-16).

BACEL1/B-secretase inhibitors (BSIs) have been investigated
as AD-modifying agents since the gene encoding the BACE1
enzyme was cloned in 1999 (17, 18). BACE1-deficient mice are
viable, and the dramatic decrease in A levels caused by the
genetic deletion of BACE1L in AD model mice can ameliorate
AD phenotypes such as memory impairment (19-21). How-
ever, BSI is less able to reduce AB in an AD model mouse
(Tg2576) than in wild type mice (22—24), raising doubts about
the potential clinically effective dose of BSI and thus raising
concerns about the safety of the treatment and its cost in clin-
ical trials.

Tg2576 is a transgenic mouse expressing “Swedish mutant”
APP (APPswe) (25). This two-amino acid mutation, which was
discovered in Swedish familial AD patients (26), dramatically
accelerates B-site processing of APP. Therefore, the weakening
of BSI potency in the Tg2576 mouse appears to be attributable
to the Swedish mutation. Several reports have shown that BSIs
are less potent against A generation in cells stably transfected
with the APPswe variant than in those transfected with wild
type APP (APPwt) (22-24, 27), but the mechanism underlying
this reduction in BSI inhibitory activity has not yet been eluci-
dated. If the poor potency of BSIs in Tg2576 mice arises from
differences between AD and non-AD that are unrelated to the
Swedish mutation, then a high dose of BSI would be required to
effectively prevent AD progression in both sporadic and Swed-
ish type AD. Therefore, to accurately predict the clinically
effective dose of BSI, we must elucidate the mechanism by
which the Swedish mutation affects BSI potency.

In this study, in vitro BSI assays using purified BACE1 and
substrate peptides showed that, in contrast to previous results
from cell-based assays, BSI is as potent a cleavage inhibitor for
APPswe as it is for APPwt. This finding suggests that differ-
ences between the cell-based and in vitro enzymatic assays
might underlie the apparent effect of the Swedish mutation on
BSI potency. Our analysis of these differences demonstrates
that the potency decrease is caused by the aberrant subcellular
localization of APPswe processing and not by accelerated
B-cleavage or by the accumulation of the C-terminal fragment
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of B-cleaved APP (BCTF). Our findings suggest that the abnor-
mal subcellular site of APPswe processing is responsible for the
weakened inhibitory activity of BSIs against A3 production in
APPswe-expressing cells.

EXPERIMENTAL PROCEDURES

In Vitro BACE1 Activity Assay—In vitro BACEL activity
assays were performed using substrate peptides from the
American Peptide Company, Inc. (Sunnyvale, CA), recombi-
nant human BACEl from R & D Systems (Minneapolis,
MN), and BSI OM99-2 (28) or B-secretase Inhibitor IV
from Calbiochem (29). The substrate peptide sequences
were SEVKMDAEFRHDSGYEK-biotin (wild type; wt) and
SEVNLDAEFRHDSGYEK-biotin (Swedish; swe). Peptides
and inhibitors were dissolved in dimethyl sulfoxide (DMSO),
and dissolved peptides were stored at —20 °C.

The standard reaction buffer was 50 mm sodium acetate, pH
4.5, containing 0.25 mg/ml bovine serum albumin (BSA). In
experiments to check the pH dependence of IC,, values, cit-
rate-phosphate buffer was used because of its broad buffering
range. The reactions were carried by mixing 89 ul of substrate
solution, 1 ul of inhibitor solution or DMSO, and 10 ul of
BACET1 in each well of a 96-well plate and incubating the plate
under the conditions described in Fig. 1 and Table 1. The reac-
tions were terminated by the addition of 30 ul of 1 m Tris-HCl,
pH 7.6.

Enzyme-linked immunosorbent assays (ELISAs) were used
to measure the products of BACE1 enzymatic cleavage. The
reaction mixtures were appropriately diluted in Tris-buffered
saline (TBS) containing 0.1% Tween 20 (TBST) and 1% BSA and
transferred to a detection plate coated with a monoclonal anti-
body specific for the N-terminal end generated by BACE1
cleavage (82E1; IBL Co., Ltd., Gunma, Japan). The plate was
incubated overnight at 4 °C and then washed five times with
TBST. Neutravidin-horseradish peroxidase (Thermo Scien-
tific, Inc., Rockford, IL) was diluted 1:10,000 in sample dilution
buffer, and 100 ul of this diluted solution was added to each
well. The plate was incubated for 1 h at room temperature,
washed five times with TBST, and developed using SuperSignal
ELISA Pico chemiluminescent substrate (Thermo Scientific,
Inc.). Luminescence counts were measured using an ARVO
MX plate reader (PerkinElmer Life Sciences).

Cell-based AB Production Activity Assay—SH-SY5Y human
neuroblastoma cells stably transfected with APP isoform 695
(APP695) were maintained in Dulbecco’s modified Eagle’s
medium containing 10% heat-inactivated fetal bovine serum
(4.5 g/liter) and 100 wg/ml hygromycin B. Cells transfected with
wild type or Swedish mutant APP695 (APPwt or APPswe,
respectively) were designated SHwt cells and SHswe cells,
respectively. For inhibitor treatments, the cells were seeded in
96-well plates at a density of 8 X 10° cells/ml (150 ul of growth
medium/well), incubated for 2 h, and then treated with 2 ul of
inhibitor diluted in DMSO. The final DMSO concentration was
1%. The cells were then incubated for 24 h at 37 °C in a humid-
ified 5% CO, atmosphere. To measure secreted A3, the condi-
tioned medium was transferred to a 96-well plate, which was
stored at 4 °C until use.
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For quantification of BCTF, treated cells were lysed in TBS
containing Complete protease inhibitor mixture (Roche
Applied Science) and 1% Triton X-100 for 2 h at 4 °C. The
amount of BCTF in the lysate was determined using a BCTF
ELISA.

Cell Surface Biotinylation—Five milliliters of SHwt or SHswe
cells were seeded into 6-cm dishes (2 X 10° cells/dish). After
24 h, the cells were washed three times with Hanks” balanced
salt solution (HBSS) and then biotinylated with Sulfo-NHS-LC-
Biotin (0.5 mg/ml; Thermo Scientific, Inc.) in cold HBSS for 1 h
at 4 °C. The cultures were washed with 100 mm glycine in cold
HBSS and rinsed twice with cold HBSS. The cells were har-
vested in cold phosphate-buffered saline (PBS) and collected
by centrifugation. Cell pellets were suspended in PBS con-
taining 1% Nonidet P-40 and Complete protease inhibitor
mixture (Roche Applied Science), sonicated, and centrifuged
at 16,000 X g for 10 min. The protein concentrations of the
supernatant fractions were determined using a BCA assay kit
(Thermo Scientific, Inc.) and normalized to the controls.

The normalized SHwt and SHswe cell lysates were incubated
with streptavidin beads (Thermo Scientific, Inc.) overnight.
The biotinylated molecules were eluted by heating at 95 °C for
10 min in LDS sample buffer (Invitrogen). The eluates were
analyzed by Western blotting using anti-APP antibody 6E10
(Covance, Princeton, NJ).

Immunofluorescence and Image Acquisition—SHwt or
SHswe cells cultured on plastic discs in 24-well plates were
rinsed with HBSS, incubated with antibody 6E10 (1:200) to
label APP on the cell surface, and washed three times with cold
HBSS. Either immediately thereafter or after a 15-min incuba-
tion at 37 °C to allow endocytosis to occur, the cells were fixed
for 15 min at room temperature in 4% paraformaldehyde. The
fixed cells were permeabilized, blocked with PBS containing
0.1% Triton X-100 and 3% normal goat serum for 15 min, and
incubated with a rabbit polyclonal antibody specific for the
C-terminal region of APP (AB5352; Millipore, Billerica, MA)
overnight at 4 °C. The primary antibodies were labeled with
secondary antibodies conjugated to Alexa Fluor 488 (for
AB5352) or 594 (for 6E10) (Invitrogen). The images were
acquired using an Eclipse FN1 microscope (Nikon, Tokyo,
Japan) equipped with a 40X objective. Exposure time and
gain remained constant for all of the images.

Cell-free B-Secretase Assay—SHwt and SHswe cell lysates
were assayed for B-secretase in a cell-free system. First, SHwt
and SHswe cells were cultured in 150-mm dishes, washed with
PBS, suspended with trypsin-EDTA, diluted with growth
medium, and centrifuged. The resulting cell pellets were
washed twice with PBS and quickly frozen in liquid N,. Frozen
cells were homogenized in a buffer containing 50 mm MES, pH
5.5, Complete protease inhibitor mixture (Roche Applied Sci-
ence), the aspartic protease inhibitor pepstatin A (10 um; Roche
Applied Science), and the y-secretase inhibitor N-[N-(3,5-dif-
luorophenacetyl-L-alanyl)]-S-phenylglycine ¢-butyl ester (10
uM; Calbiochem) using 30 strokes of a tight fitting Dounce
homogenizer. The lysis buffer was detergent-free to avoid dis-
ruption of the conformation of the APP substrate and BACE1
enzyme.
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TABLE 1

Summary of IC, values for BSls in an in vitro BACE1 assay under
various conditions

P IC50 = S.D. IC,, ratio
arameter
Wt Swe (swe:wt)
nm
B-Secretase inhibitor compound
OM99-2 33*X03 24*01 0.7
Inhibitor IV 124 +23 9.8*09 0.8
Reaction time”
3h 3505 41*1.0 12
6h 54*19 82*14 1.5
24 h 60*11 94=*05 1.5
Substrate/enzyme ratio”
200:1 19x2 236 12
50:4 213 28+ 6 1.3
25:8 24+ 5 32+6 1.4
16:16 266 46 + 10 1.7
pH”
4.6 5610 50=x11 0.9
6.2 5604 46=*17 0.8

“ These experiments were performed using Inhibitor IV.

The cell lysates were mixed in 96-well plates with reaction
buffer containing various concentrations of Inhibitor IV and
incubated for 1 h at 25 °C with shaking. The reactions were
terminated by the addition of 1 M Tris-HCI, pH 7.6, containing
3% Triton X-100 and 50 uMm Inhibitor IV. Solubilized BCTF was
quantified using an ELISA.

Quantification of AB; .o AB;.» and BCTF—An AB,_ 4
homogenous time resolved fluoresence kit was purchased from
Nihon Schering (Osaka, Japan). Briefly, antibody-EuK (55
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FIGURE 1. The B-cleavage of wild type and “Swedish mutant” APP substrates is inhibited with equal
efficiency by BSls in an in vitro BACE1 activity assay. A, SH-SY5Y cells stably transfected with wild type APP
(APPwt; l) or “Swedish mutant” APP (APPswe; O) were treated with Inhibitor IV at the indicated concentrations
for 24 h, and the conditioned medium was analyzed for the amount of AB, _,, as described under “Experimen-
tal Procedures.” AB,_,, quantification data are expressed relative to those for DMSO-treated control cultures
(defined as 100%). The IC,, values for APPwt and APPswe are 61 and 694 nm, respectively. B, an in vitro BACE1
assay was performed using 0.45 nm purified human BACET, 4 um substrate peptide (a greater than 100-fold
excess of substrate), and the indicated concentrations of BSI OM99 -2 or Inhibitor IV. The inhibition data are
expressed relative to control reaction mixtures lacking BACE1 enzyme (defined as 100%). However, 0% inhibi-
tion is defined as that obtained for a control solution treated with DMSO (no inhibitor).

ng/ml), antibody-XL665 (400
ng/ml), and phosphate buffer (50
m»; pH 7.4) containing 0.2% BSA
and 0.5 M KF were added into each
well of a 384-well plate. Samples of
conditioned cell culture medium
or synthetic peptide standards
were added to yield a total assay
volume of 20 wl/well. After mix-
ing, the reaction mixture was incu-
bated at 4 °C to reach equilibrium
binding and then read on an
ARVO multilabel counter
(PerkinElmer Life Sciences).

An A, , ELISA was established
using the commercially available
antibodies 82E1 (IBL Co., Ltd.) and
4G8 (Covance). First, a Maxisorp
plate (Nunc, Rochester, NY) was
coated with 82E1 (0.5 pg/ml) in 50
mM Tris-HCl, pH 8, overnight at
4°C and then blocked with TBST
containing 0.5% BSA. Next, condi-
tioned medium was appropriately
diluted with sample dilution buffer
(TBST containing 1% BSA), added
to the 82E1-coated wells, and incu-
bated overnight at 4 °C. After four
washes, horseradish peroxidase-
conjugated 4G8 (0.05 ug/ml in sample dilution buffer) was
added, and the mixture was incubated for 1 h at room temper-
ature. The peptides sandwiched with both 82E1 and 4G8 were
quantified as luminescence counts (see “In Vitro BACE1 Activ-
ity Assay”). BCTF was quantified using a BCTF ELISA kit (IBL
Co., Ltd.) according to the manufacturer’s protocol.

Data Analysis—GraphPad Prism (GraphPad Software, Inc.,
San Diego, CA) was used to graph and analyze data. All of the
titration curves were fitted to a sigmoidal dose-response equa-
tion to determine the IC,, values of the tested compounds.

n w
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RESULTS

BSIs Are Equally Potent Inhibitors of BACE1 Cleavage of
APPwt and APPswe in Vitro—It has been widely observed that,
in cells, BSIs are much less effective inhibitors of B-cleavage of
APPswe than of B-cleavage of APPwt (22—24, 27). In the pres-
ent study, we assessed the relative effectiveness of Inhibitor IV
at reducing the production of AB in SH-SY5Y cells stably
expressing APPwt versus APPswe. As shown in Fig. 14, Inhib-
itor IV was about 10-fold less potent against 3-cleavage of APP-
swe in SH-SY5Y cells than against the -cleavage of APPwt
reported previously.

The Swedish mutation dramatically accelerates (3-cleav-
age of APP in both in vitro enzymatic assays and in cell-based
assays. Therefore, we investigated whether it would cause a
similar decrease in BSI potency in vitro using purified
BACE1 and substrate peptides. The IC,, values of inhibitors
of BACE1 activity are summarized in Table 1. The represent-
ative BACE1 inhibitors OM99-2 and Inhibitor IV were
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product

No inhibitor

A inhibitor at a dose

1 20% of inhibition

1 50% of inhibition

—

Reaction rate appears to be linear
(in vitro assay condition)
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enzyme/substrate

—

Cell-based assay ??

FIGURE 2. Schematic model of the “saturation hypothesis.” In this hypo-
thetical scheme, inhibitors are less powerful under product-saturated condi-
tions arising from lengthy reaction times or an excessively high enzyme: sub-
strate ratio.

equally potent inhibitors of cleavage of the wild type and
Swedish type substrates.

The APPswe-induced Decrease in BSI Potency Observed in
Cells Does Not Occur in Vitro under Various Cell-like
Conditions—The discrepancy between in vitro and cell-based
assay data suggests that the decreased potency of BSI in cells
expressing APPswe might result from differences between the
two assays. Not only do the assays differ in reaction conditions,
such as the enzyme: substrate ratio, reaction time, and pH, but
they also differ in that BCTF accumulates in cells expressing
APPswe and in the subcellular compartmentalization of the
B-cleavage reaction.

We first examined the influence of reaction conditions on
the IC,, value of BSI. Generally, an enzymatic reaction pro-
ceeds linearly during the early phase and then reaches a plateau;
the percentage of inhibition generally appears to be lower at the
plateau than in the early phase (Fig. 2). Because cell-based
assays usually use longer reaction times than those in vitro, the
BACE1 cleavage reaction might be saturated under cell-based
assay conditions. In addition, because the k_,,/K,,, of APPswe is
much higher than that of APPwt, the -cleavage reaction may
reach a plateau much earlier for APPswe than for APPwt. We
speculated that in cells, the saturation of BACE1 cleavage of
APPswe might decrease the potency of BSI. Therefore, we per-
formed in vitro BACEL activity assays for various lengths of
time and compared the resulting IC,, values for the processing
of the Swedish and wild type peptides. Unexpectedly, the ratio
of IC,, values for APPswe and APPwt (IC,, swe:wt) did not
increase with longer reaction times (Table 1). Even after 24 h,
the IC,, value of swe:wt was much less than 10, and it was the
same as that in the cell-based assay.

Next, to examine the saturation hypothesis (see the sche-
matic in Fig. 2), we incubated BACE1:substrate mixtures of var-
ious ratios for 24 h to bring the reactions closer to plateau. Even
when BACELI and its substrate were present in equal amounts,
IC,, swe:wt was still much less than 10 (Table 1), which is
inconsistent with the saturation hypothesis.

We next examined whether pH conditions might affect BSI
potency. Although APP was previously thought to be cleaved by
BACE]1 in acidic cell compartments of pH 4.5, the optimal pH
for BACEL, B-cleavage of APP occurs in early endosomes with a
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FIGURE 3. BCTF accumulation is not the cause of the Swedish mutation-
linked reduction in BSI AB-reducing potency in APPswe-expressing
SH-SY5Y cells. A, Western blot demonstrating robust accumulation of C-ter-
minal fragments of B-cleaved APP (BCTF) in SH-SY5Y cells stably transfected
with APPswe (SHswe cells) but not in SH-SY5Y cells stably expressing APPwt
(SHwt cells). Pretreatment with Inhibitor IV (25 um) for 24 h reduced the level
of BCTF in pretreated SHswe cells to a level below that in SHwt cells pre-
treated with DMSO. B, SHwt and SHswe cells pretreated with Inhibitor IV or
DMSO were treated again with Inhibitor IV at the indicated concentrations for
24 h, and the amount of AB, _,, in the conditioned medium was measured as
described under “Experimental Procedures.” The data for AB;_,, levelsin the
culture medium are expressed relative to the data for medium from DMSO-
treated control cultures (defined as 100%). The IC;,, values with and without
pretreatment were as follows: SHwt, 28 nwm; pretreated SHwt (low BCTF), 29
nm; SHswe, 400 nv; pretreated SHswe (low BCTF), 311 nm. 1B, immunoblot.
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FIGURE 4. BSI inhibits the generation of BCTF in SH-SY5Y cells stably
expressing Swedish type APP (SHswe) less potently than in SH-SY5Y
cells stably expressing wild type APP (SHwt). SHwt and SHswe cells were
treated with Inhibitor IV at the indicated concentrations for 24 h and then
lysed in Tris-buffered saline containing 1% Triton X-100. The amount of BCTF
in the cell lysate was measured using a BCTF enzyme-linked immunosorbent
assay kit (ELISA). The BCTF quantification data are expressed relative to those
for the DMSO-treated control cultures (defined as 100%). The IC,, values in
SHwt and SHswe cells are 32 and 356 nwm, respectively.

pH of ~6 (30). We therefore examined whether the presence of
a higher pH in the cellular compartments in which B-cleavage
occurs might explain the decreased potency. We measured
BACET1 activities at pH 4.5 and 6.2 and plotted the percentage of
inhibition at each dose of Inhibitor IV (Table 1). Both the IC,,
value and IC,, swe:wt remained unaffected by pH, indicating
that the Swedish mutation-linked BSI potency decrease is not
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caused by a higher pH in the cellular
compartment in which B-cleavage
of APP occurs.

BCTF Accumulation Is Not In-
volved in the BSI Potency Decrease—
BCTF has been reported to accu-
mulate robustly in cells stably
expressing APPswe (22, 31), sug-
gesting that the inhibition of BCTF
production by BSI may not lower
the amount of AB secreted from
SHswe cells. Specifically, the BCTF
that accumulates in SHswe cells can
be cleaved by y-secretase to release
AP into the medium, which might
then lead to the BSI potency
decrease. In this case, inhibiting the
accumulation of BCTF before
assaying the BSI assay would abolish
the apparent potency decrease. To
examine this possibility, we per-
formed cell-based assays with
Inhibitor IV pretreatment to pre-
vent the accumulation of BCTF.
After 24 h of pretreatment (Fig. 34),
we exposed SHwt and SHswe cells
to arange of Inhibitor IV concentra-
tions and quantified the AB, ,,
secreted into the media. As shown
in Fig. 3, the IC,, values for SHswe
cells were about 10 times higher
than those for SHwt cells, regardless
of pretreatment conditions, indicat-
ing that BCTF accumulation in
SHswe cells is not the cause of the
reduced potency of BSL

The Swedish Mutation Decreases
BSI Potency against BCTF Produc-
tion in a Cell-based Assay—To con-
firm that the reduced effectiveness
of BSIs against APPswe processing
is independent of BCTF accumula-
tion, we investigated whether Inhib-
itor IV equally prevents BCTF gen-
eration in SHwt and SHswe cells.
BCTEF was quantified using a BCTF
ELISA kit after the cells were
exposed to various Inhibitor IV con-
centrations for 24 h. As shown in
Fig. 4, Inhibitor IV exhibited the
usual decrease in inhibitory activity
in these experiments. In addition,
the IC,, values for BCTF produc-
tion were comparable with those for
A production. These data suggest
that no association exists between
the accumulation of BCTF and the
decreased effectiveness of BSL.
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The Swedish Type APP Was Not Exposed to the Plasma Mem-
brane, whereas Wild Type Was—The aberrant subcellular
localization of APPswe processing by BACE1 has been reported
by several groups (31, 34, 35, 40) with the specific consensus
that although APPwt is cleaved by BACELI in the early endo-
somes, the B-cleavage of APPswe occurs primarily within the
secretory pathway. However, few studies have directly com-
pared the localization of BACE1 processing for APPwt versus
APPswe, particularly in human neuronal cells. Therefore, to
confirm that the subcellular localization of APP processing by
BACEL is altered by the Swedish mutation, we compared the
amounts of APPwt and APPswe reaching the plasma mem-
brane without first undergoing B-cleavage in the secretory
vesicles.

First, we labeled cell surface APP with biotin, precipitated the
biotin-labeled APP using streptavidin beads, and quantified the
biotin-labeled and total APP by Western blotting. As shown in
Fig. 5A, the level of total APP in SHswe cells was similar to or
higher than that in SHwt cells. In contrast, the level of biotin-
labeled APP in SHswe cells was much lower than that in SHwt
cells. In particular, mature, post-translationally modified APP
was only minimally biotinylated in SHswe cells, suggesting that
mature APPswe ready for processing by proteases is almost
entirely cleaved by BACEL1 before it appears on the cell surface.

Second, to demonstrate that most APPswe is neither exposed
to the cell surface nor internalized by endocytosis, we con-
ducted an immuno-uptake assay. APP on the SHwt and SHswe
cell surfaces was labeled with the anti-APP antibody 6E10 and
traced during its uptake by endocytosis. Although antibody
6E10 recognizes BCTF in addition to APP, the amount of BCTF
was so much lower than that of APP (Fig. 5A) that we concluded
that the observed 6E10 immunoreactivity was attributable to
APP. As shown in Fig. 5B, the surfaces of SHwt cells, but not of
SHswe cells, were substantially stained with 6E10. After a
15-min incubation at 37 °C to promote endocytosis, APP-
bound 6E10 produced a fine granular staining pattern in SHwt
cells but not in SHswe cells (Fig. 5C). In contrast, the anti-APP
antibody AB5352 yielded comparable staining of total APP in
SHwt and SHswe cells (Fig. 5, B and C, right panels). Taken
together, these results indicate that APPswe does not reach the
plasma membrane and is not endocytosed, unlike APPwt, sug-
gesting that APPswe is mostly 3-cleaved before it reaches the
plasma membrane, whereas APPwt is 3-cleaved after it reaches
the plasma membrane.

BSI Equally Inhibits the Processing of APPwt and APPswe in a
Cell-free Assay—Finally, we evaluated whether the subcellular
compartment in which APP processing occurs influences the
potency of BSI. Although APPwt is predominantly cleaved in
early endosomes by BACE1 (32), the processing of APPswe
occurs within the secretory pathway (33). Therefore, we inves-
tigated whether the distinct subcellular localization of B-cleav-
age leads to differences in the APPwt and APPswe processing
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FIGURE 6. In a cell-free assay with disrupted subcellular compartmental-
ization, BSI inhibits the processing of APPswe as effectively as APPwt.
A, intact or homogenized cells were suspended in phosphate-buffered saline
containing 10% trypan blue and visualized under a microscope at 40X mag-
nification. B, cells homogenized as in A were treated with Inhibitor IV at the
indicated concentrations for 1 h at 25 °C, and the membranes were disrupted
with 1% Triton X-100 to solubilize membrane-anchored BCTF. BCTF levels
were determined using an ELISA; the BCTF quantification data are expressed
relative to those for DMSO-treated control cell lysates (defined as 100%). The
ICs5, values for APPwt and APPswe are 514 and 1158 nm, respectively.

inhibition by BSL. In our cell-free assay, cellular compartments
were thoroughly disrupted by homogenization, osmotic shock,
and a freeze-thaw process (Fig. 64). The resulting lysates were
prepared in detergent-free lysis buffer to maintain protein con-
formations and protein-protein interactions. The SHwt and
SHswe cell lysates were incubated in reaction buffer containing
various concentrations of Inhibitor IV, and the percentage of
inhibition by BSI relative to the DMSO control was plotted (Fig.
6B). Under these conditions, the IC, values for APPswe and
APPwt processing were comparable, suggesting that cellular
partitioning is involved in the BSI potency decrease caused by
the Swedish mutation.

In a Cell-based Assay, the Y687A Mutation Suppresses the
Negative Effect of the Swedish Mutation on the Potency of BSI—
The results of our cell-free assay suggested that the inhibitory
potency of BSI depends on the subcellular location of APP
B-cleavage. We therefore expected that restricting the subcel-
lular site of B-cleavage would abolish the influence of the Swed-
ish mutation on BSI potency. The trafficking and metabolism of
APP is known to be regulated by its C-terminal region, which
has the amino acid sequence YENPTY (34 -38). Phosphoryla-

FIGURE 5. The Swedish type APP is not exposed to the plasma membrane, whereas wild type is. A, SHwt and SHswe cell surfaces were biotinylated for 1 h
at4 °C, conditions under which no endocytosis occurs. The biotinylated cell surface APP was precipitated with streptavidin-coated beads, and the precipitated
and total APP were subjected to Western blot analysis with anti-APP antibody 6E10. Black arrowheads indicate mature APP; white arrowheads indicate
immature APP. BCTF was barely detectable in the SHswe lysate lane. B, APP on the surface of SHwt and SHswe cells was labeled with antibody 6E10 for 45 min
at4 °C. After washing, the cells were immediately fixed with 4% paraformaldehyde. Scale bar, 10 um. C, same as B, except that the washed cells were incubated
for 15 min at 37 °C before fixing with 4% paraformaldehyde. Scale bar, 10 um. IB, immunoblot.
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tion of the tyrosine residue at position 687 in the C-terminal
domain is essential for the localization of APP on the plasma
membrane. In fact, the Y687A mutation of APP695 dramati-
cally reduces the amount of APP on the cell surface (38). Fur-

A 1004
2 75 "
E 1 I O Swe
)
(3]
%5 50-
X
nZS"
<
04
102 10" 10° 10" 102 103 10* 105
Inhibitor IV (nM)
B
100
= X
[ . m wt Y687A
S 754 o swe Y687A
(3]
o
O 504
X
[<=N
< 25' o]
o-
102 10 10° 10" 102 10%® 10* 105

Inhibitor IV (nM)

FIGURE 7. BSI inhibits A3 production in SH-SY5Y cells expressing the
Y687A mutants of APPswe (APPswey¢g,,) and APPwt (APPyg,,) with
equal potency. A, SHwt (ll) and SHswe cells (O) were treated with Inhibitor IV
at the indicated concentrations for 24 h, and the amount of A in the condi-
tioned medium was measured using an A, ELISA. AB,_, quantification data
are expressed relative to those for DMSO-treated control cultures (defined as
100%). The IC, values for SHwt and SHswe are 19 and 298 nm, respectively.
B, same as A, except that experiment was performed using SH-SY5Y cells
stably expressing APPy¢q,, () or APPswe,4q,, mutants (O). The IC, values
for APPygg7a and APPsweyg,4 are 103 and 93 nm, respectively.

thermore, although the Y687A and wild type peptides are
cleaved equally well by the purified a-secretase TACE in a cell-
free assay, Y687A is poorly processed by cell surface a-secretase
in a cell-based assay (38). Thus, full-length Y687A APP does not
reach the plasma membrane and is strictly confined to the
secretory vesicles even after its maturation in the Golgi appara-
tus. On the other hand, another study reported that the amount
of secreted AB was unaffected by the Y687A mutation (36),
indicating that, unlike the nonamyloidogenic a-secretase-de-
pendent cleavage of APP, the amyloidogenic cleavage of APP by
B- and +y-secretases could occur without reaching the cell
surface.

Hence, to clarify the mechanism by which the site of B-cleav-
age influences BSI potency, we inserted the Y687A mutation
into APPwt and APPswe and analyzed the effect of Inhibitor IV
on AP production in SH-SY5Y cells stably expressing these
mutated proteins (APPysg,4 and APPsweyqg,4, respectively).
AP production curves were produced by plotting the relative
amount of AB, , at each dose of Inhibitor IV. As shown in Fig.
7B, the curves for APPsweyqg,, and APPyq., were nearly
identical, whereas the fitted curve for APPswe was shifted to the
right relative to that for APPwt (Fig. 7A). Thus, the ability of
Inhibitor IV to prevent -cleavage of Y687A-containing APP
was independent of the B-cleavage site sequence, wild or Swed-
ish type, supporting the hypothesis that the decreased effective-
ness of BSI against APPswe cleavage is a result of differences in
the subcellular sites of B-cleavage in APPwt- and APPswe-ex-
pressing cells.

DISCUSSION

Inhibition of B-secretase activity is the most promising strat-
egy for modifying the course of AD, and many companies have
long been attempting to develop BSIs for this purpose. To
develop medicines with sufficient clinical efficacy, the preclin-
ical data must allow accurate prediction of the clinically effec-
tive dose. Therefore, it is important to determine which of the
model systems (wild type or Tg2576 mice) more accurately

reflects AD patients in terms of the

e @ : o " * . . * o AB-lowering effectiveness of BSI
Plasma ¢ . ] extracellular  and to elucidate the mechanism by
membrane intracellular  Which the Serdlsh mutation weak-
. > N ens the inhibitory potency of BSI.
*

APPwt processing site { e H

e H APPswe processing site

Golgi

We first attempted to recreate the
* BSI potency-decreasing effect of the
Swedish mutant in vitro using puri-
fied BACE1 and substrates but were
unable to adequately mimic cellular
conditions. We then redirected our
focus to a search for cellular condi-
tions that would abolish the potency-
decreasing effect of the Swedish

mutant, i.e. we created a cell-based
assay that was closer to in vitro con-

*
|E|App BACE1 & B-secretase inhibitor e H

FIGURE 8. Schematic diagram of the proposed model for increased BSI concentrations in early endo-
somes. BSIs added to the medium are taken up by endocytosis and diffuse into compartments at various rates
depending on their physical properties (such as cell permeability). Compounds bound to or adjacent to BACE1
on the cell surface are efficiently taken up into early endosomes, so that BSIs may be at higher concentrations
in early endosomes than in secretory vesicles.
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ditions. By examining the ability of
BSIs to reduce AB secretion from
cells with no BCTF accumulation
and their ability to inhibit the gener-
ation of BCTF, we unambiguously
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determined that BCTF accumulation does not underlie the
potency-decreasing effect of the Swedish mutant, despite pre-
vious assertions to the contrary (22). Data from perturbation
and alteration of the subcellular APP processing site suggest
that the BSI potency decrease is, instead, a result of the anom-
alous subcellular localization of APPswe B-cleavage.

Why is the efficacy of BSI reduced by this change in the sub-
cellular site of B-cleavage? Our findings give rise to two differ-
ent speculations. First, the location of B-cleavage of APPswe
might be generally difficult for chemicals to reach, probably
because the place must be usually protected from exogenous
enemies for cell survival. In fact, certain anti-cancer agents
accumulate in certain organelles, thereby reducing their
potency (39, 40), and Rajendran et al. (41) recently demon-
strated that efficient targeting of BSI to the 3-cleavage site can
dramatically improve its inhibitory power against cellular A3
production. These findings clearly indicate that drugs do not
always spread into a cell uniformly and that their distribution
patterns greatly influence their efficacies. Therefore, the notion
that the BSI potency decrease is caused by a greatly decreased
concentration of inhibitors at the subcellular site of APPswe
B-cleavage is very reasonable. On the other hand, if this idea is
indeed correct, then the potency decrease linked to the Swedish
mutation would appear to be compound-specific rather than an
example of a general phenomenon, considering that the distri-
bution patterns of exogenous compounds are determined by
particular physical characteristics. However, other groups have
observed Swedish mutation-linked decreases in the potencies
of several BSI series in cell-based assays (22, 24, 27). Moreover,
we have confirmed that, in addition to Inhibitor IV, some com-
pounds described in patents also exhibit the BSI potency
decrease and that this decrease is abolished by the Y687 A muta-
tion (data not shown). These data suggest that most BSIs are
distributed similarly in cells, probably because compounds with
high affinities for the BACE1 active site share some physical
properties.

A second, simpler explanation is that 3-cleavage of APPswe
occurs before it reaches the plasma membrane (31, 33), whereas
APPwt is processed in an early endosome originating at the cell
surface (32, 36). Both BACE1 and APP are transported from the
Golgi apparatus to the plasma membrane and then to endo-
somes. The active site of BACE1L on the plasma membrane is
exposed and more easily accessible to inhibitors than that of
intracellular BACE1. BACE1 that cleaves APPwt is sometimes
bound to BSI on the cell surface prior to APP processing, but
the enzyme that processes APPswe is not. For either (or both) of
the reasons described above (Fig. 8), the aberrant localization of
APPswe processing may lower the potency of BSIs.

This work is important for the accurate estimation of clini-
cally effective doses of BSIs. According to our results, the
AB-lowering potency of BSI in sporadic AD patients may be
better modeled by the wild type mouse than by the Tg2576
mouse. Almost all AD patients express wild type APP, suggest-
ing that B-cleavage takes place during endocytosis, as in wild
type mice. However, we cannot rule out the possibility that the
location of APP processing is aberrant in sporadic AD patients,
although no direct evidence supports this hypothesis. It has
been reported that the trafficking and metabolism of APP are

JANUARY 15, 2010+VOLUME 285+-NUMBER 3

affected by the phosphorylation of its C terminus and by its
interaction with X11, Fe65, LRP1, and others (10, 34, 42—47).
Moreover, phosphorylation of APP has been observed in post-
mortem human brains (48). However, the pathophysiological
role of APP phosphorylation remains controversial (49). In the
near future, clinical data for BSI efficacy in AD patients, in com-
bination with the results of this study, will enable us to infer the
precise subcellular site of APP processing.
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