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A B 42:200 nM (in human primary neuronal cultures)|A B :115 nM (in human primary neuronal cultures)|A B :20 nM (HEK 293
cells)

DAPT presents the dose-dependent inhibition upon both total Ab and Ab42 production in human primary neuronal cultures.
Both measures of Ab production are similarly inhibited with potencies (Ab total IC50: 115 nM, Ab42 1C50: 200 nM) of 5+10-fold
lower than is observed in HEK 293 cells [1]. Although the application of the maximum dose of DAPT at 75 1 M had no obvious
effect on cell survival, it substantially retarded CNE-2 cell proliferation in a dose-dependent manner. CNE-2 cells were treated
with increasing concentrations of DAPT, and the v -secretase-generated Notch 1 fragment Val1744-NICD was decreased after
48 hin a dose-dependent manner (P<0.01). The activation of v -secretase was almost completely inhibited by DAPT at the
concentration of 50 u M[2].

DAPT was administered to PDAPP mice (100 mg/kg s.c.) and the levels of DAPT and Ab were examined in the brain cortex.
Peak DAPT levels of 490 ng/g were achieved in the brain 3 h after treatment and level greater than 100 ng/g (~200 nM) were
sustained throughout the first 18 h. These brain concentrations of DAPT are in excess of its |C50 for lowering Ab in neuronal
cultures (115 nM) and resulted in a robust and sustained pharmacodynamic effect in vivo [1]. DAPT could reduce the brain
water content of ipsilateral hemispheres. In the sham-operated group, water content was 78.83 + 0.35%. In DAPT group, brain
water content was reduced compared with MCAO group (80.89 + 0.51 vs. 83.84 + 0.75%, P\0.05). These data indicated that
DAPT protected the brain against brain ischemia damage at the early stage of cerebral ischemia [3].

All studies were conducted with three- to four-month-old heterozygous PDAPP transgenic mice
overexpressing the APPV717F amutant form of the amyloid precursor protein. These animals have been
previoule/shown to exhibit many of the neuropathological features of AD and to produce high levels of Abin
aregionally specific manner. Each treatment group (n=10) consisted of equal numbers of age-matched male
and female animals that were fasted overnight prior to treatment. Both treatment and control groups were
dosed at a volume of 10 mL/kg with compound formulated in corn oil, 5% (v/v) ethanol or vehic%e alone.
Tissues were processed and all Ab and APP measurements were made as described previously. After removal
of the brain, the cortex from one hemisphere was homogenized, extracted with 5 M guanidine, 50 mM Tris &
pH 8.0, centrifuged, and the suTJJernatant was used for Ab measurements. Cortex from the other hemisphere
was snap frozen for analysis of compound levels. Ab levels were expressed as ng/g of wet tissue weight, and
percentage reductions were calculated relative to the mean Ab level of tissue from vehicle-treated control
animals. Data were analyzed with Mann+ Whitney non-parametric statistics to assess significance [1].

Human embryonic kidney cells, transfected with the gene for APP751 (HEK 293) were used for routine Ab
reduction assays. The Ab peptides secreted from these cells have been characterized previously. Cells were
plated in 96-well plates and allowed to adhere overnight in Dulbecco's modified Eagle medium (DMEM)
supplemented with 10% heat-inactivated fetal bovine serum. For comclaound screening and dosetresponse
testing, compounds were diluted from stock solutions in DMSO to yield a final concentration equal to 0.1%
DMSO in media. Cells were pre-treated for 2 h at 378C with compounds, mediawere aspirated off and fresh
compound solutions applied. After an additional 2-h treatment period, conditioned media were drawn off
and analyzed by a sandwich ELISA (266+3D6) specific for total Ab. Reduction of Ab production was measured
relative to control cells treated with 0.1% DMSO and expressed as percentage inhibition. Data from at least
six doses in duplicate were fitted to a four-parameter logistical model using XLfit software in order to
determine potency[1].

DAPT is a novel y -secretase inhibitor which reduces the A B production (IC50: 20 nM in HEK 293 cells) and A B 42 levels (1C50:
200 nM).
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