&= C-19

HEES
MEiER
HZHAR
FHEES

HEIREMAEMRARBEE

134310
 IRFHRE — bXE
: 2009~2010
121800075

MEEESL (F130
P WNOY:: L]
MEFEEL (EX)
protein transport and |ipid metabolism

MEREE
;EEF ZREE (URANO YASUOMI)
RIS KE - EMEREE - B
HEEEFS : 00546674

VR 234 6 4 1 HHUE

7S04 FEIEMASZ VY BifEREEIC T HIEERBOBS A =

Study for the mechanism linking intracellular amyloid precursor
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MR EOEE (¥ 3L) : A major pathological hallmark of Alzheimer’s disease is the
accumulation of Amyloid B (AB) in senile plaques. AB is generated from Amyloid precursor
protein (APP). In this study, I found that the treatment with 24S-hydroxycholesterol, which
is the brain-specific oxysterol, caused the inhibition of intracellular APP trafficking from
endoplasmic reticulum to Golgi, resulting the reduction of AB production. In addition,
several candidate proteins, which were associated with APP in the presence of

24S-hydroxycholesterol, were indentified.
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T onA < —J (Alzheimer’s disease.
AD) IZBWTEAB O FEHEBK KD TH D
7 IuA B (amyloid-p peptide, AB) DFH
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AWFIEIE. ABDRIBEA S R IETh D
APP Oiffifaris & IEEHORRICHE B
L. APP O/NMafkin G S0 R E COMIEN
ik ISk DI ERBOEEIZOWVWTHL
T D7D in vitro vesicle transport
assay OWEZ AN T 5, R ZDOREH
WTT, APP OfifaNfazIc BT 2 a L AT |
—ABLOBEAa L 2T — L OEEE
RT3 2 2 & T, alL AT a— RO L
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(1)APP OHEANEIEO FHESR TH 5 in
vitro vesicle transport assay (¥, & h APP
WEZEMIZHBLL T\ CHO ffakkz v
TiTo7z, Mildz ¥ b= TCUEE1TH =
LIZRY, MR ROB NI A H T
MRREBIZ LT, 2 OREEOMIIZT v MF
AR E S ATP FAERGRIGTP 72 & &2 A,
37CT 15 /b 1 KA »Fa~X— L,
/NHATRE D FARERL A AT o T2, BUSHR, im0
(2 XV H2E L72/Ma Z B L Immunoblot %
(2 &0 Fi L7z,

(2) AB40, 42 @jE &L, Human AmyloidB
Assay Kit (IBL) (2 X 5% K4 v F ELISA
W& viERE LR,

(3)APP LA T 25 BT 5

HikE LT, Mgk 417572, APP IC
%4 D HiA & B B — A (Dynabeads) %
WTC, B NI FEHE G bRk &
1TV APP 0¥ A 1T 7=, SDS-PAGE IZ &
555 EE% . SRYMBIEIC K 0 ALY L, BT
APP iR L b L= & /R EHIZHOWT L /R
HEhiz v Fa LC-MS EEoHiEIC LY
& L7,
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(1) /MK B T IR~ DI TEET
FIZ COP-II &IN5 s/ Ma 2 LCTIT
b b, APP IZB W T H#E4AE APP 13 COP-II
AL C/MNEIRN S 2V UIRICEE SN D
ZERHEINTWS, £ T APP O/
KNG 2L AR E TOHIENE X IZ DWW T
in vitrovesicle transport assay % 3.5 EiF,
R LA (K1), fmiEtEfcehH sy
Xh=rZHNT, BIA %7 Ml ZTH
L. 7y MNFRES ATP HERGRZ N
Z. 1K ETRIGEITH & COP-IT IZ k-
TH®EIND Z ENMmb5NTW5D ERGIC-53
L2 SNARE ¥ > /X7 ETH D sec22b Ix. K
KA /N FIY S v CTunie, —JF
T, MEEKFERY X7 ETH D
Ribophorin I i3/MaE S IZidEE I NT ., X
S ISR D S fRIT & TWRWZ b &
R LT-e ZOREND ., AFLMETITBNT
/KRS B 0 COP-TT /N o H 2E 28 B Ak
NTWBDZ EnERINTZ, ZO&RMTT
APP O/NE~DOBATEMRNT L= & 2 A, /M
RIZFEL TWEEEB X LN D R
APP SEERMEIFHI /N 3 (2 [FI & D
Z LR S -, £72 APP X° ERGIC-53.
sec22b & Te/NMad L ATP B X O
BlzaEn D52 o R BIRIEHI Th
272,

vesicles (P100)

APP
(6E10)

sec22b ‘—— —_ - ‘
(SNARE)

ERGIC-53 ‘ ‘

Ribophorin | | s ‘
(ER)

1. APP @ in vitro vesicle transport
assay D L

WIZZ OEE L 7= in vitro vesicle
transport assay & FAVNT. AMEFERAICFEAL
ESNnsHr A ATHE—AVTHSD
24S-hydroxycholesterol (24S-OHC) DZhi
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cholesterol 24-hydroxylase (CYP46) (Z X
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2, CYP46 OZHIENE L AD OFIE & D
R L RIBIN TS, £Z T APP OWH
kBT 5 24S-OHC OB A MFd 57-
DI, i &2 B D 24S-OHC T 24 FRH
ML=, BI A4 02 7 Milnzisl e,
KIS &AT 72, = OfE % . ERGIC-53 %
sec22b (3 24S-OHC ALER$% O/ T & /M
o7 rIunglgsnz (K 2), —H,
COP-II /hia~d APP ©#171% 24S-OHC
FEARGFCRE SN, ElodX% 2T
o —/LCdh % 25-0HC =° 27-OHC T [AlkE
DOILES RN R S TZ, 24S-OHC 13N
ZRIETH D Liver X Receptor (LXR) @DV
Hy R THDHZERNMOENTVEN, LXR A
U T RTH 5 T0901317 1% APP /i
~OBTELE L) -T2,
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HiH W T AB40, 42 &% ELISA 4
WCEVHIELZE Z A, 248-OHC BEEKF
HIZ AR40, 42 PEEBN AT D Z & AR
hi- (¥ 3), £7-25-0HC X 27-OHC T
ALER U 7- 4R B AB40, 42 138 LTz
23, T0901317 TiXE L Cnienotz, —
¥, &F APP % 24S-OHC ¥ {KAEHYI 1Y
ML Tz, LLEOFERN S 24S-OHC 72 &
DA F 2T a—iE, APP @ COP-II /M
B U T2/ NEAR I & TV PR~ D i % % Bl
EUTRER., APPEARERVBFET H AL VR
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(3) 24S-OHC ALEERFIZ APP & EHEE AT

D, ETIFEAENAND X T EERES
HZEHRHEME LT, Bt APP $ifkz Huviz
Gk IE 21T - 7, 24S-OHC T 24 Hp RS AL
L7 F 7 R O 2> B NP-40
T EDIRIRIRIC X 0 X o Ry sy &
L, $1 APP Hilk LR E— X & Wiz
IR L 0 A E APP AEIRENTWA =
R LT, X DHICHD APP Hifk & 4y L
7= % 37 B % SDS-PAGE 5k OMREYu a1k
(ZE DR RERER LTZ, 24S-OHC ALEE
Yo EDORENTZZ R TEIZHONT
LC-MS BHEOIEICLVREE L, FOk
. 24S-OHC f#1E F T APP & OfEA 3
THH NI EEBERE L, %D
DAt # 2 73 7 A DWW THRAT &2 oD T
S TETHD,
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24(S)-Hydroxycholesterol induces
neuronal cell death through necroptosis,

a form of programmed necrosis
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24(S)-Hydroxycholesterol induces
SH-SY5Y cell death via necroptosis.
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