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Lo — P SR MTE T B o - 5% AP R &, R EAE T, ik il )
AR AN - B EAMPIAN o - A& APk,

DL 4 e B i),

PURFBEE 0. 05M Bk I 28 1P

LIRS MBI :10% BSA/PBS,

Vet :0. 1% (v/v) Tween—20/PBS,

FHAW :10% BSA/PBS,

PRICHT AP— TR 166 AP LIFEHTA 186,

BAJEY) :p-Nitrophenyl Phosphate Liquid Substrate System96 fL ELISA #%.

2. BOHE SR 1 RH &, A o - S8 &2 B B4 a0 :pGEX—h a —SYN 41 Jit
R S AE BL21 JA2 2540 M, B 1 BRI N 10m12 X YTA-amp #1435 775 37 C IR 12,
WS FR IR 2 | TR 2 X YTA—amp $5 752671, 37 CHe i H5 7% 3h J5 N IPTG 53 H
RIK, 55 4Ah JG BRI , LLUKYA PBS BIZ 4B , 68 75 B 4 i i 250, EIS s
Jik —Sepharose S HZHr4i4045 2 GST-h a -SYN fili &85 [, F 22 11 g A i U i A Al b
RRENEHAN o - FikzEA,

Horr, Brik 2 X YTA-amp ¥ A5 FR FE 6 7+ & 16g 28 R 10g B BEZ HUA) 5 NaCl Fi
0. lg A NHEHER.

3. BORIER 1 A&, Hob Pt o - SRAVZ S P PURI Sl W <K 4 1, SRt
KA, H) 45 M5 £ H s2ml o — SElAZ B W5 55 B 4 850 R AR IR e e e i) 783 3L
b s B R8sz 0. 8ml FUALJE BRI B B3 5T, MR Sz 14 KRG, KA il 2 B
R G e R s IR 5z 4 i s 2 vt e i, 2 Fi i, SR HLME s R B0 FR 5%
VR R R TR N
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EERMAMBFRBEK o - RMZEBRIERITTE

AR
[0001]  AZ I K —Ff NI B K a - A% 8 A DT AN 5 ¥, 1205300 e
EARTHI W

BEEA:

[0002]  #H<ARH (Parkinsonps disease, PD) &M i Z AN IR T~ 224 Ok 1) 2241 i
ZRIRAT MR » L 32 By BURRAE DL rb o SR B0 I 2 Tk e e A T B AT I 2 RN B AR
T M P H PR RE BR M AR A, BRI B /M. o — SRARE B 13 S M R B /N AT R Ry
FHEURERRIEAAAAE . MR R, BUKCPR o - S0 8 B R TE RO
% O REAP£8 Jo HA B 1R AT 2, T AR B A 7T B TR 22 I RE AR 42 TT R T 11 R
AT ] 5 30 B AR BUA A, BE mAEA S AR A IS I A o - SR
PRI e B H AT b, A SCHRIRGE 1 75 45 I 1 2K 5 A 4 A A i h B A
a — S SR A PUIRZK P & i BAFLE i ) e AN e e kG, H T, Ma AR
s 2 W R BAK SRS SRR B AR 50, AR IR 12 % MR BRI R B, ZEHUR T
WG AR W, 209 24 % IR 2 %, IhAh, T &2k B 35 R £ CUIZREAR 2 ot
TR IER A AT HESET ., HA YR 2 CERE N E T LT IR R T 70% 24 B, A PG
BLIZ AR, X O BB 22 B BE M O AR T IR . DRI B T 4 78 2 B IR K X E
SFIEAN, FH ARG, Bl /™ 5 S 000 AR 30 T B R 25 +E 2 R0 5K 238 Nyt s Al 48 [A]
6B AR IR 2 WA A A 0 T SN R R 2 ELE RE AR 22 0T IE S I S0 AR R
R EEA T EENE X

[0003] A< BRI HHAS I LV T B4R @ - SEAMAZ B BpUAAR R 77, W1 H T 6 kv
(912 W, 2 577 126 ) 4 R e fe A BRI PR 12 Wi 4 i R T 2 T L

RIAAEAE :

[0004] AR BHERAE—Fh AL AR 2 vk, b s Ay Bk o - RAMZ E T
PRSI 5 7% o

[0005]  AKREIHPUR (EAN o - Rz EE ) FPiE (RPN o - R ED 2 5%
BEPIR ) e R ar, PR PTAAR Js R SR BRS04 AR AR I R Iy Hh i B Ak
a — SfiAZ B I PUR BIAF ARSI AT PR, B BRSNSt A T N Ity A ) 1 A
a - FZE AR ES G HEEZ D,

[0006] A< BH (1A G AR K2 W 7 V2 B G LT D IR -

[0007]  PEE 1A a - Sz A )

[0008] IR 2. 51 o - Sl E A 2w DA B Hl A

[0009]  DEE 3 MA<E: AR A RH IE 5 i e N I (1) i) 2

[oo10] IR 4. NIMIEH BAR o — Sl &t A B s il

[0011] DI85, LA I 45
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[0012] AR B 2 W 5 v B 48 A8 A2 Wl s Ay o Bk o - S8z A ik
HEATAS I o

[0013]  [AIAC A& BB HE 2 Wit &

[0014] AU BH 112 Wrisl 5 & 1 4 Rl L i

[0015] B (ELAAN o - A EA )

[oo16]  Hifk (PLA o - ML ED 2 wlEhik)

[0017]  AS B RA ) S A 46 LU T B A e 70 T B BRI e N

[0018]  HUJSEMEEE (0. 05M B ERZE M, pH 9. 6)

[0019]  HifAls MiEM B (10% BSA/PBS)

[0020]  ¥ebu (0.1% (v/v) Tween—20/PBS)

[0021]  fPIVE (10% BSA/PBS)

[0022]  Frid—Hi (AP- =FPifk 186 ;AP- =FPHLA 1gG)

[0023] R AJEY) (p—Nitrophenyl Phosphate Liquid Substrate System, Sigma)

[0024] 96 fL ELTSA .

[0025] A BHRGRI A, #5170 3 ol e, AR e Ad A e, AN e mh e N GRI K =
DI — AT H & FEA &, v DA KR 10 4, 100 4N, 1000 A FEAS A &

[0026] AR BHISALER A MG AR o — Sl BRGS0 77 v, %07 R RE DU R
ﬁg}é H

[0027]  HrJi (EAAN o - SEfZER) Mk (RPN o - Rz &Ea L wkEdivk)
AT IS, FR A SN I € 1) 22 S B NS P ) AR o — SRl S B PR AP 5 S A=
EZVR

[0028] R HIA & AR AT RN 7 5

[0020] 1) AR : N a- Sz EE (10w g/ml, BRIRZE M EFE#E ) 100w 1/ FLAELHE 96 £L
ELISA #%,4°C, 24 /N

[0030]  2) ¥EMR :HH & 0.1% (v/v) Tween—20 [1J PBS (PBS-T) 200 u 1/ FL¥EMR 3 ¥R, BEIK 5 41
B,

[0031]  3) HFH SRH A 10% BSA/PBS 200 1 1/ FLEF 1 /M.

[0032]  4) BNFE 7E 96 FLARIF 1 ~ 3 FUMIAM 1 1 10000 ~ 1 © 640000 A [FH R A 1 H
PIN a - % E A 2 wESUA 100w 1/ £L (20% W=EIEH M5 /PBS FokE ) , TNk
33 ANE L. 9~ 12 FIIIARRBER A MIGEFEAS 1001 1/ FL (1 ¢ 100, 20 % (= 1E 5 1M
i /PBS Mike ) , BEAFEARM 3 MR AL 4°C, i

[0033]  5) YEA :FHA 0. 1% (v/v) Tween—20 [#] PBS (PBS—T) 200 1 1/ FLYBEM 3 ¥, FFIK 5 4%
B

[0034]  6) BIAARIC —PL £ 1 ~ 3 FI {1 2 HUFE A I N B M % 8 W A i (L 2E Bl e
IgG100 1 1/ 4L (1 : 5000, 10% BSA/PBS #4%¢ ) , 9 ~ 12 F1) A MLIE FEA 0 NG 1 i ER A 10
W2EHL N 16 100w 1/ FL (1 © 5000, 10% BSA/PBS %kt ), IR E 1 /M.

[0035]  7) ¥EAR :HH# 0.1% (v/v) Tween—20 [1J PBS (PBS-T) 200 1 1/ FL¥EHR 3 ¥R, FFIK 5 41
Bho

[0036] &) B A REJEY (p—Nitrophenyl Phosphate Liquid Substrate System,

4
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Sigma) 100 1 1/ fL,37°C, 30 438}

[0037]  9) £ GV 3N NaOH 100w 1/ FL&& 1 B RV,

[0038]  10) ARG BEEARX 405nm PIEOLAE .

[0039]  11) HiABRA{ETHE

[0040] K mEkEE 1 1 640000 BEE NS 1 HUIREAL AKIR 1 ¢ 320000 4 2 HrikEpfy,
1 : 160000 A 4 PrAAFAL, 1 2 80000 g 8 HUAAHRAL, 1 ¢ 40000 A 16 PLAFAL, 1 o 20000
N 32 HURERAL, 1 0 10000 24 64 UK EAL . MR S HU AR B A7 1 1 35 W 6 B S A HH A v il
o MIWLAMEA KA, PR B IME A S BAHIAN o - Az E AP . 1 -
80314 IMyE 3 AN FLIIE OGRS 43 Hil 2 0. 84973, 0. 86223,0. 69677, WG A 0. 80291,
R AKX PR HZ G T BEAN o - SEMZ E B PR AN &2 37. 27744,

[0041]  ARBHFAFNE, HAEAN o - REAZEARHISDT

[0042]  pGEX-h a —SYN E4H Jivk ( FH 36 M <e AR DO ity ) 5 Fle 4k BL21 J& 324
A0, B 1 BVEAE 10ml 2 X YTA—amp WA IR (RETH5 16g R AR 10g MBI
5g NaCl M1 0. 1g 2 N EF 5 ) 37T CIRG LA, MBI e B 2 1 FHFif ) 2 X YTA—amp $57%
JEH, 3T CHRG SR 3 h JG N IPTG ( f 2k 0. Immol /L) W5 S EE RIS, KL% 4 h 5
W EREH R, LAVKYS PBS B 4H 1A, B 75 IR 41 18 )5 B0, BT H K —Sepharose 612
MrafiAb 3 2 GST—h « —SYN fili & 25 (1, TR BE Il 70 il B U e AR A A9 B E AN o - 5%
T, BWIETE, S80CHAFH. BCAVAER o - A% E . Western Blot % EAH
a-SZED (B D. BHA o- s A2 wBEIUARHS T -

[0043]  FKAw 4 H, GPERTRIML, % M3E & H . 2ml o - S E AR (Ing/ml) 5% &
AT RE D MR R SE R o I, B 1382 0. 8ml FLAL G MPURE R B R i
U, MR Sz 14 RJG, KA fil & BT, Bl iz R . IR 4 G, s sz sk o
B2, 2 g, RINAIE& PG . RO IR SR 7 BsAaifb bk, Western Blot KrillHiiA K]
oAU (K 2).

[0044]  FEAS FH A A BH IR 20 I 5 5 BER AR A <5 AR08 A LE 5 i B A XS R IR S Bk ot
HRIMIS il & 7B E -

[0045] W BEFFAKIMAERIMA (BD AR ) o, BEGRAES M. S8 E IR R IME 5 Ik, i
W R PRS) . =3 (26°C) EEJNE | /DI, A Mse s . (Mg bk it ss 1/
INF, A5 0], B g N AR A e s S EUE ) o FIR T, B ALEL 20008 B0 10 434
W FIE 32 (10w 1/ &) BN NI CAR G S o LRI Z SRS T -80°C K
Foo R B IRR

[0046]  {EAS & BRI ES H , HLrb A A R 50 R0 B 45 pGEX—h @ —SYN HE 20 Jivkis 1) ]
MY EISRA3 R, J& T A 5B,

Mi[El15BR -
[0047] & 1 5 96 L ELISA W R &,
[oo48]  [&] 2 btk i £k &

[o049] &3 HEAAN o - RAMZEARLE
[0050] K4 AP o - R E A2 wEIIRRISEE

5
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[0051] W& 5 AMMAEARm AMIEH B o - 5% & QPR S =l 55T 1E 5 g A

F I T i R ] B, SRBBURE vay, S0 9% FH 2D, A, S 2R e, W] R TS W, BT RAFIY
= AR

BAXIEA :

[0052] LA~ g S it 8] g — 25 i BH AR i BH, AHCANAE A o A B ) FR il o

[0053] St 1

[0054] 1. JAkZEL Aifb g EHAN o - RiZEA

[0055]  WESTERN BLOT 45 .7k, 50 ~ 1000ng 244k J5 I E AN o -5z E A 5/ WPt
NBFEEPUAR (3D5) &5 & )5, Bon T RK/AAZERHM &, S0 T ERK/N KL, 18kD
Lt 5N a-ZEa s rESLCIEHEARENEA YN o- ZhizEa (K
3) o

[0056] 2. :fPiA o - ML E B 2 wiEPURA ™

[0057] RH EHARKIEM A a- iz & A o KRG, BRI B0 G & 17 1K
WESTERNBLOT %5 5 &R, HLMiE vl 4E 1 ¢ 30000 KGR Z I B Bn EHRIEFN o - 5%
H A, RIZRPUIE AP E R ) i K RIR S K &5 R B8, 46 1 1 10000 (1)
MR BE, PR B R T 5 o - S & B o 72 RKDYE R — 4000, RIS A
B IR

[0058] St 2

[0059]  RFIER 1] &

[0060] ARG :96 FLELISA MR (R T AH) VEMEDUR (EHAAN o - RiZED ) Jr
HEPUA (RITAN o - RAZE A2 FOBESUAR ) HUSRRRE (0. 05M TRERZE MW, pH 9.6) .
PR 5 15 # BE R (10 % BSA/PBS) PR (0. 1% (v/v) Tween—20/PBS) « &t I (10 %
BSA/PBS) « #5 i 5t (AP— (i 2= HTfe TG ;AP- (h 2EHT A TgG) « & K4 (p—Nitrophenyl
Phosphate Liquid Substrate System, Sigma)

[0061]  H SHE B, VeI, AW, bR i, 5 (UM K 41 s M i i 5 v 8 T o s
N

[o062]  SCjEfH] 3

[0063]  MIGFEAT RN o - SdiZ & B P R

[0064] R HIAHXIE & ELISA V%5, %6F 116 41l R 12 W IR iE <e: Ak dos AR 78 1914t Fe ) e L i o
HAR o - 5% FPUARZT TR 453 B R EAm A TE Bk o - S s A
& 30. 3+ 11, 69 FUAABAL, IS AP A PG BF o« - Sli% & A biib s s s
64. 72567 ;1M 1E 7 fd X FEMIE RS o0 16, 715, 99 HUik AT, =i A 27. 665, 11
SAENMIE T B o - SZE PR S EHE R T IEF @R (0 <0.01) . B 5. 4
Xf € 2 ELISA VA N i B iF o - S adiia S &, ™p <0.01.
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