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3 NMDAE! T L4 3 U BSBRHRERAESLEBELSR
A: A L7708y b, ELISA,cell-based assay (Dalmautk) (2 & 2 SIEFHIE S SEMASFEER COBHEE
®RT. AL/ 70y METORBMEEIX30%, ELISATERMBOFH+2SDLLEEBEL T4 L, GuN2BD
N R I3 T B4R (NR2B-NT2HLAK) 1380% - E, GluN1® N FHI1Zxh§ 5 H/& (NRI-NTHLE) I260% 2 E DO gt
BT, cell-based assay CIIFEHHEEIXT0%REETHA. B, C : cell-based assay+ . Dalmau & D Ei%E L 7zcell-based
assay (& 2-A) CNMDAZIGIRTHUESZ M DO BE#RAE, cellbased assay— : Dalmau ® DB%s L7241 (3 2-A) TNMDA

BIGluRHL AR D BRI,

%P T A7 ¥ — %transient transfection L 72
HEKHFB DM F A A4 Y IR EEEHE LT
% cell-based assay | & A #i/& (Dalmaudifk)
*EATHOTHEEIIC Lz (X 2-A).
2009F 2% 51T, GluN1&GluN2B:2RIHT 5
AN 7 ¥ — % stable transfection L 7-HEKHRiZ D #l
Fagt K A 4 ¥ Sk % YU & 9 A cell-based as-
say & BA%, ZE L723E L DalmaubiffllE % £
FHL7(H2-A)®, Z Ostable transfection L 72
HEK#AZ % Vv 7-DalmaufitiEBEIE X, %S 0iF
ENEBRTAP»A - MEEREY Y —I28
VT H20I3EDPLTEEIL 2o T A,
DalmauftiE DS ONMDARIGIuRY 72 = v +
#ERH T HPE D NMDARIGIUR % 523k ¥ 5 Hidk
THY, LEBONMDARFATH 5, AFETIIH

2 DA) ~C)Hh¥T [ILENANMDARTA ] L IF
U%, DalmaudiffidikzmONMDARYE & IR
29 5.

PRI R D EEEL - validation

44770y FEIZEBGuRe2HED [FI5
THIE % A9 2 SRS BINMDARR#-0T) |
EFOBE TORMERIL, 30BREELEI-7
(B3-A). cell-based assayiZ & ADalmaudifkid,
RIBRDOERARE T OBEFIRITOREETH o 7.
RicbbnPEE L - L EETRERELISAT
1319 FINMDARSK #-OT DO BEEARE T DGluN2B
O N RIZHT 2 Jifhk (NR2B-NT2HL15) 1180% 12
B, GluN1o N KI5 %548 (NRI-NTHE) 1
O0BFEEDHEERTH Y, cell-based assay®
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NRT N e BBB 2 e
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type GIUR ==
» Granzyme B L sy GIURCT
Perforin Antagonistic effect é (NR1)
-y to NMDA-type G2 GluRe2
GluR Neuron £ (NR2B)
° membrane 522
CTLs =2

B4 NMDAEJIL& I D ERZBRMHHE EFEAIL AR EDHEDFRB A DRBRE
MEAFTE/ NEKRLY b— 7 %55 5 NMDARIGIuRELAIZ, MMM ORHEL &2 &L ) PHRMERICE
D, PIRMRERATEE SNHAE &bz, SHHRERICES T 54, BIEH - @8HIC2 5 & MEmE

FOEFIC L NHBPTERTTAHRETEZ TS,

Dalmau$fifk & ELISAIZ & 5 NMDASZ AR A L
KB RE BV 2o Tz,

DalmaufifAR 10, Bl 7 RO BRI
DWW, b NDOELISATNR2B-NT2H 4 %
ET A &, DalmaudEREHER I A EICERERIC
EARTELISAEXEETH D (K 3-B), NRI-NT
PoiR 120 T b Dalmaudf LA B LA B2
BRI CELISAEV S EThH o 7= (B 3-C) 1.
Ll_E X 9 ELISA®NR2B-NT2#ifk, NRI-NTHIE
1, 4 ICNMDAZIGIuRIZXT S 5 BEE R OHLE
EHRHETETWS EEZ5N5, NRI-NTHEIL
Dalmauf/U{EREEEED 5/14% K TDalmaudiffke
HEE L REDETH 7205, TS DORETI
NR2B-NT2H K36 I EETH Y, NR2B-
NT2HED A EETHHREEIH 5.

NMDAR#L A DRATHEERE

1. NMDAZ!GIuR®Minternalization

BB E MmiEF ONMDARYLAIE, HFERED
NMDAZIGIuR #2853 A Z &2 X D internalization
(RERPEL Y 2 ) 885 2 EATRE XL T 599,
HU&IZ & Ainternalizationid, NMDAZIGIuRDHE
PERA=T8ET2O0ZRIL, MEIBIEE
FREERITEIREE 7 EOIFRERICEEL TV

- 218 -

HTReED S 5 (Bl 4). NHALEICS4EE ICHE
THLE, 7N, DR EOERIE, NMDASZA
TREMETH LRy IV, EBmASTYF UL
EORIERE LTHHONTWT, BOTHAEIZE
A NMDARIGIURDFEHEH H"NHALE D EEFRER
o TnBEEZLNG, bLbNORZES L —
7 DTakano 5 &, Z ONMDARIGIURAZE(LANE
ERZFHTETIZ L2 RELTWT, BAEE
EDRELE B CH SRS L),

bhvbhiE, NHALEEEZEHMBENIgGHHE = B
WTEET v MRS 2 28R
filiL, NMDAR¥I&IZ & 5 NMDAEIGIURD R7E
b3y F 7 AN ONMDARIGIuRIZEIZR I Y,
v+ 7 ANMDARIGIURTCIZBRETH L LHEEL
TWwaAW, NMDARYIEIZ Y + 7 A5 ONMDAE!
GUROWE L Z EITRR I $ /20|, BESEMES
MEIEN, TRV APERL, HEHNTFRE
PREVHDEHR LT3 (X 5).

Mikasova b i, BZ&DONMDARFLAEAGIUN2A
VT 7 ANZEE 1Y TV AEphrin-B2 receptor
EDFEERYY, ¥ 7 ANMDAEIGIURASY +
TANCREEIL, VT TRAMNTHEIC L )T
b2 FEEZTVAEY,
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5 NMDAZR T % I BESEHRAEOIER
p-CREB : phosphorylated cAMP-response-element-binding-protein, CTL : cyto-
toxic T cell, EPSC : excitatory postsynaptic current, NMDAR : NMDA-type GluR.

2. PRb—-IXFEMER

GluN2B7 £@ N Rfffzst B X A > »283~287
ZBD7T 3/ EEY| (Asp/Glu-Trp-Asp/Glu-Tyr-
Ser/Gly) £ ds-DNAIZGTFAERIEDH 57-0, &
FMT) 7% b—7 X (SLE) B#& Ods-DNAFLE
i, SR CNMDARIGIuR (NR2A/2B) £38
AL, TRV AR EZRITIE, Asp/
Glu-Trp-Asp/Glu-Tyr-Ser/Gly T L /2B T,
LPS® ¥ 4 71) » Tl (BBB) M&E
*EOAH L, TOMABES R A A PRSI
BRICED, THCRABRRICEELZRIZTS
EHEYEBRTREN TN B,

3. NMDABGIURF v % JLIEEEANDIEH
bihvbiigy FMEERA I A4 AEREHWT,
GluRe2® N KB % 74 FEEK, HIGluRe2
YL 4 D RasmussensEERE B E MLIE DIgGHHE
DOEEN, Y T AREG (EPSC) DB 2 iRsT

L7225, BEFTOL ZAGURNIAREIZERD,
NMDARFUEIZIEH & R BEREHEEMERA TR
H 8T \Wp i),

[LZ& DNMDARHED
FRERBICHSTIEH - BE

Dalmauf/tfid L4, IRREFTAED & 54
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NMDARFH#-OT) IZRER L E X BT\,
L2 LB Tid, BREZ &0 L2 vEiigkee,
ERFBEOTAD»TAYR, Creutzfeldt-Jakobii
T DalmaufiEGEFIAIRE ST b, —7F,
A4 L/ 78y MEIZELSGuR2HAERPELISALS
X HNR2B-NT2HUfA D %  OMRRETHMEL %
B LEbhroTnA, H40RBIIBITIE
B, BHIZOVWTUTIZHRRS,

1. FEANARZMEBMETZERMA (NHALE)
WA RTIES - kA% & O0%R % T
ETBRMRT, BFRERE TN -2 E
ROSBWORA ¥ ML b, HBENMDARAR

EDFEFI DRMFEHESER T, TEIERFE (74%),

FEEE(7T%), SIE(G%) R ENSho7:0,
BEEEMENHALEORRE & L Tk, NMDAH
GluR, EMKAFMES ) 7 4F % )V (voltage-gated
potassium channel ;| VGKC) &1 7% L1241 5
HMEBERCHAF LN TWA(F 2,3). #K
NMDARFUARIE, MiEH CEA S NI O
Bt T A L T2 5 PARFHERIZED b0 &,

HFRAEER CIREMIEP O EBESND DX H 5
Li#EEL TS (4). NHALECIENR2BHA,

Dalmau¥ifi L dIZ75%FBEIHGHEER Y, =¥
f—7& L TiE, NR2B-NT2, NR2B-M3-4,

9_



79 1 360 WERE B79% £3 8
F2 MBMEREREREICWYT 3ME SR
NMDAR LGI1 Caspr2 GABAsR | AMPAR GAD GlyR NAE
71N ETIRE Pk Pk ik Piie ik EIRE
5 6~39 30~80 46~77 24~175 38~87 FEn 2885
4EH5 (#8) | (Mean 26.5) | (Median 60) | (Median 60) | (Median 62) | (Median 60) | B A 7 (3F3#58)
# &ffiii 65%F  |85%H  |B=f 0%k |k 81% 4t
Bk &z, BB Ha%, A% |Morvan ElEpEE |HIEME | TADA, |FHERL 34| SME>
ﬁ"\lﬁ R, EOMERE |\, EOMREE | AEGEDE TADA BEREERM |/ T— XA, | SRR
’ £ 0FHh) | TAPARE 1k B BIERIC | /ANSRR
50%MRIFZE | 84%MRI  [40%MRI  |66%MRI |90%MRI |#iGAD#L 100%TPO
R %, 60% | RE S HEE 1£>1,000 P&, MRI
ENalfl iE U/ml TE
BEE IREANE | Pl lE 7z & | 60% Mt/ T0% B AT A | # HwEL L
ABF iR &
i IgGlE KR 1gG4>1gGl |IgG4>IgGl | IgGlEHAE | 2 IgGlERE |1gG1EME
Fi WER BT, | BAEE BEICLE | AR BHE 1B8MRE | BEREEAS AT AR
> | ERDY 1 AR

NMDAR : NMDAZ!glutamate receptor, LGI1 : leucine-rich glioma-inactivated 1, Caspr2 : contactin-associated
protein 2, GABABR ! r-aminobutyric acid type B receptor, AMPAR : ¢-amino-3-hydroxy-5-methyl-4-
isoxazolepropionic acid receptor, GAD : glutamic acid decarboxylase, GlyR : glycine receptor, NAE, N-termi-
nal a-enolase. (Lancaster E, et al. Neurology 2011 ; 77 : 179-89, Vincent A, et al. Lancet Neurol 2011 ; 10 : 759-72,

JHE 2. Bio Clinica 2009 ; 24 : 1199-205 X b 275 H)

NR2B-CT7% &, WRIA\V GRS A PRI,
N R 5 HriF iR A CTNMDAZIGIUR
DAHEILE T, GREEZMEZIH T
EHNTELLDTFHRAHBMELLTRS L, b
nbiidiEE L Twa (K 5).

2. SNEEWEESOHNA (FINMDARR%-0OT)

PREFZFBED 5 WIZIEFINEIZIXGluN2B
(NR2B) B & ('GluN1(NR1) % £ DNMDAZIGIuR
ZRALHELTHEADHESTTFPERAL TN
EHEESINTWED, FRELZ AT 5B MERNE
T, HEED 5 VIZIPREIZEE T 5NMDAR!
GluR7%z EDSHUE & 72 o TNMDARPLEAT DL 5
N5 . NR2BHLfE, Dalmaufiifk & b 1288%T2E
LR, =¥ h—7% LTid, NR2B-NT2,
NR2B-M3-4, NR2B-CT7% &, WRIAVWEEIZATT
LPEDIFET 5 (R 3). GluN2BB & U'GluN1
WA A PUEO B, SUETRERN L
IS FSFETH o727, BIEEALIREIZGIUNZBIC
T BPEPEME 2o T L,

3. RasmussenfE{&EE

RasmussenfEMERE L, MEEERDORWEEEIC
RALDPDOFRITREE (ERERZ L) 2T 7 F
YERDH o - BICRBEICHEGES T Ml

(CTL) 2 Ff& & L7-BETRESEREINEZY, T
ADABTEDRIE, BIRICEE, LEWICHER
B HEEELR ESHR L, FEREOERENH
Lk, BYIRGESZVWE [E-E&) ] L
7 B BMEEITHEOER L SN TWHRR) | s
£ ) BfE% %7 7onaive T cellsASE AL L Teffec-
tor TcellsiZ7% 1), BBB%#BZ THRMERICE
AL, CTLIZAZZERUST e RS F 2 RH L7
THEEHIAE 2 &1 ZGranzyme B 2 &R AL T, T
REY—V2A%2FETD, 20E, BESTO
BAEdSe Y, FIRAER TNR2BILER &
BAOHCHBEERZEDTEIY, 51213
D) HDCsHPHCITETD 5 DDEHIES
L7ZMACHTER S I, FRMERFEIETS
5 EEZTWA, HENMDARFEZ EOBETH
HIILTLOEEBFRDONE bIT TR L,
BRPO LIS { LTTA»ARESEMT 5
RRERICREIEIL T 5 2 &%\ (3R 3).

4. RRETADA

D IUL199FES] D BV S BEAE B D ik
ETRHEL, M8 - BEEEIRBREHIE
RS, TADPARE - MINEEXISHEDIC
ETTHEEERTIEZESPIIL, TA
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NMDAR$i VGKCHifk s
EE GluRe2#Lfk Dalmaufifk | NR2B-NT2¥ifk - NAE#L
(457789 1) | (cellbased agsay) (ELISA) | LGTIHUAR* |Casprafifh
FEA LR | B (BEE) B (R . | B(SME) | VGKCHUE NAEHUARB
a2 A% | 12G-31.8% Bk, 75.0% f5 1% 78.0% 51 % : 21.1%580, HE | BARED 9
ENEES IgM-27.9% it HBEESICBESS R | %E 5
RREFHIE | E (R © BEVK : 88.5% [k | BAUK : 88.2%F5M4 | BEWE : 0/2 | BEWK [ 0/2
AR | 1gG37.7% ik, BEBE | BREBE
IgM-15.1% B ik
Rasmussen | B8 (/@ 6~23%4 BRIE 1 91.7% 1
AEIERE B)BMEE | 1gG-57.1
%, IgM-28.6%
HSVEAs 7 13/44(30%) B2 1%
BEZETA BEIE - 41.4%F5E | BAWE ¢ 2/3 | BEWR : 2/3
A RIATEREYE | AT
TADA S/ 195
" Creutzfeldt- TORR L BE T M 1k | B0 ¢ 1171290k | VGKCHL BB R © 1 651
Jakoby [F2E3
BREU®SHE B g A pEBEM
RER Bk 1 plEs
MELAS 2RBEHERE MR 135
BB B . BB 1 FIERE BEVE . BEIE 141
i

NMDAR : NMDAZ!glutamate receptor, LGI1 . leucine-rich glioma-inactivated 1, Caspr2 : contactin-associated
protein 2, NR2B-NT2 . n-terminal of GIluN2B, HSV : herpes simplex virus, *! Autoimmune Encephalitis Mosaic
1% v b (Euroimmune) I & 2HiHE¥E, BREE2% VEV, 2 EERTEBRRNERESE, * EERNTSBHE

MAEREE.

PARVHEE - TEEEOREIZBBENRZBIE
BHEBAICHERBICEE Tho7:. RWEABTANA
Tltmatrix metalloproteinase-9 (MMP-9) 755 (&
T, tissue inhibitor of metalloproteinase-1
(TIMP-1) 5B 742 5 AT CTHEIR T 5720,
A \Z U BAHBE PR EASHEST, BEAONR2B-NT2
PURDSEEIMT AW REEz bvb g L7-»),
etk TA D AEFI DBIELS ONR2ZBHLAIZ, #
HIREEOER R E T2 -0 IlBER L2
bLTWAEHZELTWVA, BEENR2BHEIZ40
REFEIBHEL Y, Z¥ =7 LTid, NR2B-
NT2, NR2B-M3-4, NR2B-CT 7z &, W&IL\4EI8
T B EASFET S (R 3).

5. Creutzfeldt-Jakob#® (CJD)

Fujitab iX, CIDEREBEOMEFEBE LT 5
AL, MEFEEICNR2BI G EHEICHE
ETAZ L, MBIZVGKCHARZE T AEMH
5 LaHELTN5(RI)0D, FOLREMNME
PR RN % & CID I IS AEIR R SR AR AR T
Vo FZRRIREFEUI B IMEDH b, CIDIZB VT

H NMDARFADTREEIC S L TV AT e R R
BLTWw5,

6. BEMEZRKER

HOREEOBEREREET, EICEL,
B SEREICEESNDLD, WE, BHEX,
Wiz 2 a6 T 5. REIZAH LDBER
K CHRBENRZBYUAHIEDESERE LS 520,

7. BB &

TAPAREETERL, MRIFFR, ERI2LD
glioblastoma & B S N7-EHIT, BEEGluR:24T
&, NR2B-NT2#L65 1T, Dalmaudifkd e
HDIEBIRENH 5D, BEBIC L VBEIN:
TR A 5 DGIUN2BAHER & 72 o THARD B
EINLDDOLEEL TV S,

NMDAR#ifkIZ, Dalmaudifk Thh, NR2BHT
HEThh, BHROERTHELR2Y, Eiv—
=) X ) RABRRERPRIBEEEL
bbb TREOY— - LTEWICERT,
FIBEMEEOBEIDZ RET HIEEY—F — L
RAUBEEENHLLEZ TN,
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B W

YREEH T NE % & BF LB NMDA B HHUER D glioblastoma @ 1 ]

B WEDY AR BEYY WA k@Y EE EA

BE OfIEAY  HE O ETY

wE EAY FEL B

EEEMIS4BRLMETHD. BRERELELLIBHBETEEL, BEBHEMRI T, FLARBREGIC THRIEEA
BlleEESsaEY, PEETHEEAMLTWE T2 CBERHE (GIUR) 2, 82 (LT 3REIBIET,
NMDAR A7 0% — (NR1+NR2) HikbBiETHY), Hi NMDABRRERXE D 5 - 7. REFHWEOHEL 2
BIHEV, BBEATWEEZ R, REHG6 » BRICHHITEEC glioblastoma PEES P EL - /. IPREHEE
AL, GIUR¥#ifEs L UVESEIHBIEM T glioblastoma DIEF O I V. FEIBEETH-TH, B
FICEBRBRBEABIENEETHIBELFFNERITH - 7.

(BB PE#42 2013;53:712-715)

Key words : JAEZFIE, 1 NMDA Z&1kHifE, glioblastoma, limbic encephalitis

RL®IC

LR L, EXRMRI CEHEENAICEEESE
Y DTIERNIH LT, AVRARE L LCHEERYEGE L.
LaL, IIESEESE6 L, GuRESEIEREETH-
72728, L NMDA (N-methyl-D-aspartate) Z&EM & DT
BeEEr, JIEBHLETL, EECEABELXBI o
TWwWizk 25, BEN6 » A1IZHE glioblastoma TH 5
ZEAHBE L. MESHELEHL, GRREAENAES
o glioblastoma DIEFNLBEICHRE % {, BRKBIZER
THOHET 5.

E A

sEH 54 5%, K

EFF  ERRE

HHEE 20111 XHP6HE BRIFICEERET
R oOBERAEOREESHE L. BEOE EREOEE S
EESHEL, YRICBEARLE.

BLAERE, RIERE | B EL L.

ABEEBE - UE 150/80 mmHg, MR3¥H 112/min, HLH - M9
BEHMEBEFRL2 L. NI, BE#L~VJCSIS. ¥k
BLEEEORESSHE LS. MaRIcEEmEL L. K

EER BERBELRL, BEASERLZL. BRIEE
RE RS2 L. BRI ERAL L, BREREE, L.

WA R I3k 8,960mm’, LDL-2 L XA ¥ a—
209 mg/dl L BE LA DANIE, R - E{LFICRELR L.
BB (CSF) METIE, Ml (M) 2mm® &O
30 mg/dl, ¥% 77 mg/dl TEE#HETH o7 BIKITHKRE
g e AL O, BUEEIOHEE AR LD FEOK
BERANVRR - BEIALRZ -EB YAV -4 hAF
B ALV LAY TATAL VAT EE R EINZA L D
Zdro 7z, CSEAHDKEFRANVARRA - BEIALSRZ - H
A4 P AFTOT A VAR BOFEEREME R L, ARy
A WADPCRIZEMTH 7>, S MRIT, FLAIR &%
CTHREERACBES 24 L0, BEFEIREMKE, BE
LHEREICEN-oTBY, BEOERLEL, BEEIIC
BEOEXHRE AL (Fig 1A, B).

Bl IBRABAERRT IEBEFREZA LD D
5, BAANAVRAWEOTEEEZZELELIC7 20N
1,500 mg/ B O SFE BB L, MTAPAELLTZLET
FrEHRS L ABZAICIE, EREEEIWEL, B
BREEOHBIE 2o, BRERKRECEIIRICAIKILE
LRI ERELA LD (Fig. 1B, F). MESHELFL
LBRB RN 20tbh, BHOBUKE CRERAR
WCAREE L, 8517 9 HICORRIEE S A & MAT LA SREEM
BRECIBEERIESEETH ), BEBREZSATH .

*Corresponding author: fififE & > ¥ — KHFSHERAZAR (T 720-0825 K EEE LT E LHT 3-6-28)

D Bt v & — KA R AR ERAEAR
D SIRERAEREAR
SHATAPANEER L Y ¥ —/NER
OB RERERERBAENE S

S B LA ARER - EREAENRE
(Z4+H 120124698 7H)
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Fig. 1
A, B (Brain MRI on admission): (A) Axial MRI of the brain reveals a high-intensity area on a FLAIR image (Axial, TR 8,500 ms,
TE 91 ms) in the right medial temporal lobe. (B) Gadolinium-enhanced T;-weighted image (Axial, 1.5 T; TR 650 ms, TE 17 ms)
shows slight enhancement of the right hippocampus. C, D (Course of brain MRI): (C) FLAIR image shows an enlarged lesion,
and (E) gadolinium-enhanced T)-weighted image shows ring enhancement in the right temporal lobe 6 months after
discharge. E, F (Pelvic MRI and CT on admission): (E) T;-weighted image with fat suppression (Axial, 1.5 T; TR 532 ms, TE
11 ms) shows an apparently circumscribed right ovarian tumor containing fat. (F) Computed tomography shows calcification
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MRI findings.

and fat in the ovarian tumor, which is consistent with ovarian teratoma.

FDHOMAT, CSFH O GluRs2, 82 12311 B FEDHIET
GR BEA&E (NR1+NR2) HifhdBETH o7z LD
B 5, BEREIZIZINEAFIEEICEPF L 75l NMDA 44k
BAEDSE 2 b, MRS AN R P MRS
RLARST, #56WBICHEERLL. BE2 2 FHED
Sk TORBEAEFOEL MR THEE R R Po 7225, 49
A#oO MR THBBEERNAORESBRERRL, R
HEROBERSHBHRE L. COEPLBEREORICE
FHHL 25 2 HPREORIEGEBIE)BALND L)k
7z AT 04 FrOVAEEL T LRI L Db
7z. 6w BBOEH MRl CHEMBEREAY, #E - HRET
AOTHE (FhEEIRE) OREISEEL, BT, BHGT
) v IR EB RS A Sz (Fig. 1C, D). BAEERILAN % i
7L, WEMRMRE T glioblastoma & BHF & 1Lz (Fig. 2).
FO%, WARFES, TEVO T ML BINETB S
v, BIE, BREEREFTH L.

E

AL, EEREL LD EREETREL, HEIMRI
THABEEAMCEEEF AL D, BEEEZA6, SR
GR A BIEBETH o7 & L), HTNMDA Z5ER %
W9 TNz, 6 7 ARICHBIEEIED glioblastom A5HBE
L7ERITH 5,

FEANARAMTFRBED 5 b, PEFHEOSHHTIZ,
PINMDA B MHADERICHIETH Y, Dalmau 512 X 9,
NMDA Z! GluR & 4FIEREO B EDBRB LI LTI
NMDA Z& MK &) BIERB SN TWB Y2 R
HAAG 7 PLNMDA ZBERME L { BT & 4 5 586
TE&D. BLIREPRREEH TH o7, ¥LNMDA 21k
BT 40 BROFE D ME XN TIIVBHHY, 20~34 8%
BV, EROER T L L %) BHRBEED, EELWEE
RIFEC b orods, REFBANLZERERE 2o E
Hik, JREEERDD SOBRMICIBELRGL, #TEH
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WRARPES 53%9% (2013:9)

Fig. 2 Pathological findings of brain biopsy from the right temporal lobe.
Photomicrographs of specimen reveal the tumor tissue with polymorphic cells and necrosis [H-E stain, magnification 10 X (A),
20 X (B)], and with microvascular proliferation of endothelial cells [H~E stain, magnification 20 X (C)], suggesting of glioblastoma.
The immuno-staining were negative for CAMS5.2 and positive for GFAP. The positive percentage of MIB-1 were from 6.7% to 59.2%
(Data were not shown).

TELLOTEH VAL L Tz FARERTIEITA
PADKROEG?Y HMERFENTVE, FEADERIIBE
EBEPRL—ANCER LTV, RERBTCEFEAREDE
B, EEHNEERTESN S D% R, i NMDA ZHRMEHRK
FELTHF/E LD o7z, ENTIEDH S5, glioblastoma
5 GERENED A VIZEBEREE S RER LD 5\ L
RO L - BRERSPEEFTRE B L EARHESRT
#Y %, glioblastoma DB UL EBDBNIZDO %D SH T &7
LI TV

Pt GluRe2 4k (NR2B) IZHMRREEM M2 4 > (NTD %
WS ZPETH 595, Rasmussen s, BHMELR &%
COEBTHEMELRY, EE, REREESHEL 2T
29 FIBEEOABICE LTI, i NMDA SR IER
O A0%ITIXIIREBIEIA L0 NTE LT, Thd %y
BASNIIIECIIHEN LG TIER v, glioblastoma D
FEBTHL GluRe2 FUED B ETH o 7RI, BRELZ 0
XY TiR, 183 HmESNTWEY. Lal, BESTEELZS
ftL, GURHLHEB L R EHEIEME Tdh - 72 glioblastoma

DEFNIIBEICRE TR 2072, #1 NMDA ZAERK T
SR TRE O AR LI BB L T A HEIIH L
T, BUNMDA ZFBEHAPELE SN TWD LHEM S hTn
%75, glioblastoma DML TH NMDA Z& A%+ BB T 5 L
ERhTWwa Y FE, 5F0OL b glioblastoma D35 otk
& 5 Bl glioblastoma B & #L# > & ¥ % & 172 glioblastoma
MRtk z T L, NMDA REEBEMIESZFnEnEH
6.56%, 215%FEILL T3 L& S /. Glioblastoma fEE
Ml OEIEFMETF & N b early growth response-1 (EGR-1)
DIEEALDS, NMDA ZEEORBIC L o THES NS TEE
HAHERE T2 P, Glioblastoma #AISRTE + 1 NMDA %
BRAYPRAL, ZORGPEEIRTWE 2L, BEOE
KizEEZ 52 5 EZ bb. 51%, glioblastoma &
PLNMDA ZEEPUE L OBEICE L TS 5 ITREISBE
ThH5b.

HUNMDA Z&EMAHUEIX, HLNMDA SEERADOZHTIIE
VIETHE., LPLED6, REAIRBEENTIER L,
BHETH o TOREMNICRBRET 2 I LIEELDTEET
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Abstract

Glioblastoma with ovarian teratoma having N-methyl-D-aspartate receptor (NMDAR) antibody
in CSF—A case report

Hiroki Fujii, M.D.”, Satoshi Kubo, M.D.®, Tatjun Yunoki, M.D.l)s),
Kouta Sato, M.D.”® Kazuhiro Takamatsu, M.D.”, Keiko Tanaka, M.D. Ph.D.?,
Yukitoshi Takahashi, M.D., Ph.D.® and Masaru Kuriyama, M.D., Ph.D.”

UDepartment of Neurology, Ota Memorial Hospital.
“Department of Neurology, Kanazawa Medical University
#National Epilepsy Center, Shizuoka Institute of Epilepsy and Neurological Disorders
“Present address: Department of Clinical Neuroscience and Therapeutics, Hiroshima University
YPresent address: Department of Neurology and Neuroscience, Okayama University

A 54-year-old woman presented with complex partial seizure with impaired consciousness. Brain MRI revealed a
high intensity lesion on T,-weighted and FLAIR images in the left temporal lobe, indicating limbic encephalitis. CT and
MRI of the pelvis showed right ovarian teratoma. The cerebrospinal fluid (CSF) were positive for antibodies against the
GluRe2, GluRS82, and antibodies against NR1 + NR2B heteromers. On the basis of these data, anti-N-methyl-D-aspartate
receptor (NMDAR) encephalitis associated with ovarian teratoma was suspected, and the right ovariectomy was
performed. Six months after onset, brain biopsy from the right temporal lobe led to a diagnosed of glioblastoma. This is
the first glioblastoma case with ovarian teratoma having autoantibodies against GluR and NR1 + NR2B heteromers in
CSE We suggest that patients with NMDAR antibodies should be carefully diagnosed with anti-NMDAR encephalitis.

(Clin Neurol 2013;53:712-715)

Key words: ovarian teratoma, anti-N-methyl-D-aspartate receptor antibody, glioblastoma, limbic encephalitis
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Neuronal p-Serine and Glycine Release Via the Asc-1
Transporter Regulates NMDA Receptor-Dependent Synaptic
Activity

Dina Rosenberg,' Samar Artoul,' AdiC. Segal,' Goren Kolodney,' Inna Radzishevsky,' Elena Dikopoltsev,!

Veronika N. Foltyn,' Ran Inoue,? Hisashi Mori,? Jean-Marie Billard,> and Herman Wolosker’

IDepartment of Biochemistry, The Rappaport Faculty of Medicine and Research Institute, Technion-Israel Institute of Technology, Haifa 31096, Israel,
2Department of Molecular Neuroscience, Graduate School of Medicine and Pharmaceutical Sciences, University of Toyama, Toyama 930-0194, Japan, and
3Center of Psychiatry and Neuroscience, University Paris Descartes, Sorbonne Paris City, UMR 894, 75014 Paris, France

p-Serine and glycine are coagonists of NMDA receptors (NMDARs), but their relative contributions for several NMDAR-dependent
processes are unclear. We now report that the alanine-serine- cysteine transporter-1 (Asc-1) mediates release of both p-serine and
glycine from neurons, and, in turn, this modulates NMDAR synaptic activity. Asc-1 antiporter activity is enhanced by p-isoleucine (p-1le),
which releases p-serine and glycine from Asc-1-transfected cells, primary neuronal cultures, and hippocampal slices. p-Ile has no effect on
astrocytes, which do not express Asc-1. We show that p-Ile enhances the long-term potentiation (LTP) in rat and mouse hippocampal CA1
by stimulating Asc-1-mediated endogenous p-serine release. p-Ile effects on synaptic plasticity are abolished by enzymatically depleting
p-serine or by using serine racemase knock-out (SR-KO) mice, confirming its specificity and supporting the notion that LTP depends
mostly on p-serine release. Conversely, our data also disclose a role of glycine in activating synaptic NMDARs. Although acute enzymatic
depletion of p-serine also drastically decreases the isolated NMDAR synaptic potentials, these responses are still enhanced by p-Ile.
Furthermore, NMDAR synaptic potentials are preserved in SR-KO mice and are also enhanced by p-lle, indicating that glycine overlaps
with p-serine binding at synaptic NMDARs. Altogether, our results disclose a novel role of Asc-1 in regulating NMDAR-dependent
synaptic activity by mediating concurrent non-vesicular release of p-serine and glycine. Our data also highlight an important role of

neuron-derived p-serine and glycine, indicating that astrocytic b-serine is not solely responsible for activating synaptic NMDARs.

Introduction

NMDA receptors (NMDARSs) are key to several physiological and
pathological processes, includinglearning and memory and neu-
rotoxicity {Traynelis et al, 2010). In addition to glutamate,
NMDARs require the binding of a coagonist (glycine or b-serine)
for channel opening (Johnson and Ascher, 1987; McBain et al.,
1989). Several studies indicate that endogenous D-serine is the
main coagonist for NMDARs (Mothet et al., 2000; Shleper et al.,
2005; Junjaud et al., 2006; Inoue et al., 2008; Basu et al., 2009;
Henneberger et al,, 2010). D-Serine is present in astrocytes (Schell
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et al,, 1995) and is synthesized by the enzyme serine racemase
(SR) (Wolosker et al., 1999).

The roles of glia and neurons in D-serine dynamics are yet to
be determined. Several reports suggest that D-serine is a gliotrans-
mitter (Mothet et al., 2005; Panatier et al., 2006; Papouin et al.,
2012). Conversely, recent data indicate that SR is predominantly
expressed in glutamatergic neurons, challenging the notion that
D-serine is exclusively released from astrocytes (Kartvelishvily et
al., 2006; Miya et al., 2008; Balu and Coyle, 2012; Benneyworth et
al., 2012).

D-Serine and glycine appear to target different types of
NMDARs (Papouin et al., 2012) and are thought to be regulated
by distinct uptake and release pathways. Glycine levels are regu-
lated by glycine transporters GlyT1 and GlyT2 (Tsai et al., 2004).
GlyT1 is widely expressed in the forebrain, whereas GlyT2 is more
restricted to glycinergic terminals (Betz et al., 2006). D-Serine
levels are regulated by two types of antiporters: the Na™-
dependent ASCT1 and ASCT2 (Ribeiro et al., 2002) and the
Na *-independent alanine-serine-cysteine transporter-1 (Asc-1)
(Fukasawa et al., 2000). These antiporters catalyze amino acid
hetero-exchange, in which the uptake or release of D-serine is
coupled to the transport of a neutral amino acid in the opposite
direction. ASCT1 and ASCT?2 antiporters are widely expressed
but exhibit low affinity for D-serine (Ribeiro et al., 2002). Con-
versely, Asc-1 is restricted to neurons and display high affinity for

- 227 -



3534 - J. Neurosci,, February 20, 2013 - 33(8):3533-3544

both D-serine and glycine (Fukasawa et al., 2000; Helboe et al.,
2003). Data obtained with Asc-1 knock-out (KO) mice indicate
that Asc-1 is the main D-serine transporter in the brain (Rutter et
al., 2007). These mice exhibit a 70—80% reduction in the synap-
tosomal uptake of D-serine (Rutter et al., 2007), along with sei-
zures that result in early postnatal death (Xie et al., 2005).

In the present report, we investigated the role of Asc-1 in
controlling the levels of D-serine in the context of NMDAR-
dependent synaptic activity. We identify D-isoleucine (p-Ile) as a
selective activator of Asc-1 antiporter activity, which enhances
long-term potentiation (LTP) at the hippocampal CA1-CA3 via
release of endogenous D-serine. Moreover, we found that Asc-1
regulates NMDAR potentials, which involves glycine release as
well. Our data indicate that D-serine and glycine share a common
release pathway via Asc-1 to regulate NMDARs. This pathway
highlights the role of neurons in releasing D-serine and glycine
and may underlie their partial overlapping roles in modulating
NMDARSs. In this framework, Asc-1 can be a useful pharmaco-
logical target to modulate NMDAR activity and counteract
neurotoxicity.

Materials and Methods

Materials. 1-Serine and p-Ile were purchased from Bachem. p-[ *H]Serine
(lots 110818 and 111107) and p-[ "Clisoleucine (lot 110628) were obtained
from American Radiolabeled Chemicals. [*H]Glycine (lot 3632835),
[*H]glutamic acid (lot 674819), [?’H]MDL 105,519 [( E)-3-(2-phenyl-2-
carboxyethenyl)-4,6-dichloro-1[3 H]-indole-2-carboxylic acid] (lot
643251), [ *H]dopamine (lot 677942), and [*H]GABA (lot 675800) were
purchased from PerkinElmer Life and Analytical Sciences. p-and -Alanine,
catalase, choline chloride, dopamine, ((R)-N-[3-(4"-fluorophenyl)-3-
(4'phenylphenoxy)) sarcosine hydrochloride (NFPS), GABA, glycine, glu-
tamate, 3-methyl-2-oxopentanoic acid (2-keto 3-methylvaleric acid), and
pyruvate were obtained from Sigma-Aldrich. p-2-Amino-5-phosphon-
ovalerate (p-APV) and 2,3-dihydroxy-6-nitro-7-sulfamoyl-benzo[f]qui-
noxaline-2,3-dione (NBQX) were purchased from Tocris Bioscience.
p-Serine was provided by Bachem or Sigma-Aldrich. All pharmacological
agents were bath applied from appropriate stock solutions stored at —20°C.

Primary cultures. Animals were killed by decapitation after isoflurane
anesthesia. All animal procedures were in accordance with the Commit-
tee for the Supervision of Animal Experiments (Technion—Israel Insti-
tute of Technology). Primary neuronal cultures from the hippocampus
were prepared from E18 Sprague Dawley rat embryos as described pre-
viously (Kartvelishvily et al., 2006). The neurons were cultured in Neu-
robasal medium supplemented with 2% B27. Such cultures typically
contain <2% contaminant astrocytes (Kartvelishvily et al., 2006). Pri-
mary astrocyte cultures were obtained from the hippocampus of PO—-P2
Sprague Dawley rats as described previously (Kartvelishvily et al., 2006).
The neuronal and astrocytic cultures were used 1420 d after plating,

Cell transfection, HEK293 cells were cultured in DMEM supplemented
with 10% FBS and antibiotics. For transfection, cells were seeded at 70—
90% confluence and then transfected using Lipofectamine 2000 (Invit-
rogen) with rat Asc-1 (SLC7A10)-pExpress-1 (Open Biosystems), rat
4F2 heavy chain (4F2hc)-pCMV-SPORT6 (Open Biosystems), rat
GlyT1b-pExpress-1 (Open Biosystems), rat GlyT2—-pRc/RSV (provided
by Prof. N. Nelson, Tel Aviv University, Tel Aviv, Israel), human ASCT1-
pCMV5 (provided by Prof. S. G. Amara, University of Pittsburgh, Pitts-
burgh, PA), and rat ASCT2-pRK5-KS (provided by Prof. S. Broer,
Australian National University, Canberra, Australian Capital Territory,
Australia). Cells were used 48 h after transfection.

Amino acid uptake and release by cell cultures. Primary cultures or
transfected HEK293 cells were cultured in 96-well plates and loaded with
100 nm to 5 uM p-[ *H]serine in HEPES-buffered saline (HBS) (in mm:
137 NaCl, 5.4 KCl, 0.34 K,HPO,, 0.44 KH,PO,, 0.41 MgSO,, 0.49
MgCl,, 1.07 CaCl,, 5.6 v-glucose, and 10 HEPES, pH 7.4) at 25°C.
D-[ *H]Serine uptake was terminated by washing the cells four times with
ice-cold HBS. The radioactivity was monitored after lysing the cells with
100 wl of water per well for 10 min. For uptake in the absence of Na ¥, we

Rosenberg et al. » Asc-1Transporter Modulates NMDARs

used an Na "-free HBS medium in which cholineCl was substituted for
Na *, and the pH was adjusted with Tris base. Blanks were performed by
incubating the primary or transfected cells with ice-cold uptake medium,
and they typically accounted for <\10% of the total radioactivity. The
values were corrected for protein content in each well. When monitoring
p-{*H]serine uptake in HEK293 transfected cells, specific uptake was
determined by subtracting the basal p-[*H]serine uptake from cells
transfected with a suitable control plasmid (GFP or 4F2hc gene alone).
Kinetic constants were calculated by nonlinear regression curve fit using
GraphPad Prism 5 program. Competitive inhibition was analyzed using
the following equation: K,,,,,, = K,,, X (1 + [I/K}), where Kipiapp 15 the
K., in the presence of the inhibitor.

For p-{ *H]serine release experiments, the cells were preloaded with 5
pm b-[ *Hlserine for 20-40 min. Subsequently, the wells were washed
three times with cold HBS and exposed for 1-5 min to release medium
(HBS with or without Na ™) supplemented with different drugs at room
temperature. Released p-] *H]serine (p-serine,,,,) was monitored in the
medium by scintillation counting. Remaining intracellular p-[ *H]serine
(p-serine;,) was determined after lysing the cells with 100 ul of water per
well. Fractional p-serine release was calculated by using the formula:
(p-serine,,,, X 100)/(p-serine,,,, + p-seriney,). To avoid any p-serine
reuptake in some experiments, we included 10 p2g/ml recombinant Esch-
erichia coli p-serine dehydratase (DsdA) along with 4 mm pyruvate in the
release media. This enzyme converts any released p-[*H]serine into
[*H]pyruvate that is further diluted by the excess unlabeled pyruvate
included in the release media (Rosenberg et al., 2010). Typically, nomore
than 7-10% b-serine was released during stimulation.

Endogenous amino acid release from slices. Two- to 3-month-old male
Sprague Dawley rats were anesthetized with isoflurane and killed by de-
capitation. Hippocampi were dissected, chopped into strips measuring
400 pum by 400 wm using a Mcllwain tissue chopper (Gonzalez-Alvear
and Werling, 1994), and washed with oxygenated modified Krebs—
HEPES buffer (MKB) (in mm: 127 NaCl, 1.3 NaH,PO,, 15 HEPES, 10
glucose, 5 KCl, and 2.5 CaCl,, pH 7.4 adjusted with NaOH). Subse-
quently, the slices were equilibrated by a 30 min perfusion with oxygen-
ated MKB in 0.3 ml chambers at a flow rate of 0.6 ml/min in a
Suprafusion 1000 (SF-6) apparatus (Brandel) at 37°C. After equilibration
in perfusion medium, samples were collected at 1.6 min intervals, and the
endogenous p-serine peak was monitored by HPLC as described previ-
ously (Rosenberg et al., 2010). To estimate the total b-serine content, the
slices were incubated for 20 min with 0.2 M HCl to release all intracellular
endogenous p-serine. The results were expressed as percentage p-serine
release/time unit. Endogenous glutamate release was monitored by
HPLC using the same methodology described above for v-serine.

p-*H]Serine release from slices. Hippocampal slices were loaded with 5
pm p-[ *H]serine by 20 min incubation in oxygenated MKB at 37°C. The
slices were then washed three times with oxygenated MKB and trans-
ferred to the superfusion apparatus. p-[ >H]Serine release was monitored
by liquid scintillation counting. Total amino acid loading was estimated
as described above for endogenous p-serine release. In some experi-
ments, the slices were preloaded with v-[ *Hlserine using sodium-free
MKB (in mm: 127 cholineCl, 1.3 KH,PO,, 15 HEPES, 10 glucose, 3.7 KCl,
and 2.5 CaCl,, pH 7.4). To monitor subsequent p-[*H]serine release,
regular MKB was returned during the equilibration step at the perfusion
apparatus. b-[ *H]Serine is not significantly metabolized in forebrain
slices (Rosenberg et al., 2010).

Glycine release from slices. Hippocampal slices were loaded with 2 um
[*Hlglycine essentially as described above for p-serine. To ensure that
the released radioactivity correspond to authentic glycine, the amino
acids were separated by HPLC (Rosenberg et al., 2010), and the peak
corresponding to glycine was manually collected and monitored by scin-
tillation counting.

Ligand binding. [ "TH]MDL 105,519 binding to isolated rat brain mem-
branes was performed at 4°C in 10 mm Tris-acetate buffer, pH 7.4, and
monitored by filtration assay as described previously (Baron et al., 1996).

Ex vivo electrophysiology. Experiments were performed in accordance
with the European Council Directive (86/809/EEC) regarding the care
and use of animals for experimental procedures and approved by the
local ethics committee. Transverse hippocampal slices (400 um) were
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Figure 1.  v-lle inhibits o-serine transport by Asc-1. A, Comparison of o-serine uptake by primary cuftures of rat hippocampal
neurons (@) andastrocytes (C) intheabsenceof Na . The uptake was performedwith 5 guso-[ *Hlserineina Na *-free medium,
in which NaCl was substituted by cholineCl. B, o-lle inhibits o-serine uptake hy neurons. o-[ *H]Serine uptake was performed in
Na *-freemedium, in either theabsence {O) or presence (@) of 1 muo-lle. cti, Contral. ¢, Na ™ -dependentp-serine uptake by glia
is insensitive to o-lle. o-[ *H]Serine uptake in primary astrocytes was monitoredin Na *-containing medium, in either the absence
(O)orpresence (@) of 1 muo-lle. D, o-lleinhibits Asc-1in transfected HEK293 cells, -Serine uptake in Asc-1and 4F2h¢ transfected
cells was assayed inmedium lacking Na ™ and supplemented with 100 ni p-[ *H]serine. The values were calculated by subtracting
blanks consisting of cells transfected with 4F2hc only, which accounted for <<10% of the total o-[ *Hlserine accumulation. £, p-lle
does not inhibit ASCT1 in HEK293 transfected cells. Uptake of b-[ *H]serine (100 nx) was assayed in Na *-containing media, The
values were calculated by subtracting blanks consisting of cells transfected with GFP, which accounted for ---30% of the total
o-[ *H]serine accumulation. F, o-lle does not inhibit ASCT 2in HEK293 transfected cells. Uptake of o-[ *H]serine (100 ) was assayed
in Na *-containing media. The values were calculated by subtracting blanks consisting of cells transfected with GFP, which
accounted for ~-35% of the total o-[ *H]serine accumulation. The values are the mean = SEM of four to six experiments with

different cultures. ***p <2 0,001, different from control.

obtained from Sprague Dawley rats or C57BL/6 wild-type (WT) and
SR-KO mice (3- to 4-month-old animals). The animals were anesthe-
tized with halothane before decapitation. Slices were prepared in ice-cold
artificial CSF (aCSF) and placed in a holding chamber for at least 1 h. The
composition of aCSF was as follows (in mu): 124 NaCl, 3.5 KCl, 1.5
MgSQ,, 2.3 CaCl,, 26.2 NaHCO,, 1.2 NaH,PO,, and 11 glucose, pH 7.4.
A single slice was transferred to the recording chamber at a time and
continuously submerged with aCSF pregassed with 95% O,/5% CO,.

Extracellular recordings were obtained at 25-28°C from the apical
dendritic layer of the CA1 area using micropipettes filled with 2 m NaCl.
Presynaptic fiber volleys (PFVs) and field EPSPs (fEPSPs) were evoked by
electrical stimulation of Schaffer collaterals and commissural fibers located
in the stratum radiatum. NMDAR-mediated fEPSPs were isolated in slices
perfused with low-Mg>* (0.1 mm) aCSF supplemented with NBQX (10
pM). The averaged slope of three PFVs and fEPSPs was measured using Win
LTP software (Anderson and Collingridge, 2001). To evaluate the level of
receptor activation, the fEPSP/PFV ratio was plotted against stimulus inten-
sity (300, 400, and 500 A). The effects of exogenous p-Ile (1 or 2 mum) and
p-serine (100 par) were assessed by determining the fEPSP/PFV ratio 15 min
after the addition of the amino acid to the aCSF.

To investigate LTP of synaptic transmission, a test stimulus was ap-
plied every 10 s in control medium and adjusted to get an fEPSP with a
baseline slope of 0.1 V/s. In experiments performed on rat slices, the
averaged slope of three fEPSPs was measured for 15 min before theta-
burst stimulation (TBS), consisting of five trains of four 100 Hz pulses
each, separated by 200 ms and delivered at the test intensity. This se-
quence was repeated three times with an interburst interval of 10 s, In
experiments done on hippocampal slices from mice, the conditioning
stimulation consisted on one high-frequency train at 100 Hz for 1 5. In
recordings from both rats and mice, testing with a single pulse was then
resumed for 60 min to determine the level of LTP. In pharmacological
experiments, D-APV (80 um), p-Ile (1 mm), or p-serine (100 M) were
added to the aCSF 10 min before the establishment of the baseline and
maintained throughout recording.
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In some experiments, NMDAR-mediated
synaptic potentials as well as LTP were moni-
tored in slices preincubated for at least 90 min
with 20 ug/ml purified recombinant DsdA to
deplete p-serine contents. The purified recom-
binant enzyme was prepared as described pre-
viously (Shleper et al., 2005).

Statistical analyses. This was performed by
repeated-measures  ANOVAs, followed by

Astrocytes phlis Na+

=

o-He

5 16 15 20

Time (min) N A
Tukey’s post hoc test or by paired and unpaired
t tests.
ASCTI2 iy conpol Res ultS
33 2 i Dlle .
wm snote  Asc-1asa D-serine release pathway

from neurons

The plasma membrane Asc-1 (SLC7A10) is
exclusively found in neurons in vivo and is
the main transporter that mediates neuro-
nal D-serine uptake (Fukasawa et al., 2000;
Helboe et al, 2003; Matsuo et al, 2004;
Rutteretal,, 2007; Rosenberg et al,, 2010).In
contrast to astrocytic D-serine transporters,
neuronal Asc-1 displays high affinity for
ity (Fukasawa et al,, 2000; Helboe et al.,
2003; Matsuo et al., 2004; Rutter et al,, 2007;
Rosenberg et al, 2010). Accordingly, we
found that our hippocampal neuronal cul-
tures take up D-serine inthe absence of Na ™,
whereas D-serine transport in primary as-
trocyte cultures is strictly Na ™ dependent
(Fig. 14).

In light of the recent data indicating
the existence of a neuronal pool of
D-serine (Kartvelishvily et al., 2006; Rosenberg et al., 2010;
Benneyworth et al., 2012) and the unique Na * -independent up-
take of D-serine in neurons, we performed a low-throughput
screening for compounds that affect D-serine transport in neu-
rons by Asc-1, focusing on D-amino acids. We found that p-Ile
specifically inhibits neuronal D-serine uptake without affecting
astrocytic transport (Fig. 1B,C).

. To confirm that b-Ile acts on Asc-1, we first analyzed its spec-
ificity in HEK293 cells transfected with different transporters. We
found that b-Ile inhibits the uptake of b-serine in cells expressing
Asc-1 and its ancillary subunit 4F2hc that is essential for Asc-1
activity (Fig. 1D). Conversely, p-Ile had no effect in cultures
transfected with the Na *-dependent transporters ASCT1 (Fig.
1E) or ASCT?2 (Fig. 1F), which are present in glia but also pre-
sumably in neurons (Broer et al,, 1999; Weiss et al., 2001; Sakai et
al,, 2003; Gliddon et al., 2009).

We wondered whether D-Ile is a transportable competitive
substrate of Asc-1. We found that the inhibition of the neuro-
nal D-serine transport by D-Ile was more pronounced at lower
D-serine concentrations, indicating that D-Ile may compete with
D-serine (Fig. 2D). Dixon plot analysis suggests a competitive
inhibitory pattern (Fig. 2E). Further kinetic analysis revealed a
K, of 43 = 4 uM for p-serine, which is almost the same as that
reported previously for Asc-1 (Fukasawa et al,, 2000). p-Ile in-
creased the K, to 110 = 15 uM without changing the V., and
exhibited an apparent K; 0of 0.98 = 0.1 mm (Fig. 2F). Double-
reciprocal plot analysis confirmed a competitive inhibition
(Fig. 2G).

As an additional indication that D-Ile is a competitive sub-
strate, we found that Asc-1/4F2hc transfected cells take up
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p-[ "*C]lle, and this was prevented by add-
ing p-serine (Fig. 24). Preincubation of
p-[C]lle with p-amino acid oxidase
(DAO), an enzyme that converts D-lle
into 3-methyl valeric acid, abolished the
specific uptake, indicating no contamina-
tion of the p-["*C]lle by 1-isomers (Fig,
2A). Primary neuronal cultures also trans-
ported p-[ *C]lle (Fig. 2B), and this was
prevented by D-serine or by excess unla-
beled p-Ile. Likewise, D-alanine, a highly
selective Asc-1 substrate (Rutter et al.,
2007), inhibited neuronal uptake of 100
p-[*C]lle (Fig. 2B), confirming the role
of p-Ile as a transportable Asc-1 ligand.

Conceivably, D-Ile uptake is coupled to
D-serine release via Asc-1 antiporter activity.
Using primary neuronal cultures previously
loaded with D-serine, we found that p-Ile
induces robust release of D-serine, reflecting 0
a D-lle/D-serine exchange (Fig, 2C). In con-
trast, D-Ile slightly inhibited p-[*H]serine
release from astrocytes (Fig. 2C), confirm-
ing that these cells do not release d-serine via
Asc-1.

D-lle-induced D-serine release by
Asc-1 was confirmed in Asc-1/4F2hc
transfected HEK293 cells, whereas cells
transfected with the 4F2hc subunit
alone were insensitive to D-Ile (Fig.
3 A, B). Furthermore, because Asc-1 me-
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diates 1-alanine efflux by facilitated diffu-
sion from Xenopus oocytes (Fukasawa
et al., 2000), we investigated whether
D-serine leaks through this transporter by
a similar mechanism. Accordingly, Asc-
1/4F2hc transfection doubled the rate of
D-serine efflux even in the absence of ex-
tracellular Asc-1 substrates, reflecting net
release of D-serine uncoupled from the
antiporter activity (Fig. 3A). In contrast to
Asc-1, transfection of the obligatory ex-
changer ASCT1 did not release any
D-serine when compared with GFP in the
absence of extracellular amino acid sub-
strates (Fig. 3C). ASCT1 was also insensi-
tive to p-Ile, whereas L-alanine promoted
significant D-serine release by ASCT1
when compared with GFP, indicating that ASCT1 is functional
when expressed in HEK293 cells (Fig. 3C,D). Thus, b-serine leak-
age resulting from Asc-1 transfection was probably not attribut-
able to activation of hetero-exchange by extracellular amino acids
in the unstirred layer around the cells. The data are consistent
with the notion that Asc-1 mediates D-serine release from cells by
both antiporter and facilitated diffusion mechanisms.

Figure 2.

D-Serine and glycine dynamics are linked

To investigate whether b-Ile can be used as a tool to study the role
of Asc-1 in more physiological preparations, we monitored the
rate of endogenous D-serine release from acute hippocampal
slices. Perfusion of slices with D-Ile more than doubled the rate of
endogenous D-serine release monitored by HPLC (Fig, 4A4). Con-
versely, D-Ile did not affect the rate of endogenous glutamate

50 100 150 0.00 005 0.0
[D-serine], pM

145, um!

p-lle is a competitive Asc-1 substrate that promotes o-serine release from neurons. 4, o-lle uptake in HEK293 cells
transfected with Asc-1/4F2hc. o-lle transport was assayedin a Na ™ -free medium containing 2 z2mo-[ "C}lle and was inhibited by
adding 4 mua o-serine (gray bar). Incubation for 30 min with 20 1cg/ml DAO and 2 zg/ml catalase completely degraded o-[ "Cllle
and abolished its transport (black bar). The medium contained 10 mu unlabeled 3-methyl valericacid to block the reuptake of the
comresponding keto acid generated by DAQ activity. B, p-lle uptake in primary neuronal cultures. p-[ "Cllle uptake in neurons was
prevented by 2 mup-serine, 2 mi p-alanine, or 4 muv-Ile. G, o-lle elicits o-serine release from neurons but not astrocytes. Primary
cultures were preloaded for 30 min with 5 st b-[ *H]serine and, after washing, further incubated for 2-5 min in the absence or
presence of 1 mm o-lle. The results are expressed as the percentage of fractional p-[ *H]serine release observed in the absence of
v-lle. Neu, Primary neuronal cufture; Ast, primary astrocytic culture. D, increasing the concentration of p-serine protects from p-lle
inhibition. o-{ *H]Serine transport into primary neuronal cultures was performed in the presence of 10 s (O) or 100 i (@)
v-serine as described in the legend to Figure 1. E, Dixon plot of the data from D suggests a competitive-type inhibition by o-lle, F,
Initial rate of o-{ *H]serine transportas function of o-] *H]serine concentration in the presence (@) and absence (O} of 1.5 mm o-lle.
l, Control. G, Lineweaver—Burk plot of the data from F reveals a competitive inhibition of o~[ *H]serine transport by b-lle. The
values are the mean = SEM of three to six experiments with different culture preparations. ***p << 0.001, different from control.

release, indicating that it does not interfere with glutamate trans-
porters (Fig. 4B). These data are consistent with endogenous
D-serine release from slices through Asc-1.

Despite its high affinity for glycine (Fukasawa et al., 2000; Helboe
etal,, 2003), a possible role of Asc-1 in glycine dynamics has not been
investigated previously. We also found that p-Ile promotes glycine
release from slices through activation of Asc-1 antiporter activity
(Fig.4C). To confirm that the radioactivity in the perfusate consisted
of authentic [ *H]glycine, we validated its identity by HPLC analysis
(Fig. 4D), ruling out significant metabolism of [ *H]glycine through-
out the experiment. The data are consistent with the notion that
Asc-1 antiporter activity promotes a concurrent release of neuronal
D-serine and glycine from acute brain slices.

To confirm that D-Ile directly affects glycine fluxes through
Asc-1, we characterized its actions in primary cultures and trans-
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Figure3. Characteristics of p-serinerelease from cells expressing Asc-1and ASCT1 transport-
ers. A, Transfection of HEK293 cells with Asc-1/4F2hc (filled bars) accelerates the rate of p-serine
release when compared with 4F2hc alone (open bars). o-lle induces o-serine release from cells
transfected with Asc-1/4F2hc but not from those transfected with 4F2hc alone. Total levels of
o-[*Hlserine loading are shown in B and were attained by preloading the cells with 2 g
o-[ *Hlserine for 30 min (4F2hc only, open bars) or 6 min (Asc-1/4F2hc, filled bars). €, Transfec-
tion of HEK293 cells with ASCT1 (filled bars) does not affect basal o-serine release when com-
pared with GFP control (open bars). o-fle does not stimulate release from ASCT1 or GFP
transfected cells, whereas addition of the substrate L-alanine (1 m) increases the rate of o-[ *Hlserine
release from ASCT1 transfected cells when compared with GFP. Total levels o-[ *Hlserine loading are
shown in D and were attained by inaubating the cells with 2 g o-[ *H]serine for 30 min (GFP) or 10
min (ASCT1). The values are the mean == SEM of three to six experiments with different culture
preparations. *p << 0.050, different from control.
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Figure4. Asc-1-mediates release of p-serine and glycine from hippocampal slices without
affecting glutamate dynamics. A, o-lle induces endogenous o-serine release from slices. Perfu-
sion of acute hippocampal slices with oxygenated MKB supplemented with o-le (1 ma) at the
indicated times (horizontal bar) induced release of endogenous o-serine. B, o-lle has no effect
on endogenous L-glutamate release. C, b-lle elicits release of glycine from slices. Hippocampal
slices were prelabeled for 20 min with 2 s [ *H]glydne, The slices were then perfused with
either none (O) or 1 m: o-lle (@) at the indicated times. D, Quantification of authentic [ *H]q-
lycine release by HPLC analysis from basal (open bar) or o-lle-stimulated fractions (filled bar).
The results are mean = SEM of 410 experiments with different preparations. * p << 0.05,
**p < 0.0071, different from control.
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fected cells. We found that D-Ile inhibits glycine uptake by neu-
ronal cultures (Fig. 3A) but does not affect glycine transport in
astrocytes, which lack Asc-1 activity (Fig. 5B). As expected, the
uptake of glycine in astrocytes was decreased by the GlyT1 trans-
porter inhibitor NFPS (Fig. 5B). The role of Asc-1 in mediating
glycine transport was also confirmed in transfected cells. p-Ile
inhibited glycine uptake by Asc-1/4F2hc transfected HEK293
cells (Fig. 5C) but had no effect in cells transfected with ASCT1 or
ASCT?2 (Fig. 5D,E). Furthermore, D-Ile does not affect the gly-
cine transporters GlyT1b and GlyT2 (Fig. 5F,G).

Selectivity of D-Ile
We further evaluated D-Ile selectivity by investigating its effect on
additional neurotransmitter systems. D-Ile does not affect neuro-
nal or astrocytic glutamate uptake (Fig. 6 A, B), nor does it change
neuronal GABA or dopamine transport (Fig. 6C,D). In addition,
D-Ile does not displace the binding of the selective NMDAR co-
agonist site ligand MDL 105,519 to washed brain membranes,
indicating that it does not interact with the NMDAR coagonist
binding site (Fig. 6E). The latter is in agreement with previous
data showing that D-Ile does not affect the activity of recombinant
NMDARs expressed in Xenopus oocytes (McBain et al., 1989),
The Na *-independent transport of D-serine is mostly abol-
ished in Asc-1 KO mice, indicating that Asc-1 accounts for >>90%
of the transport of D-serine in the absence of Na ™ (Rutter et al.,
2007). To confirm that D-Ile isindeed acting on Asc-1 in slices, we
inhibited all other transporters that are Na* dependent by mon-
itoring D-serine release in an Na*-free medium. Although the
basal rate of D-serine release increases by omission of Na ™, we
found that the effect of D-Ile was not attenuated (Fig. 7A). Quan-
titative analysis of the maximal net D-serine release after subtract-
ing the basal rate shows that the p-Ile-stimulated D-serine release
in the absence of Na ™ is atleast as high as that observed in normal
Na™ (Fig. 7B). p-Alanine transport is also disrupted in Asc-1-KO
mice, indicating that it is mediated by Asc-1 (Rutter et al., 2007).
Thus, as an additional control, we applied D-alanine during pre-
loading with p[*H]-serine and found that it significantly de-
creased D-lle-induced D-serine release (Fig. 7C). The data
support the notion that Asc-1 is the main target for p-Ile.

D-Ile mimics the activation of Asc-1 by the

endogenous substrates

The extracellular concentrations of the main Asc-1 substrates
L-alanine, L-serine, and L-cysteine in the brain are 14, 36, and 2
M, respectively (Lindroth et al., 1985). Altogether, these concen-
trations are higher than the apparent K, of Asc-1 for these amino
acids (11, 23, and 24 uM for L-alanine, L-serine, and L-cysteine,
respectively) (Fukasawa et al., 2000). Thus, it is likely that Asc-1
antiporter activity is operational in vivo. However, we found that
the concentrations of the main Asc-1 substrates in the hippocam-
pal slice perfusates measured by HPLC were only 0.3 % 0.05 and
0.5 = 0.01 uM for L-alanine and L-serine, respectively. These
concentrations are ~40-fold lower than their physiologic extra-
cellular values, suggesting that the Asc-1 antiporter activity may
be limited by the washout of extracellular substrates in the ex vivo
perfused slices. In agreement, we found that perfusing the slices
with physiological-like extracellular concentrations of L-alanine,
L-serine, and L-cysteine enhances the rate of D-serine release to
values similar to those obtained with D-Ile, suggesting that they
restore the antiporter activity of Asc-1 (Pig. 7D). Thus, D-lle
mimics the physiologic activation of Asc-1 by typical extracellular
endogenous substrates.
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Effects of D-Ile on synaptic plasticity
Does D-serine or glycine release by Asc-1
play a role in synaptic plasticity? To an-
swer this question, we monitored the ef-
fects of -Ile on NMDAR-dependent LTP
in the Schaffer collateral-CAl synapse
in adult rats. We found that p-Ile signif-
icantly increases the magnitude of A A
NMDAR-dependent LTP induced by TBS

(p-Ile, 132 == 4.3% of baseline when aver-

aged for the last 15 min of recordings vs 151
control, 118.9 = 4.1%, p = 0.02) (Fig.
8A). D-APV blocked the enhancement of
LTP by p-lle (99.9 % 2.5% of baseline),
confirming that it depends on NMDARSs
(Fig. 8A). D-Tle did not change the
AMPAR-mediated fEPSPs evoked at dif-
ferent stimulus intensities, indicating that
it does not affect basal glutamatergic
transmission (Fig. 8B). Furthermore,
D-Ile effect is not attributable to an in-
crease in presynaptic release of glutamate,
because it does not affect paired-pulse fa-
cilitation, an electrophysiological para-
digm used to determine whether the drug
affects the mechanisms of glutamatergic
release (Fig. 8C).

Because D-serine seems to be the dom-
inant coagonist for LTP in acute slices
(Mothet et al., 2006; Henneberger et al.,
2010), we wondered whether the en-
hancement of LTP by p-Ile is attributable
to acceleration of endogenous D-serine re-
lease via Asc-1. For this purpose, we incu-
bated slices with the recombinant enzyme
DsdA. This enzyme selectively destroys
endogenous D-serine and prevents the
NMDAR-dependent neurotoxicity in or-
ganotypic slices and NMDAR potentials
in the retina (Shleper et al., 2005; Gustafson et al., 2007). We
found that treatment of the hippocampal slices with DsdA abol-
ished TBS-induced LTP (DsdA, 106.3 & 3.2% ofbaseline vs con-
trol, 120.9 = 5.7%, p = 0.0001), confirming the critical role of
D-serine in synaptic plasticity (Fig. 8D). Most importantly, D-Ile
had no effect on LTP in slices treated with DsdA (p-Ile, 102.4 *+
2.4%) (Fig. 8E). These results indicate that p-Ile-mediated LTP
enhancement is attributable to a specific increase in synaptic
D-serine via Asc-1.

To confirm whether D-Ile effects on synaptic plasticity can
be ascribed to a specific change in D-serine dynamics, we mon-
itored LTP in mice with deletion of the SR gene (SR-KO). We
used a single tetanus of 100 Hz for 1 s to induce reproducible
NMDAR-dependent LTP in these animals. As expected, we
found that D-Ile enhances LTP in WT mice (p-Ile, 124.4 =+
3.3% of baseline vs control, 113.6 = 4.3%, p = 0.02), and this
was blocked by p-APV (93.3 = 2.7% of baseline) (Fig. 8F). In
contrast, D-Ile did not enhance LTP in SR-KO mice (p-Ile,
107.8 = 4.1% of baseline vs control, 110.3 * 4.7%), confirm-
ing its specificity toward D-serine (Fig. 8G). Conversely, addi-
tion of exogenous D-serine enhanced LTP in WT and SR-KO
mice by 10.7 and 18.6%, respectively (Fig. § H,I), indicating
that SR-KO mice respond to exogenous D-serine at least as well
as WT.
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We also found that the LTP in the absence of D-lle was the
same in 2- to 3-month-old WT and SR-KO mice (Fig. 8, compare
H, I). This contrasts with previous data that found LTP deficits in
SR-KO using juvenile mice (21-28 d old) induced by a pairing
protocol (Basu et al., 2009) or the striking decrease in LTP pro-
moted by acute depletion of endogenous D-serine during treat-
ment with DsdA (Fig. 8D) or DAO enzymes (Mothet et al., 2006;
Henneberger et al., 2010). Altogether, the data support the notion
that endogenous D-serine release mediates D-Ile effects on LTP,
but that adult SR-KO mice may have adaptations on the LTP
mechanisms to cope with the lower D-serine availability.

Role of Asc-1in NMDAR-dependent synaptic activity

Does Asc-1 modulate synaptic NMDAR responses? We found
that p-Ile also significantly increased the isolated NMDAR-
dependent fEPSPs in rat hippocampal CA1 slices recorded in the
presence of the AMPA antagonist NBQX and low magnesium
concentration. D-Ile increased NMDAR fEPSPs by 25% whatever
the intensity of stimulation in 11 of 16 tested slices (Fig. 9A). By
comparison, addition of exogenous D-serine at saturating con-
centrations increased NMDAR-mediated fEPSPs by 45% in 12 of
15 slices (Fig. 9B). It is noteworthy that NMDAR fEPSPs were
drastically decreased by depleting endogenous p-serine by DsdA
treatment (between 60 and 70% reduction depending on
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Figure7. p-lleelidts o-serine release from an Asc-1-sensitive pool and mimics the effects of
typical extracellular Asc-1 substrates. A, o-lle-induced o-serine release from acute hippocampal
slices in media containing NaCl (O) or cholineC! (@), Slices were preloaded with 5 un
o-[*Hlserine pre-equilibrated as describedin Materials and Methods. Removal of Na ™ (@) was
attained by a 15 min perfusion with cholineCl-containing medium before stimulation with 1mm
p-lle, B, Maximal net release of p-serine by o-lle cal culated from the data of A was similarin slices
perfused with normal Na * (open bar) and Na *-free (filled bar) media. ¢, Preincubation with
1 mu p-alanine during loading with o-[ *H]serine decreases o-lle-induced b-serine release. D,
Comparison between p-serine release promoted by o-lle with that induced by perfusing the
slices with 1-alanine (14 pu), 1-serine (36 um), and L-cysteine (2 au). The values are mean =+
SEM of four to six experiments. **#p << 0,001, different from control.

stimulus intensity), demonstrating that D-serine is required for
synaptic NMDAR activation (Fig. 9C). Nevertheless, depletion of
endogenous D-serine by DsdA treatment did not abolish the
stimulatory effect of D-Ile on NMDAR fEPSPs, regardless of the
stimulus intensity (30% in average in 10 of 15 tested slices) (Fig.
9D). This suggests that a significant fraction of the D-Ile-
mediated enhancement of NMDAR-mediated potentials
could reflect the release of endogenous glycine as well. The

tested slices) mice, indicating similar oc-
cupancy of the coagonist binding site in
the two groups of animals (Fig. 10C).
These effects were specific for NMDARSs,
because the AMPAR fEPSPs were similar
in WT and SR-KO (Fig. 11A) mice and
unaffected by p-Ile (Fig. 11 B,C).

Discussion

The relative contribution of neurons versus astrocytes in D-serine
signaling has been unclear. Recent reports have demonstrated
that SR is predominantly expressed by glutamatergic neurons
(Kartvelishvily et al., 2006; Ita et al., 2007; Yoshikawa et al., 2007;
Miya et al., 2008; Balu and Covle, 2012; Benneyworth et al., 2012).
Our study now demonstrates that Asc-1, a neuronal specific
transporter, releases D-serine to regulate NMDAR-dependent
synaptic activity. Furthermore, our data disclose a role of Asc-1 in
mediating concurrent release of neuronal glycine, which also
plays a role in activating NMDARSs, especially at low-frequency
stimulation.

To investigate the role of neuronal D-serine, we looked for
compounds that specifically affect neuronal D-serine dynamics
without acting on D-serine release by astrocytes. We found that
p-Ile interacts with Asc-1 in transfected cells, primary neuronal
cultures, and acute hippocampal slices, enhancing the neuronal
release of D-serine via D-Ile/D-serine exchange.

Because the K; of D-Ile for Asc-1 is quite high, a key issue was
to evaluate its selectivity against additional targets that may affect
D-serine or glycine dynamics. We found that D-Ile induces
D-serine release from neurons but not astrocytes, which is in
agreement with Asc-1 localization in neuronal structures
(Helboe et al., 2003; Matsuo et al., 2004). In addition, D-Ile inter-
acts with Asc-1 in transfected cells but does not affect Na™-
dependent D-serine transporters such as ASCT1 and ASCT2. We
also found that p-Ile does not bind to the coagonist site of
NMDARSs, nor does it affect GlyT1, GlyT2, glutamate, GABA,
and dopamine transporters.

Targeted deletion of Asc-1 gene in mice indicates that Asc-1 is
D-serine (Rutter et al., 2007). To investigate whether Asc-1 is the
main target of D-Ile, we monitored its effects in the absence of
Na ™, which allows near complete isolation of the Asc-1 compo-
nent of D-serine transport. We found that D-Ile effects in both
neuronal cultures and slices were independent on Na™. Thus,
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Figure8. o-lleenhances NMDAR-dependent LTPin hippocampal slices through o-serine release. 4, LTPinduced by TBS in the hippocampal (A1 area of young adult ratsis significantly enhanced by 1 msso-lle
(W, n = 13) when compared with control slices (O, n == 12). LTP mediated byo-lleis dependenton NMDARs, becauseitis abolishedin the presence of 80 uaso-APV (], n = 10). Theinset depictsrepresentative
traces of fEPSPs recorded before and 60 min after TBS in a control slice and in the presence of o-lle with or without 5-APV. B, Basal synaptic transmission s not affected by o-lle. AMPAR fEPSP/PFV ratio was
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PPF recordings before (solid line) and after (dashed line) o-lle application. D, o-serine s aritical for the expression of synaptic plasticity. TBS-induced LTP as shown in control slices (7 = 11) was abolished in slices
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Figure 9.

p-Ile-induced D-serine release from slices perfused without Na *
was at least as high as that observed under normal Na™ concen-
tration. Furthermore, D-Ile effects were also inhibited by
D-alanine, an Asc-1 substrate whose transport is disrupted in
Asc-1 KO mice (Rutter et al., 2007). We found that p-alanine
blocks D-['*C]Ile transport in neurons and inhibits D-Ile-
induced D-serine release from slices when added before p-Ile.

Together, these results suggest that D-Ile is quite selective for
Asc-1. However, they do not completely rule out the involvement
of additional transporters. Indeed, it is possible that a small frac-
tion of D-serine can also be released by another carrier whose
kinetics is indistinguishable from Asc-1. Alternatively, Asc-1 an-
tiporter activity may trigger D-serine release from other pathways
via the release of an unidentified mediator.

We also considered the possibility that p-Ile directly opens
channels that release both glutamate and D-serine, such as
volume-regulated channels (Takano et al., 2005; Rosenberget al.,
2010) or connexin 43 hemichannels (Steliberg et al., 2012). How-
ever, D-Ile does not affect endogenous glutamate release from
slices, nor does it change the paired-pulse facilitation, an indica-
tor of presynaptic glutamate release. In addition, p-Ile does not
affect AMPAR transmission, indicating that it does not activate

Stimulus intensity (pA)

p-Ile enhances NMDAR synaptic potentials in hippocampal slices via o~serine and glycine release. 4, o-lle increases
NMDAR potentials isolated in low-magnesium medium supplemented with NBQX. fEPSP/PFV ratios were monitored at increasing
stimuli intensity before (open bars) and after (filled bars, n = 11) addition of 1 mu o-lle. The inset depicts representative traces of
NMDARfEPSPs recorded before (7) andafter (2) theaddition of o-lle orp-lle plus 30 pamp-APV (3). B, Percentage increasein NMDAR
fEPSP/PFV ratio induced by either T ms o-lle or 100 g p-serine (n = 12) at different stimuli intensity, €, Endogenous v-serine is
required for NMDAR potentials. When compared with control slices (O, n = 32), the fEPSP/PFV ratio is significantly decreased in
slices pretreated for at least 90 min with 20 pg/ml DsdA (B, n = 18) to deplete endogenous o-serine. D, p-lle still increases
NMDAR potentials in o-serine-depleted slices. fEPSP/PFV ratio in slices incubated with DsdA before (filled bars) and after (open
bars, n = 10 slices) 1 ma p-lle. *p < 0.05, **p < 0.01, and ***p < 0.007, different from control.
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nonselective channels that are expected to
release glutamate as well.

We demonstrate that D-Ile affects syn-
aptic plasticity in CA1 neuronal networks
via enhancement of NMDAR-dependent
LTP, suggesting a role for neuronal
D-serine release. However, it is conceiv-
able that n-lle, especially at high concen-
trations, enhances LTP by mechanisms
unrelated to D-serine release. To investi-
gate this possibility, we used several con-
trols using slices from SR-KO mice or
slices in which endogenous D-serine was
depleted by treating with DsdA, an en-

: zyme that selectively destroys D-serine
e, (Shileper et al., 2005). We found that p-Ile
does not enhance LTP in either of the
D-serine depletion settings, supporting
. the notion that b-Ile effects are mediated
‘ by endogenous neuronal D-serine.

We also considered the possibility that
Asc-1 hetero-exchange by p-Ile does not
reflect a physiological condition. How-
ever, in normal brain, the extracellular
concentrations of Asc-1 amino acid sub-
strates are enough to saturate Asc-1 anti-
porter activity (Lindroth et al, 1985;
- - Fukasawa et al., 2000). This contrasts with
400 500 the very low extracellular concentration of
the Asc-1 substrates detected in the slice
perfusates of our in vitro experiments,
presumably caused by the washout of the
extracellular medium during perfusion.
Supplementing the perfusion buffer with
extracellylar Asc-1 substrates at physio-
logical levels increases the rate of D-serine
release to levels similar to those observed
with D-Ile alone. Thus, D-Ile appears to
restore the physiologic activity of Asc-1.

Although we describe a role of Asc-11in
mediating D-serine release, its relative
contribution for physiological NMDAR activation is not war-
ranted by the effects of D-Ile. Indeed, Mothet et al. (2005) dem-
onstrated vesicular D-serine release from astrocytes, and this
pathway is required for hippocampal LTP (Henneberger et al.,
2010). A major role of glia in D-serine release has also been dem-
onstrated in the hypothalamus and prefrontal cortex, as well
(Panatier et al., 2006; Fossat et al., 2012). In addition, our data do
not discard a role for ASCT1 and ASCT?2 in mediating D-serine
release. Although these transporters are insensitive to D-Ile, they
likely play a role in D-serine dynamics, especially in the retina,
which lacks Asc-1-mediated D-serine transport (’'Brien et al.,
2005). These pathways are presumably regulated by different
mechanisms and operate at different timescales in distinct
synaptic and extrasynaptic microenvironments.

Another aspect of our study concerns the role of Asc-1 in
glycine dynamics. The glycine transporters GlyT1 and GlyT2 are
generally considered the sole regulators of extracellular glycine
concentrations, whereas Asc-1 was not previously thought to af-
fect glycine levels. We found that Asc-1 also plays a role as a
pathway for glycine release along with D-serine. This provides a
mechanism to release NMDAR coagonists from neurons, indi-
cating that the dynamics of these two coagonists are connected.
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Figure10.  p-lleincreases NMDAR potentials in hippocampal slices from WT and SR-KO mice.
A, NMDAR synaptic transmission is presetved in SR-KO adult mice. fEPSP/PFV ratios of isolated
NMDAR potentials determined with increasing stimuli intensities in slices fromWT{(O, n = 22)
and SR-KO (M, n = 22) mice. B, NMDAR fEPSPs are equally enhanced by o-llein slices from WT
andSR-KO mice. Bars depicta 40%increasein the NMDAR potentials during application of T mm
p-lle onto slices from both WT (open bars, n = 12) and SR-KO (filled bars, n = 10) mice. (,
p-serine equally stimulates NMDAR in both groups of mice. Effect of exogenous application of
100 pum o-serine in slices from WT (open bars, n = 9) and SR-KO (filled bars, n = 8) mice.

The role of Asc-1 in glycine release was further defined by the
electrophysiological experiments. We found that D-serine was
not the sole coagonist for low-frequency-activated NMDAR po-
tentials, contrasting with its critical role in the high-frequency
NMDAR activation required for LTP. Thus, although depletion
of endogenous D-serine by DsdA drastically decreased the
NMDAR fEPSPs confirming the major role of D-serine in mod-
ulating NMDARs, it did not affect the stimulatory effect of D-Ile.
This suggests an effect of b-Ile on glycine release as also revealed
in our biochemical experiments. Furthermore, D-Ile robustly in-
creased the NMDAR fEPSPs in adult SR-KO mice, likely reflect-
ing glycine release through Asc-1. These results are compatible
with the notion that glycine compensates for b-serine deficits, at
least under moderate NMDAR activation, such as those induced
by low-frequency stimulation of glutamatergic afferents.

Papouin et al. (2012) recently reported that D-serine is the sole
coagonist at the synaptic NMDARs, whereas glycine is only re-
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Figure 11.  o-lledoes not affect basal glutamatergic transmission. 4, AMPAR synaptic trans-

mission in hippocampal CAT is unchanged in slices from SR-KO compared with WT mice. fEPSP/
PFV ratios of AMPAR potentials were determined with increasing stimuli intensities in slices
from WT (O, n = 59) and SR-KO (M, n = 59) mice. B, AMPAR fEPSPs are not altered by o-lle,
fEPSP/PFV ratios of AMPAR potentials induced at CA3/CAT synapses showing the absence of
significant effects of 1 mu p-lle in slices from WT mice (n = 17). €, o-lle has no effect on AMPAR
potentials in slices from SR-KO mice (n = 15).

quired for extrasynaptic NMDAR activation. Conversely, our ob-
servation that the synaptic NMDAR responses are essentially
unaltered in adult SR-KOs suggests that D-serine is not the sole
coagonist at the synapse. Our SR-KO mice do not exhibit changes
in the expression of NMDAR subunits (Inoue et al., 2008), and
their extracellular levels of glycine, glutamate, and glutamine
monitored by i vivo hippocampal microdialysis are the same as
the WT mice (Horio et al,, 2011). Like Papouin et al. (2012), we
observed that acute enzymatic depletion of D-serine abolishes
LTP and strongly diminishes the synaptic NMDAR responses by
60-70%. A parsimonious explanation for these findings is that
D-serine is the main synaptic NMDAR coagonist under normal
conditions, but there is still substantial overlap with glycine at
synaptic NMDARs. Glycine effects become more evident when
its release is enhanced by p-Ile or by deleting SR gene.
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