PSI PS2
BB wt G384A wt M239V
EE ++ + + +
pH5‘25 kD | [mjgég(_) -+ + _ +
IES - - + +
pH6-20 kD ;&) + + + —
IE= + . + -
pH7-17 kD maE-| — + - +

% 1. 2DE differential display IC K D ZRMNRSNZ IBOBEHAR Y b, BF
HFRBXOERMPS2 2T A7y bLAMIRT, BhiESHIC &

BELANLAEEEL, A FLACHT AEBICENTLIEREER
LTWh5,
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1. ZREAPP b5 AP 2w U A(Tg25T8)RIT BT 5 Ap42 ILE.
8 o H ks LARE THIBRAM LS 2 R0 2 (KR, MEMRAOILEIL 3 &
Bl O T HED 5 N5 KH).
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BAAR=ANLHENFHAAR-Z 45T ML, ERENLEZTRN—2 AZNE
IR OIS s anNsd 2 EMNRENS, —H, FRZ MV AR (unfolded
protein response; UPR) MPREZND & AL OFEANENTZ 2 EARI N,
>T. ERAMLVAIZIAB DLREEZ/ZL, TOABIXEADERAN L AEE

=L,

AL NgEEHH
TIVINA =45 (AD) I BT L AR
RO RIIRIZMF TN T,
FGEME AD (FAD) O RREETFTHE T
U1 S A ER ICRETBH Z &M
5. F4tLPS1I ZHRMAKDER A ML Zioxt
THREIZERLZ, ERICIE. xR
LA THROIEEEER DD
12 UPR WD BEREAH D, Trel. PERK,
ATFS 73 ED KR B RET 2 H—52
FIZ Ko TSN TS, Irel i3 UPR
ELTHZOY YRR ID. 7
w0 2 GRPT8 7 EMEEE 2 1. unfolded
protein @ folding #fE v & 3N 5.3k«
DWEDTF—4TIE. PSI BREZIZD
UPR &L T® GRPTS FEEAHAE L. Irel
DACY YEEEHET S Z EMbh-
Jzo F/z. PERKIZUPR &L THEY Vi
ftl. elF2a 2V DEET 5 I & THR
i =i 248, PST ZRAKIL PERK &
elF2a @V 2EgbZMEL. UPR &L T
ORI 2 A3 B LD T &R
ENTWD, 701 RAATr—REE
DNDHEDITAD DIFHIBIROREITAB
DLERATHD, 2T, APEETIE. AB

ZOBIERIT K > TR Z E 2T RN VR E N,

LHE UPR OBEEIZDWTHRST S, 1
S AR IXER AL AEERT HMEM.
UPR BEZEIFIZER 2 ML AW AR 8% %
ST MRS THRET 5,

B. BHFC A
1) ABICKABERAML A

60%confluent D<o Z M8 d 0 5%
U7z R NsE e g B L U0k iR 2
AE SK-N-SH #ifd2 % fresh medium T 1%
1 pre-incubation @ #% . 25uM @
AB25-35. AB1-40. AR 1-42, AB35-25,
AB40-1 Z medium iZMA . 12, 24, 48 8%
F212 LD 7w - 2 W THITRIE = 4%
Y5, WIT, AB ARIERG6. 12 MM
D GRPI8EAEE . PERK & elF2 o @ 1) B L.
B R A=A EH A=A 4 DiEE
fLIZDWT O AY Fic Tt L7z,
Flo, DANR—ZA 12 EAAR=ZA 4 D
dsRNA 3k L. NS ERIUHEL TAS
EEFL T, ARSI TE 20 ER
il O A
2) UPR FEFARIZ BT S AR FEEIZDN
<
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b2 b (Alre) ZFEL. BHERED
MOCK & 3k1z N2A fifuici=mF8AL,
stable cell line =R L7z, E7z. PERK
Dy 0T MR AL & New York
Universily @ David Ron KL D {lt5 %%
W7z HERAY sub-confluent 1272 - /2B
BT, MmIEREHICER L. 24 IBEERO
it L U, ELISA % (BCHREES, T 3n
SULEY 12T AB40 BTN 42 BICDWTEF
L7,

C. fi} )1. u/DfJ\

1) ABIZELKAERAMILA

AB25-35. A8 1-40 WLIRHN R |3 M QLS TN
K TR AB35-25 ALEHIAL K B HiIfIE % KL
Wiz Z &medE stz (Fie 1), £
7o, AB25-35, AB1-40 13 elF2 o ROX
PERK &> 1) >-Eg4l. GRPT8 izl ER A
L A% 8B RT I EMRENT
(Fig. 2). HIZ. AB25-35. AB1-40 iZ
S BAIMEE I, ER A ML A K D5
LT B HAR—A 125X = disleftia) &
IEA AR~ 4 (kB bWk %40
THRVEGT S ZEARETNL Fig
3, 4,

2 ) UPR FEEANIZ BT H AL EEIZDN
T Alre BN, AL, F
ST E D AB40 TN AB42
W EA L TWw/e (Fig 5). PERK /v
7 I TEREBICRBEENS
AB40 TR AB4L MIIZERLTAWT,
ABAY Wiz FENRY— &R L Fig
6.
D, #%

Pk AR IAHIRFBIEERF D I &IT4E0

[l
o

INTWAD, RUgEOES L0 ER 24
THTVR—2AOREHEE L TWS

TEMNRMEN. Thbb. AS T ER
AL AZERE L, ERIZEImZ I 2R
— AEIEELT B EMNREN, Al
SMZRAT S I AR MUERZ L TER A b
LA&EELCHDM, fEPIZETLRE AR
WERARLRAEHRCD2OMNEENEGHED
FHETH D,

—4. PR &S ER AL At
DFTHD Ire BT PERK DHRE AKX B
DIFRIE LT AR LRMRS
Nz, ZS5OHNE T, UPR MFREE N
TWa7, R A b L ADRET L&
MEASND. ER AL AT ER-
TN CEOWT R AR EAL SR DI &
MMSENTHO, TOky i o Fagid
% APP MMM REEZEA . TIUTHE
ST AR MERLUZEHRS IS, PERK
DSy 7T NTEABLL HHENIZ LR
L7=78%, Alre SEIRANETIX AR 40 KW
ABA2 HKIZEF UM, ZOERIZDNT
S BOBRTNBETHAS D,

AEFELD. MESAOER (7Lt
UOAER, e s) T, ERAMLX
MEFHET AL DRIRIT TIE AR A
WizebER L AR GRS LAMNER
T5H, EESNIZAS BEWEERANVA
FEIZHEREL, B AR MAOHENE
#9, COLIITERARNVAE AR M
WHEMEIRZ R L. MR RAR AT
TEHEEA LN,

E.
unfolded protein response M N5
AR OEEMNENT S, —H. A Ok
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Figure 1. Time course of A 8 25-35 or A 8 1-40-induced neuronal death. a, Mouse
primary cortical neurons were treated with 25 ¢ M A 8 25-35, fibrillar A 8 1-40, control
peptide A 8 35-25 and 1 ¢t M thapsigargin (Tg) for the indicated times, and dead neurons
were monitored by LDH release. N.T., no treatment. b, SK-N-SH cells were also treated
with 25 4 M A B 25-35, fibrillar A 8 140, and control peptide A 8 35-25 monitoring by
LDH release.

PrlF2 o PERK
a Time: ¢ 6 12 0 6 12 l(hr.sr)_
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AB 35235 [RUTR gﬁg _—
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A B 2535 e —— v
ABd0-1 - [ AB3528

Figure 2. A5 induces UPR in mouse primary cortical neurons. a, Time course of

A B -induced elF2 & and PERK phosphorylation. Mouse primary cortical neurons were
treated with 25 4 M A 5 25-35, fibrillar A 8 140, control peptide A 8 35-25, and control
peptide A 3 40-1 for the indicated times. Whole—cell extract were resolved by SDS~
PAGE and immunobjotted with the antibodies directed against phospho-elF2 @ or PERK
The antibody to PERK detects both non-phosphorylated (inactive) PERK and phosphory
lated {active) PERK (P-PERK). N.T., no treatment. b, Northerr blotting of GRP78/BiP
mRNA. Cultured neurons were treated with A 8 25-35 and control peptide A /5 35-25 for
the indicated times. Total RNA was isolated from treated cells and subjected to Northern
blotting with probes for GRP78/BiP mRNA.
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N.T. A f 2535 AR 3525

Figure 3. A S 25-35 induces activation of caspase 12. Mouse primary cortical
neurons were treated with 25 ¢ M A £ 25-35 and control peptide A 3 35-25 for
6 hours. Whole—cell extract were resolved by SDS-PAGE and immunoblotted
with the antibody to caspase 12. The antibody was capable of detecting the pro
(white arrow head) and active (black arrow head) forms. N.T., no treatment.

a —tmeeans e ST Aussesmb | b
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= 701
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AB3525 0 12 24 36 @ GFPSiRNA  Caspd siRNA

Figure 4. A f 25-35 induces activation of caspase 4. a, SK-N-SH cells were treated
with 25 ¢ M A 8 25-35 and control peptide A 5 35-25 for the indicated times. Whale-
cell extract were resolved by SDS-PAGE and immunoblotted with the antibody to
caspase 4. The antibody was capable of detecting the pro (white arrow head) and active
(black arrow head) forms. N.T., no treatment. b, RNAI for caspase 4 rescue SK-N-SH
cells from cell death by A 5 25-35. Caspase 4 knock down cells were generated by
transiently transfecting siRNA for caspase 4 . In controf cells, GFP was knocked down.
Cell survival was monitored by MTS5 assay.
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Figure 5. Released A 8 from transformants of Irel -derivative constructs. A 8 x40

and A 8 x-42 released into media for 24 hours are shown. Values represent means
=+ S.D. of eight independent experiments. *, p<0.05.
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Figure 6. Released A 8 from PERK knock-out fibroblasts. A 8 x~40 and A § x42
released into media for 24 hours are shown. (upper panel).

The ratios of A 8 x-42/A 8 x40 plus A 8 x-42 (%A 8 42) was calculated.
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