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housekeeping gene > GAPDH mRNA D 53w & i
L 72 GAPDH mRNA L \)L % | &§ % & chitot-
riosidase {3 GAPDH @7 0.016 f. AMCase (37 30
BOFBHL XNV ThHoTze ¥ ADF LR
[#]53% AMCase JUATHIT L72& 2 A, #50kD 12
INY RDRRO SN, NP OGFREITMIETE %
olze EDKRD S, w7 212B W TIL AM-
Case NEBELFFF—X¥THDLI EDRTD o7,
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BILE 7 = / % % 2 > 2-amino-4,40-dihydro-
40-7H-phenoxazine-3-one (Phx-1) &2-amino-
phenoxazine-3-one (Phx-3) |& & M3FR IR D #
AR pH 2K T &€, X—/N—F %2 NEXE %
ML, I P RFUT7HIBEFEREL. ER
MICT7R =2 XEFET S

(K - ARy
OHM S, H#E 525
(HEALE)
HOOBES, HE OB OKH O HER

(Phx-1) & 2-aminophenoxazine-3-one (Phx-3) %
b MR L TR &2 2 A, BRI
KOTRN -V AZFHEET LI EEFER L, AW
JETIEEOFEM A BET L7z IEFBA L DRI 72
FrE Mz & LT Phx-1d %\ ik Phx-3 Z R0 L
37C I T I8 KFIIEE L 72 2 AUFHERIC 7 R b — 3
A DTEREMFEE T D 5 Al O W & A% D EEEAL AT
FIZHALNTe LOLGHSZO L) 2P R Mg
Y VoNER, HERIZIEZR- OGN ahr ol 2D E
lX Phx-1. Phx-3 2%t M IR H OBFHERIZA L CHE
BIZT RN =Y A%5| &I L TWE T L ZRE
LCWb, &2 CTHlEMmD S 558 L 720 ERISR L
T 50 uM 2 D Phx-1 %° Phx-3 Z iR L. 6 BEf 4
WZ78—% A M X M) T2 T2 2 A
D OIFHERIZT RN =V AR ETVWEZ EPTRE
N72. & 512 Phx-1 % Phx-3 DI L T 24 BEf2 12
ZFRA EDIFHERIZT R b — 2 A0SR S5 D IERE
BE sl & shTwiz, — 5 Tid Phx-1 %
Phx-3 Z{RIN L 7 o 72 0F i ER (=R HREE) (ZIEH
DIREZ AR L Tz,

S 512 Phx-1 X Phx-3 Z N0 L 72 4f HRER CILEBER
ZARNE N pH AR T 2530 0 INIZ G &2 2 S, 3

%168 IR ERFR AR E SRR

by ) 7 oRS I 6 FEFLINICEER SN S Z
EDWHENE o Te TS DIATHIRAFHER
DT R =Y AFHEORELRERE o TH I L
PRI STz

FARNVE=V I AT — bEEEE (PMA) (2& -
THBMENBFHERD A —8—F F 2 N4 X
50 uM 2 O Phx-1. Phx-3 DREMIZ & - T2 X<
WSz 2D Z & id Phx-1 X Phx-3 25FHEkD
FEAE 2 I L. S0 UG % 5 < B9 2 T e & R
L Twa,

AFFEIZ & D Phx-1. Phx-3 1d & MFHERD 7 R
=P ZAEEIRWICHFET L LWL E L5
720 FERMYIZ Phx-1 X Phx-3 72 EOMALEl 7 = 7
T U IMNEE & L AR & B SR RS % B
EF DIFRI IR L L CTERN RIS, & <I2hF
FERDEIR & 72 5 TV A\ O DD BOHEEND
ISP R L 22D TR W EEZ 5N,

P1-18.
PKC-3 (C & 3 IgA SFEAER O
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Protein Kinase C (PKC) 77 3V —D A Y )N—T
& % PKC-8 &, SIEICOEOHIHEK T TH %,
PKC-8 / v 7 77 b~ A3 & & b IR 2
FEICERL, HOREREREZFELL T LT
EWHILENT W5,

PUARIGIZ BT 5 PKC-8 DREAG-ZB 5 2124 5
7280, A2 BIEZPRKC-8 / v 7 7w b~ X T
fo KA PLE (TD) TH A NP-IIHT IV 7 I~
(NP-OVA). F7:1% T AR EKAEHE (TD Th
% NP-Ficoll # 0 HHB L U¥28 HHIZ#& G- LT, 0.
14, 28, 35, 42 H HIZERIM L. BEEAS & il
@ (ELISA) #WCETA VI A TORETOT
) v EAREZHIE L 72 NP-OVA 584~ 7 2
[ZHART, NP-OVA#5-PKC-8 / v 7 77 b~< Y
A TIEE W NP FF Y IgA PUREE A 2SBigE s iz,
NP-Ficoll X 5-# T o, BARM~ Y 2 LD H PKC-3
Iy 7T MR ADIT) A, NP FER IgA PLik
LR E P72 TNHEDOT ED S, in vivo 12
BT, PKC-8 IZFF 1 1gA LR A % &I
LTWAIZENHLNELR ST,
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IgA S IZ BT % PKC-8 D&% & % HIZH RS 72
B, PKC-8 / v 7 77 b= AD B ML E %
A N4 B IO CD40 Uk TRl L. 1gA $T
AR EZWE L7, B LI, ) RSN
(LPS) B & U TGF-B ¥ A9 % PKC-8 / v 7 7
v b= 2O BMIGEA 1IgA HiihEIx, BAER <
AN AR T 572 Do e X, IgA Hifk
FOBEH 4 b A R BMgY 71y hO@EWIZ
Lo TR S 2HHZZ T TWnDE I EATREE N
726

P2-19.
Analysis of the contents of PrP-targeted mito-

chondrial aggregate

(Fipfg LR P A7)
OmE M4 LG W%, g K

&1 Hk

Transgenic mice harboring a high-copy-number of
wild-type mouse (Mo) cellular prion protein (PrP®) are
known to develop a spontaneous neuronal cell death in
an age-dependent manner, even without inoculation of
These

mice exhibited an aberrant mitochondrial localization of

the scrapie isoform of prion protein (PrP%).

PrP¢ concomitant with decreased proteasome activity,
while younger littermates did not.

By utilizing in vitro reconstitution system, we have
found that mitochondrial targeting of PrP€ evoked the
apoptosis and that it requires 14-3-3 n (N.H. et al.,
submitted). Furthermore, PrP¢ targeted mitochondria
formed a large aggregate near the perinuclear region at
the in vitro and in vivo. Therefore, we next examined
the contents of this aggregate, using sucrose density gra-
dient centrifugation following western blotting. Mouse
neuroblastoma neuro2a (N2a) cells containing PrP-tar-
geted mitochondrial aggregate were homogenized and
centrifuged within the 5-20% of liner sucrose gradient.
After the centrifugation, samples were fractionated and
performed SDS-PAGE and immunoblotting then ana-
lyzed with anti-PrP antibodies. PrP was found at the
bottom fraction with mitochondrial marker proteins, on
the other hand, without the aggregation, PrP was collect-

ed around the top fractions. Using this experimental

HOE R R FE MR

E0% B
system, we examined the western blot membrane with
various antibodies against antigens such as aggresome-
related proteins, molecular chaperone-related proteins,
mitochondrial-proteins, and Creutzfeldt Jakob disease-
related proteins.

Among these antigens, mitochondrial proteins, HSP70
and 14-3-3 proteins, were highly detected along with
Clus-
terin, which seems associated with Alzheimer’s disease
While, ag-

gresome-related proteins were not observed in the

PrP-targeted mitochondrial aggregate fractions.
was also contained in this aggregate.
Furthermore, these results were confirmed

Taken

together, we concluded to date that PrP-targeted mito-

aggregates.

by immunofluorescent microscopy observation.

chondrial aggregate consists of mitochondrial proteins,

PrP, 14-3-3 proteins and clusterin.

P2-20.
LAY &7y FEEZENE (REHEKE)
NDYFT2REENH T B,

(i A B 272
@)1 w's

SRR —R B ERNET G T A%)
& VBB —IZEIC GABA — 2 — 1 ¥ X ) iR
ENTW5E, TO=Za—a  ITFEHHRT Hz THE
WMEEE 21T =2 — 10 2T, 8% %2 FIHKES)
Bl o T\ b, FEEEB)ORIGK . BEfErob o
[EER ] OFEMHLIcL ), 13 GABA =2 —1
Y OEAE S A, BREENE = 2 — 1 > 2
HENDLZEPLETH L, RIFFETid. BEMEE
5 GABA —2— 1 YD Y F T AREIZHT 5 4
A7) v OVER % BRI E TR L 72,

G- Shzaxh) vy (1ouM) &, WEE
LA & A5 GABA P IPSC (ML - 7 A%
i) EHRTEERMMICE S 7 Vs I R
EPSC (HIEWMHRY - 7 AER) OWVT g b
FPIZITRM S 72, WIS 2L A0 O]
e AR EE (50 nM) 4-DAMP (FF 511 M, Bl
LAN) YRFEHER) TIEIZHEEL 2D
100nM EL ¥ » (R M, BIHER) 34
BB EE 2 oTze A AH) VT, B
IPSC DIRMEICZEALIE % < BHEEDRHA L7z, 258
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