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(1) 7EeFray) rZEEORERN (FE, =)
—aF TR FLaY) vk (nAChR) 13, FHER
BESIHAET A )T Y FRMBOA v F v 2V Th B,
2003 4E, T 2 — 7REESE W COREE 4 A TOREIERNT
M &N, THTK ) EE@EESO T I BRIHET SO
AR S T2 7 X/ BRI HIIE N B £ OSHIEA
T OBERIHIZIIE S R 2P LETH L5, Fa—
TR E VWG E, BWIEDL 25 4 A TOMITIIRR
THoHI0, SLICESWHEE T RE 2 " RICH
WL 2D, #2T, 22O0J7FEICE Y nAChR @ KT
Wb xR Az, 1 OHOFEE LT, 5L A
DELMBEORA N F 7T AfEH 5 Triton X100 % W T
nAChR % W t, TDAC 77 4 =5 1 — 75 7 4 CnAChR
EREHL 7, ZNICE D55 IED nAChR 235 5 7z
DT, BARIRE, Ny 77 =2 HWTYRY — LE~NOH
RERG - RTTAREGAL 2R ATDY, WTROSME T nAChR
FRIRECEMBRT A EIETE Loz, LL, V3
DARANWVERAT 75V (DMPA) &EFRAT7F V)
a1 (PC) ZRAELIZUEY —2FHWTHERZT-
THAEIZO M, nAChR & JEE —HEIE L OMAIEHAIARY
— 5D 5 N7z, DMPA IZHEREE DS (, HEiRT
FVIRIEE L THAET A0 PC EH—ITREY &bk
WEWIHEDNH LI LD, AHIE, BRTHAIRE S
L CHFETE ZMHEmBREDKRNWEIAT 75V VERIZEZ
THBROKF 21T FETH b, “FEHOSEE LTI,
RA MY FTAEDS nAChR 2 Wb T5 2 %L,
WCTHRLH] S 85 FihE e e L7z U F o — 7 IR
AR 728 & LHARMICFERRDOFINETIT o720 T 5,
BEBELVFEESZHEL, ChEBELLNY 77 —T
REIFA AL, BH~BCAMA v Fax—a L,
CRTAEREE LB EM ARG Lz, ZORR, 727
PGSR I BAB DA v Fa_R=2 3 VRIEL AN, 4~
FaN— 3 YAIZ, nAChR O ¥ — MIRIZIEA NS 7
HBMERE LA e Dol TOMEBITHEIEL TR W
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it B RBETHOEAICE CHEBL, #EBRAELE
BRBMELTHOWIEEICO W O0E L, 72, ZOMH
WO G Em#E 7 — ) TS5 2 LX) T & R
FTAHIENTE, LIL, 20X %Y — MIFEFICR
TETHRABOA v FarR—2a It ELTLED
N oT, ARIIY - NEREBIRLDD, Y=k
FEIHARE LT 5720IZENO nAChR OFiEE% EF 5
SEMFTLFETH b0

(2) 47 b=N=0) VEERERORERNT (T, A
L*, =)

R Ca?t A N7 —Tdh B/INRE LICHFEET 24/
V= VEY VERSZEMA (IPsR) 1, Ca?t Fx 2V NA
LY 7% —ThY), NRHOY H ¥ FIESFHEE, CRHE
DF ¥ AV, N5 OFE L% LT A PR o
D 3 DODHEBH) SR ENDIERY VSV ETH 5D,
COLE Ty —IIREMERTTER L, ZOEKE 5T
FED 72O\ R TFIRATIC & B &S DRI 5T
Eloo LOLRDSY)H Y FiEEHEBO—5% B T
SRR C O A TR E DA S O I EATB ST
472 == VB (IPs) A P obE Rz C
KBIDOF ¥ FVFEBANED X)L ZF IV ED Y F v A
LVORHDPFAFH ENTWEDD, &L HFho> TV, Th
IR B 720120, fEEE VSR RE T ORE TS AT
PUIETH B EEZBNL, F I TRk R HZ
LT, ZEDIP;R &, RE@BHMTH S Ca®t Fv 4 )b
SE ORGSR BI8 LT, 25 0FH - 82 AT,
ERICH L CRBE, BHEEEBE T TH L, Ty
FIICELTIE GSTRG Y v 37 B e L TR TRE
B T& 72, %L T FOS-cholinel2 # W THidfbL, 7
VEFF 7 7a—AH T L LETHHAIZ decyl-maltoside
(DM) 2 detergent Z&H L TR T A Z LI2L Y, S
DMERT v AV E ZRITH b O ST ATl EE 7
NEFCHRLIENTE, ZORETF v #IVHHEIEIE, CD
ARZ MVHIEIZE ) a ) v 7 AEERREELTWD S
EDRERRC & 72, T 72, ARt 24T > TR T-HHAMSE CBlgE
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THZEI2ED, DM 2&LBERP CUEARZ IR L, B
SEIREECH B T LW h o T, BIE, WMEBHEIZLY
ZOF ¥ FIVEHBOIRE " EEAO TR 2 & I RIT
WL ORMEEBEIRCH D, Tz, MBEANEBICE LT
&, VY RTHAH IPs DFEHEEIRE F D E I FE
T2 MEEE L EOHFOMERIT 2 ToTwb, ZOH
HIFEISICIZ Ca2T R A NVETY 2 ) ¥ (CaM) kR4 243
T L, IPsR OERORET Z17-o T b, 40, 20
MO KBERAH LT, BILEANCNY R Q-7 LV EFT T
FIV) T AT AV, WHEPOEIHBRFT MY L' HW
LI LT, BHHTOH—MIBETZ NG h ot
T, INLOEFETCRHEMEEIT 2728 25, REERT
SHROBYNE RIS SNz BEL, oK ST X #
O EBIITZ A RE ST 572012, fEafbsthoRE
fbz47>TW5,

(3) N7 7V THRES MY LF ¥ RIVORBIERT (A
¥, i)

FFE DTN EDE I L 0, BHRESEICHEET 5
F ¥ ANVNAR L Ty =S ER LSS 2 LI L D {5E
END, ZOFER, M5 L iR g g I & 5
{LAESDVRLAEFICERINDL, ZORSHE V) BXR
Ea I3 WS O 2 RRgske, WIfafk, # L il
FEER L, Mok & B ORI EEM E A & h, &k
OB EZE SN S, BEEZM NaT F v 2L
(Nach) FEEMOZILE ML TEMEfbENE A+ F v
INVTH Y, EEMOFESBOEFLZOF X ANV O & 12
E2bDTHbH, #0728, Nach [THILORE, MHR(EE,
ARG & D% ORRICECES LTBY, ZoF ¥4
VOEF I A LRBOBERER & %5, L7255 T, Nach
DOF ¥ 2R A T Y BBDOA N AL E DT LRIVT
BHONIIT 2 2 LIRS E L M L, BT 2580
TR IR IR & 2 %E % B3, BEEY D Nach &
JERNZE  DFEEMEERM T b M BB Z 2 A E KR
FUNTETHDL I EDND, XSRS 21T 0133k
FICHREETH o720 LA LITAE, Bacillus halodurans 72 &0
BERAEWIIBW T BEEZM Nat 5 ¥ 2 )V (NachBac)
DT H Z EDHHS 2127 o726 NachBac 13 & ENEAK
WoRbAF T ANVERBELTBY, BELEYD Nach
EARTHEFEAMTH ) X B ST 2175 018
LTWwb, £2T, Z® NachBac D& 21T 72012
BHROBE L BRETORF 2HGBL, @REF v £
JVEEIR D A D NachBac %, Z1LZ1 His-tag filiad L < &
GSTAE S v 378 LTRBHZ W TREzRA L
Z %, %4 NachBac Tl His-tag @l &, 7 £ IVEHIBO A
IZOWTIZ GST B S 7 v 82 B2 B W TR S L
720 RIZ, 235D NachBac 2> bR T 2 BRFEL, A4
AP a< b 7T 7 4 —12C, BRPTOHTREDOHH
Aotz FORER, VTR NEROSTEICHLT S
MEICEE SN, 202 Eh5, FELL 72 NachBac 13
WHhTHEREZERLTWL EEZ NS, B, 20
A VTR R oORE 21T T b,
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(1) 77> v ofEmr (BE, TH, 58
MREWE BRI, FNENEE OGS Y

BRI 724 4

VOSTEDAEL, INSOZHEMEEE Y v HIE, R
AT TATOZERORIEALS & CHEREEICEIS L
TWbEEZLNTWS, 7Y it nAChR DFEE Y ~
OB ELTHEASN, BBl / v o777 h~Y T X%
AW FEEENSEA by F T AEIZBIT S nAChR DOk
ZEALL TOERBBEEICEbD > Tna 2 e iEanTw
bo TTYVDERTIEE IR EIN TV VA, B
HEX N7 cDNA 225 &N D7 I JEREESN L D, WD
PO RAXA VL EFEO LD ENT WD, TT
DEDZHRD L - EREBHE T 5T L XV THL 2T
51O TR T HEORANLETH L Ehs, TT
YORERBROML L, FE - M beaiz, €L
IA DT T cDNA ZHWTEEB X SRy o a >~
AT 7 MERVEEL, RIBFEICB25EHEZHR AL 5,
EREEECEH DA VAT 7 MIRNEEE R o>TL
Fo7, 209 L, FTERITHYT S rapsyn (1-344) 12
DWTHEL - BERLERA, KRS X0 E 21572705,
WEEALIC TS EITEBLN TV RV, T 7Y YV OHCES
WZRLBEEENLHEEEL 2203 AT 7 b rapsyn
(1-75) &, rapsyn (1-201) 122V, AT MEmS & L
THRBET A EDHRTE T BAEINS 2B, &
{bA7 ) == 7R A TWAS, 72, nAChR & DFEAIC
EE L SNDLMHEEBE & rapsyn (237-338) 1E, 2 FF
UGS VNIBEELTREEES Z LI Lo THEN
W5e LTHEAZENTER, LML, rapsyn (237-338)
&, BELERBICBW A AT 5 E0ICH 72, TDJE
Ko 12& LT, nAChR &HH7 5 coiled-coil HIRDBRIK
H2E <, TOEROBUKEAHEMEHIC X o THT 25648
LTLEH EEZOND, 22T, ZOBUKMEHENER%,
nAChR & rapsyn & OBEAEEREZBER S TS 2 LI12 X ) ]
L&) e#Ez2iz, LL, 97 HnAChR D 5203 5%
TLZy POWTNEMASEHZ L TV A0 ho Tk
WV, FZT, YELIADnAChR ¥ 722 v + D cDNA
FHEEL, ThENAHE (o, 6, v, ) DFTL=V IO
MFRNFEB O 2 Y A NT 7 b REE L7, 2B % KIGHE
THB &, SDS-PAGE L TIFIFH—D/NY P& L THH
TELZLEER LT, 41%, N5 L rapsyn (237-338)
OMEANEHEWHERT L E L B2, R, 20 RS
1LE2RADLTETDH 5o

(2) PSD-95 OREEMNT GkIFb, HIE, Rk, =)
MDD R A+ ¥ F 7 AL NMDA %7455 shaker & K+
F X ANVENERT LI EATREN, NS OEFREEREIC
ME5$55F0 12k L TPSD-95 MiEHZHED TV 5,
PSD-95 OFCHIZIE, N K2 50HIC 3 D PDZ R A
4k, FRITHEC SH3-GK XA Y DFEIES 5. s
W 92 h 5, PSD-95 @ PDZ F A A U IZIZZi k=
AF U F X RNREDEY VX BE ORI ST, MiEil—
WL FEAREE (nNOS) % CaM O X ) %Al T iA M
DFIREETAHIEPHESINTVE, ZNSDHENS,
PSD-95 (I > X7 H LB T OM B E£ES 5,
Ry NI BEE L TOBEEZHOHTTHIEEZLN
TWb, BEIZ, PSD-95 DK A 4 O ffifikix, #ne
N X WS SRR NMR I X W SN T &2, LA L
PSD-95 IC X BZRMERA TV F Y R NVDRA NV F T
M2 BT 2 4EFEHERE, Iy X2 LN T & DA
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LS T A720100F, KERALE) T FED
FEERE 7 SR SR CUEA TS TH B, £2T
PSD-95 5 T &k Ofirk &L 5 THICBIF A K F A A O fk
BLi&, PSD-95 & AHHEAEH T 55T & O AR OFEH D 7
B, FHT LRV CTOWEBITSUETH D EEZ T, Th
FTIZY Y A PSD-95 D ¢cDNA # VT, &EB L3>
® PDZ % (PSD-95 (1-402)) @, KBHIZHBIT 2 K&
KHRAZMELL, TNEFNH—F 7L L CRET
HZ LTI L7z & 512 PSD-95 (1-402) (Z2oWTIE=
RICAEREISH T LTI L, KEBEEhER% (SPring-8)
WCCF—FEEIT) PETH D, SHRITREEOSR R &
2, = RIS BIT L&KM E 7 — 5 DT
DL, &R PSD-95 ORI oW, IR E T WK
AR IR T 21T 9. £72, &K PSD-95 2%\ <
OPDAY T F A= a3y BEEIE, B ENES
574 =L BT E B TE=RTTHEEO S EZHA D,
INSOHEEI, BEICHESNTWSE 420 K A 1 Uik
DTAYTAYTHRITHIEICIY, 10205 F4EkELT
DI EEXRETLTFTETH b,

3. HARVILF VU — LOMBIENFERRR

(1) PSD-95 L ANEY o) Y OMEMER (fEAk, &I,
)

WHR S F T ANRTET B PSD-95 12, NMDA S3k% &
TFMVEES T LA L, NMDA SB&KE N5 7F
MEED IR B EEZ 5N TWA, NMDA Z&EMKIE
AL X o THIBIPIIZHEA L7z Ca?t 1d, CaM &fEa L,
Ca?t /CaM A7 0O 7 1 ¥ F F =¥ OiEMALS, nNOS
DOIEHALIR I S ND SRR ¥ 7 F MEE R % il 3
5o INFTTIZ, FETTAE BN (BlAcore3000)
ZHWT, PSD-95 & CaM 7F Ca?t IKIFMICHEA T 5 2 &,
PSD-95 ® CaM 41213 SH3-GK KA A Y HEETH 5
ZEEWSMIC LIz, LA L, PSD-95 & CaM DiE&HH
PEIE, > MAGUK 77 3 — % X2 BT D EAEE
WK, FORRRIE GO ICHEECh o7z, 22
T, STNEFETHWTWAPSD-95 DI AT 7 526, N
FEANZAMEN TV S S-tag # Y B\ /za > A M7 27 b
EHOWCTHERZIT- 72, ZO8E, sioa A J 27 b
2R, #9110 FBBHMESE ool F72, PSD-95 &2~
H—F v FICEHEL L7z CaM DFEEDS, PSD-95 & [FERIC
WL 72 CaM 12 & o THEMKFEIZEH S iz, 512,
Fhoay bu—E UEH L7202 & RIS CaM
LT\ 5 K& trypsin inhibitor I¥, PSD-95 & CaM Dk
BB EEERIZTS o7z, DL EIZX D, PSD-95 &
CaM DIFRAYFEA L WIS T /2o £72, PDZ F A A
IHEAET Ay V82 (APC, CRIPT, Kvl.4, NR2B)
D C K 9 ¥&F=12 L 5 PSD-95 & CaM DOFE~DOHE %,
S-tag DV LV PSD-95 2> A b5 7 b ZFWTHE L
720 ZOFER, 400 uM CRIPT X 7F F& 800 uM NR2B X
7F R, PSD-95 & CaM OAHEAEH /R TiE (o9
75 L) EEALEEDY, 100~800 M KV1.4 XR7F K&
100~400 uM APC X7 F Fix, %75 288 E KT
S o 72e RIDHEERNT OFER S, 400 uM CRIPT /X
7F- Fi&, PSD-95 & CaM OFfEAPAMEL LA S L
W30 7. BIE, 800 uM NR2B R7F FIZ L BB iR
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FHhTh s, LEOHEIE, MAPIA ® SH3-GK KX A
ANDFEEHS, PDZ FAA VHEST B Y V878 CHKi~
TFRIZEYVBEBEENDL LV HEE KL TWw5, T2
PDZ R XA ViEEY VX BEDREIT LY PSD-95 D
ENZEAL L, SH3-GK KA A UfEa& s v /3278 & PSD-95
& DOREGITEE R T T REEA R S iz,

(2) NMDA S5k 7)) v 7128 5 PSD-95 D%
(f@7k, FIH, =)

NMDA 8K % A3 5%  OMFEMIE > 7 MziElg,
NMDA ZBMED Y5 v /32 8 Tdh % PSD-95 B 51 5
LEZLNTWED, ZOFEMIPEAL IR > Tk,
PSD-95 %%, nNOS %, A/54 VRO - #H: - 21t
)M EHEEE S VR EREET LI NS, —E
fbg#k (NO) A L BHIRERA AV OJEREZE LICER
L, PSD-95 O#fEY 7 F IAREIZ BT B HEN DWW THR
FLTW5, PSD-95 DEFER FARL 72012, FFED ¥ VN
7B OB AN T A Z L ASUHEZ short interfering RNA
(siRNA) % W72 PSD-95 / v 7 ¥ L IZHLY fLA TW
%o COST MBI BT, PSD-95 DIl FEIH %= Pl L 72
SIRNA % BRI EA Lz, EAK 2~3 HH
T, NTEME PSD-95 DEE LT/ v 7 77 YRR ITFAD
SN o727%, 4 HHTIX, WEY PSD-95 DA IZ
EAEHIHISNG Z L BRIz, WM SN TV IfFLEHE
Hilex w72 RNAI (RNA T#) OFEBRTIE, BlNERs
5T B ORAE, siRNAEA 3 HEETISFEOLNT
W5, T PSD-95 A% PSD IZRTET B S v X7 B IS
fRREEND LT, RHHEEIEL 2572072 E2 60
5o F12PSD-95 D5/ v 7 ¥y v ENTMBOE I, #
RIEBED 2L VR LTV, 2D LI, PSD-95 %8
HINE BRI ¥ > 7 B ORREICEIS- L T A T EE I % R
WL TWb, 4, PSD-95 /v 7 5w vk A4 ik
EOMBEEWHSPIZL, FRICEDLAISTOEEZITH T
ETHAh, 72 PSD-95 D NO MBI B %E % ey
L7212, COSTHIET, NO OMIAEETH - 72 NO
W38 7R¥E Diaminorhodamine-4M (DAR-4M) % W\,
ML D NO %€ % i 7o MR ClE, BIZRED
Ory 5y FTORPBET LT TEEEREL LI 2
72%, DAR-AM T, H#HEO NO EBAEEZKE T4 Z &8
T&hhol, 2 THO NO BERREICOWTORE
FHEOTWD, T2, TNV T FIVEEICEDLB Y v 3
7B, FOELCHPSDICREL TS, INB S YNy
ORI TS PSD-95 / v 7 ¥y v DA EHT 5
HAYT, nNOS, GKAP, F-actin, CRIPT D %yEHlikAt
BRI L 72,
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The aim of our research is to elucidate the transmem-
brane signaling system, by the structural analysis of the
complex (bio-multisome) between membrane protein and
its associated protein in nerve cells. The structure of
ion channels and receptors has been elucidated by cryo-
electron microscopy. The crystallization of soluble pro-
teins is investigated to reveal their atomic structure by
X-ray crystallography. Then, the confocal laser-scanning
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microscopy is introduced for the study of intracelluler lo-
calization and physiological function of the bio-multisome.
These experimental attempts coupled with the structural
studies will provide critical insights into the dynamic struc-
ture and function of the bio-multisome in living cells.

1. Structure analysis of membrane proteins

(1) Nicotinic acetylcholine receptor

The nicotinic acetylcholine receptor (nAChR) is a
ligand-gated ion channel at the neuromuscular junction.
The nAChR was purified using Triton X100 and the TDAC
affinity column chromatography from postsynaptic mem-
branes of Torpedo rays. The purified nAChR failed to be
reconstituted into liposomal membranes, however it was
proved that nAChR had an affinity with the membranes in-
cluding dimyristoyl phosphatidic acid. The 2-dimensional
(2-D) crystallization of nAChR was also tried by rearrang-
ing the receptors in postsynaptic membranes. As a result,
small 2-D crystals like sheets were found in the rearranged
postsynaptic membranes. The images of the small sheets
presented some diffraction spots at low resolution by the
calculation of Fourier transform.

(2) Inositol 1,4,5-trisphosphate receptor

The inositol 1, 4, 5-trisphosphate receptor (IP3R) is a
homo-tetrameric Ca®" channel in the endoplasmic reticu-
lum, to regulate the concentration of the intracellular Ca?*
by binding and dissociation of its ligands. For the struc-
ture analysis of IP3R, the transmembrane domain was ex-
pressed in Sf9 cells, and purified successively by an affinity
column and a size-extinction column chromatography. The
purified channel domain formed a tetramer and showed an
a-helix characteristic circular dichroism spectrum. Recon-
stitution of this channel region has been trying under vari-
ous 2-D crystallization conditions. On the other hand, the
intracellular ligand binding region of IP3sR was expressed
in E. coli. This region formed some small needle like 3-D
crystals in Tris (2-carbocyetyl) phosphate and sodium sul-
fate condition. These crystals showed the polarization of
light.

(3) Voltage-gated sodium channel

A bacterial small ion channel, the Bacillus halodu-
rans voltage-gated sodium-selective channel (NachBac)
has been also studying the 3-D crystallization for the struc-
ture analysis. The His-tagged full length and the GST-
tagged channel region of NachBac were expressed in E. coli
and purified by an affinity column and a size-extinction col-
umn chromatography. The purified NachBac was proved
to be a tetramer formation.

2. Structural study of soluble proteins associ-
ated with membrane proteins

(1) Rapsyn

Rapsyn, myristoylated peripheral protein, plays critical
role in the clustering of nAChR and in the organization of
the postsynaptic density (PSD) cytoskeletal complex at
the neuromuscular junction. To understand the structure
and function, we have investigated large-scale expression
and purification of rapsyn as a necessary step for the crys-
tal structure analysis. Rapsyn cDNA isolated from Tor-
pedo ray was expressed in E. coli. Both rapsyn (1-75) and
rapsyn (1-201) were purified from soluble fraction and used
for crystallization screening. Rapsyn (1-344) was purified
from inclusion body, but the amount of purified protein is
still not enough to be used in crystallization screening. The
most important part, nAChR, associated domain of rapsyn
(rapsyn (237-338)) was expressed as ubiquitin fusion pro-
tein. To avoid the aggregation during the purification, the
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rapsyn (237-338) seems to be purified with the cytoplasmic
loop of the nAChR subunits expressed in E. coli.

(2) PSD-95

A scaffold protein (MW:95k) at PSD, PSD-95, com-
posed of three PDZ domains and a SH3-GK domain. It
plays important roles in regulating assembly and function
of protein networks involved in PSD. Although the struc-
tural features of each domain have been revealed by X-ray
crystallography and NMR, it is still necessary to analyze
the whole spatial arrangement consisted of all four do-
mains, which is essential to understand the molecular scaf-
folding mechanism of PSD-95. In addition to the expres-
sion in E. coli and the purification of mouse PSD-95, we
have recently succeeded in crystallization of its N-terminal
segment (PSD-95 (1-402)). We are also trying to deter-
mine the 3-D structure of the full-length of PSD-95 by
single particle analysis.

3. Biochemical and cytochemical study of bio-
multisome

(1) Interaction between PSD-95 and calmodulin

We have been evaluating the possible involvement of
PSD-95 as a modulator of signal transduction via NMDA
receptors. We focus on the interaction of PSD-95 and
calmodulin (CaM), which is activated by the increment of
intracellular Ca®" concentration following the activation of
NMDA receptors. We have been investigating the charac-
teristics of interaction between PSD-95 and CaM by using
surface plasmon resonance spectroscopy (BIAcore 3000).
In the present term, we prepared a shorter gene construct
of PSD-95, in which S-tag was deleted from the previous
PSD-95 construct. We have revealed that PSD-95 specifi-
cally binds to CaM via SH3-GK domain, also showed that
the synthetic C-terminal peptides of proteins, CRIPT and
NR2B, which interact with PDZ2 or PDZ3 domain of PSD-
95, facilitated the interaction between PSD-95 and CalM,
but not the synthetic C-terminal peptides of APC and
Kv1.4. These results suggest the possibility that the con-
formational change of PSD-95 by the binding of proteins
to PDZ2 and/or PDZ3 domain would affect the interaction
between PSD-95 and CaM.

(2) A role of PSD-95 in NMDA receptor signaling

We also planned to examine the role of PSD-95 on other
event via NMDA receptors; nitrogen monoxide (NO) syn-
thesis and the change of synaptic morphology. RNA in-
terference (RNAi) would be a useful tool to study these
biological involvements of PSD-95. In the last term, we
have succeeded to reduce the expression of PSD-95 in the
hippocampal neurons with the synthetic short interfering
RNA (siRNA) specific for PSD-95. We are going to inves-
tigate the establishment of RNAi of PSD-95 and the mea-
surement of NO production with Diaminorhodamine-4M in
the primary cultured neuron by a confocal laser-scanning
microscopy.
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