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L. —Ff 6 XHis—C99 BEAL & A, HAFMEAE T gt iZ = A S 0 R 74 W1 SEQ 1D
NO: 1 iR

2. —FARYEACHE SR 1 BT 1) 6 X His—C99 F4H [ 1K) 4% 5 i, HRFEAE T, A 45
7 ¥

a) IVERFERTARET 1 (APP) JEPRUA AR sl H APP FRBEE R i /K ff v B €99

b) B FIrik APP FREE A s KMy BE CO9 WEAT FLIK 73 &, R 44k I v 2 28 AA I F e 1015
B —EYLTUR ;

) JEFEIN 7 1A 16 B — S AL TORE, AR DI 3 IE A 162 — S AUTORD R R A R IR A
pET30a ¥ HiZE bz, 15 2 E 4 Foki pET30a—6 X His—C99 ;

d) ¥ PR 4L Gk pET30a—6 X His—C99 4T3k, 193] 6 X His—C99 B H M,

FR I ) b FI5 14k 57 —AGCGGATCCATGGATGCAGAATTCCGA, Rl 514k 37 —CGCAA
GCTTCTACTAGTTCTGCATCTGCTC,

3. AR EL SR 2 Bk 6 X His—C99 B4 8 % v, HAFEAE T, frid b3 a)
BARAEE

a—1) H PR AR RS I T 94°C TR PE Smin ;

a=2) PR a-1) g =¥+ 94°CA % 30s ;

a=3) HZ I a-2) Frig /9T 55°CiE K 30s ;

a—4) HZIE a-3) Frid =T 72°CH Y 30 MEE, I A 30s

a=b) HZ I a-4) Frig/ =91 72°CILEM 10min, 133 APP BREE AR b K ff A B €99,

4. WRPEACRIE R 2 Frd vy 6 X His-C99 4 B (A 1 il & 77 v, HRREAE T, Frik PR b)
HRH 1. 5g/100mL B IR B e BEAT Hk 43 5, K F DNA B [RISe kR s kA T (BT

5. FRAE BRI EL SR 2 Pk ) 6 X His—C99 H2H 8 (A 1 il & 77 v, HRRELE T, Frik PR b)
WK 3K R PMD1S-T 44

6. — PRIERCRIEE SR 1 ATk ) 6 X His—C99 41 5 (A 18 i 45 Bl /R P BRI A5 bR i)
(12 TR B A

7. — PR AR BUR) SRk 1 T IR I 6 X His—C99 T 40 & [ 76 i 4 F T 5l /K % i 2R
A B 42 FEK PR R TG M A B 42 B EAKFARRE IR IR & i 3 A
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—# 6 XHis—C99 ERERNREFIEFHEFMNA

B
[0001] A< I Bk TR B A 3 A U, L AL, AR B K — il 6 X His—C99 2] HR
L& N IR R IIVASE

B

[0002] B JRIRHFERNG (Alzheimer’ s disease,AD) HBEMNTZE B e FEREE TR 2t
AR . AB FERMEE LN AD HI YR EN L — o AFFRE SRR &M
BLAD BFSMAM A B FRMAE B B IUAIKE S50 K EATIUG 2 VMG Bk, £ X7 AB &
FEARDUAR IS5 AD B 5 5332 W A 008 Tt I P AR A R S

[0003]  Hui A ATFRESMEMLAB B S HUARRARIN 7347, 2 2 FZIE S R A
HR R, B EERN— a2 IR FREA—3 . BT 2 RH AB 1E IR, a2
AB B LR, B SAR R ETYEIRGY) o XKLL 7 R I PR R ALA L, i T3
FrMBLiR K45 RA—3. H#&, BarmJo AD BEFIEH ASNEIML A B 42 FE 21k 8 B3k
ARSI AR o BRI, RS AS I BT IR (K 4 R A 220, I R 1Y A B 42 SR AR e ML IR
K T B AL AT

ZIAAAE

[0004] AR EAER /DR EIREEAR MBI —.

[0005]  Ajitt, A% B — AN H IAE T4t —FPAs s PEGF VR S PR SR 1) 6 X His—C99 EAR
=B

[0006]  HR i A & B SE 5] 1K) 6 X His—C99 B L8 [, 4 i% 4185 A % H ER 741 I SEQ
ID NO: 1 7R,

[0007] ¥ A% & BH [ 6 X His—C99 21 & [ Al 6 X His—A B 42 B AT 42 & M Lh %, 76 [F] A
(KA AE 2 F T (=80 °C, T 4 2 5 ¥4 i), 6 X His—C99 B 41 2% [ b 6 X His—A B 42 H fa &
6 X His—AB 42 JL-TF-Z 5K 80kD UL b (IS A4, 1T 6 X His—C99 4 2R [ W fRFF B AR 3 5
(NPT

[0008] M HE A & B 52 i 9] 1¥) 6 X His—C99 B4 & 1, tEASAa 2 i T AB 42, Hl T
P AR I ) AR R A5 AR R B A VR A T, 6 X His—C99 E A B 1 B I B R K A AR
E, R T AB A2 K5 RE, BURER N H A 2N, S U &5 RATE AR ; 5346,
6 X His—C99 1E A IlHe J5t, F A EAK T A B 42 2 AR HT R 115 T, 6 X His—C99 [ A
%, By H S22 5%, HA RSN, F ()R] B

[0009] AR BHIFI S —A~ B E T3 H —Fr 6 X His—C99 A& A RIH & ik,

[0010]  HE#E A sk BH S A6 1) 6 X His—C99 20 9 [ I 45 vk, L dE UL T 0% .

[0011] &) LISEMFERT IR SR A (APP) JE[R A AR 70 I H APP FR3E A i /K Al A B C99
[0012] b)) ¥4 iR APP F BRI /K M B CO9 HEAT Hayk 4 5 , [ dlifb, 5 v e 22 8 Ak I 2
AT B 55— AL TR 5
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[0013] ¢ LI 7 IEAf X 50 — FE AL 5ok, RUBETI 3 IE 4 X 50— B soky fl IR % R 1A 2
A& pET30a i Hik s, 15 2 84 iUk pET30a-6 X His—C99 ;

[0014]  d) BTk B4 TR pET30a—6 X His—C99 HEAT %15, 1331 6 X His—C99 EHEH.
[0015] &b, AR¥E AR BH b3k St 9] 1) — B 6 X His—C99 B4 2 11 1) il 4% 732, e m] LR
AT BN E AR

[oo16]  HR#E A BH I — N SE e, ik B3R o) v BJES |94

5’ —~AGCGGATCCATGGATGCAGAATTCCGA, Fuia |4k 3> —~CGCAAGCTTCTACTAGTTCTGCATCTGCTC,
[0017]  ARPFEA K B ) — A SEs], ik PR a) BARGEE

[0018]  a—1) BTk AR b N Uig 14T 94°C TiAE P Smin ;

[0019]  a-2) ¥ BB a-1) A= T 94°CAE 30s ;

[0020]  a-3) ¥ B a-2) Frfdr =T 55°CIBK 30s ;

[0021] a4 HBEE a=3) Frid/ =W T 72°CY 1 30 MEIF, § G R A 30s ;

[0022]  a-5) W4 LER a—4) Frid =T 72°CHEH 10min, 15 2] APP B EE AR /K i B C99.
[0023]  ARIEAK B — AL HER], FTik D3R b)Y F R A 1. 5g/100mL B B bt B 847 HLIK
43185, K FH DNA I AR ) e b AT (R

[0024]  HRHE A B 1) — A LA, Brad 4844 0 PMD18-T &4k Bl H Ak 3440 K i
2 A4 i DH5 a

[0025]  HRHE A B K — AN SEHiAa] , B i SR D) A7 i 73 5l 24 BamH T 1 Hind IIT,

[0026] AR A A BH SZ 9 1) 6 X His—CO9 T 2H £ (A I ) 4% 7712, W PCR £ AR BL APP &
PRI R AEAR v A T APP R 3 AR /KA B C99 fili& 2 1 JE A, R IR AZ R R 844 pET30a
RAFEFRIE, B E AR 2 S A4 (6 XHis—C99). BHLIRIEF=n] LA B4 i
His BHTR1 A8 BPTHT I o RIE=H) BRI ALHE 11KD B AR 80 ~ 100kD AR A4

T1

[0027]  F& T ik O 48 vo A B ST RIS AL 1Y 6 X His—C99 F & A, # HAE R B ARk
PUR, AT LA T RPUiiE i A B SRR T MU AR RN, 4 F BB R ER A B 42
SRR BB R 6 S A B 42 SERARPU RIS B T £, B R LA il 4% BT R
DU D FR I IS WA, LU BT R IR BRAG [1412 R 25 51 2 W B 1

[0028] AR EHIAYEE T 6 X His—C99 T4 8t I E Ay )4z ELTSA A I He J5 60 4 B An AR 1) 4%
PR S o AT VR A TR AR 6 X His—C99 TAH & 1, R4 RE, LA A8 B3t 1:2000
VEABUR, BB BB MK IE S 10ng/ml B Ing BEFLD.

[0020] L AT #3604 4 1 R 58 ok FE D B v, T ot () 2 ELTSA AR I & B0, 3 i A 4 bt SR
A] DA B SR AR S M FR T A8 R NU R, AN REAR A B £F 45 5 19 5241 NUe BT . RYI
6 X His—C99 L& (A1E N B HUR A T3 ELISA 245, v AT A B R IAREE 5 Pk
AKOF, S A B SR RP U (HRRAE , A 5T ¥ N 7 5

[00301 A& BH (19 B I 75 T FRDE 5K 45T T AR 3 30 20 HE S 30 206 T T PR ik o A
1580 55, Bl ok AR PR S i T AR E

i (=] 5% AR
[0031] A& BH IR IR/ Sl BRI 77 T AR A DA 456 T B P et Sz it 90 ey 4 s oy A8

4
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13 B SN2 gy PR, v
[0032] & 1 J2ARIEA K BH ATV M2 1) 6 X His—C99 T 41L& A MIH & H ik mfE = E
[0033] PE] 2 FE MR AR B STt 48] FRY XUl ) 4 s 1

[0034] ] 3 ARYE AR R BH S 9] 1) SDS-PAGE %45 3 HT

[0035] &1 4 SR A K B S 9] 1) 6 X His—C99 20 A4/ BT A bR 25 iR =
]

[0036] [ 5 AR A A BH StAA (1) SR BT A8 /N BT 2 A B bR B B

[0037] & 6 SRR A% & B S8 ) NUL, NU4, NUB, 468 #5 /N i Pt A A R AR 2 L h R &

F%

BALHEAR

[0038] " [f] T A0 R IA A S B () S Tt 451, P o St ) PR s 490 B R s e TR T 27
Bk P 3 Xy ST A1) A 7 451 1 KT 5 AN TR A i B, T A B A DA % A B PR PR o

[0039]  TFHIEEZSHE | FAARYE A& BT X ¥ 6 X His—C99 F4] 8 [ il 771 1)
[0040]  EL{AcHh, FRIE A& BT IR 1) 6 X His—C99 T4 8k 1141 45 i G DL T DI .
[0041]  a) DIVERFERTAR S 1 (APP) JEPR A AR v [ H APP FRBE R v /K fif v L €99

[0042] b)) ¥ Pk APP FRAE AR v KA v BE C99 1MEAT HLVK 73 &5, [l 4l Jm ve b 22 3 Ak O 4%
GBI —EA TR

[0043] ¢ GEFEI 7 IEAf I 50— FE AL 5ok, RUBEI 7 IE A K 50— S Boky fl R % R 1A 2
1K pET30a F45 H I, 49 3 4 FURL pET30a—6 X His—C99 ;

[0044] ) TR B4 TR pET30a—6 X His—C99 HEAT %15, 1331 6 X His—C99 EHEH .
[0045] Uk, W] LA 6 X His—C99 B4 & 1, Frik 6 X His—C99 4 & 1 7E R A A2
PEOR T A B 42, T Hu AR 0 K A% i M i, 7RO R B B VIR 45 1, 6 X His—C99 B4 8 1
SIPURRALFLE, Wik T AB 42 B 5 R4, i R4 B 2480, S 308 2 XA
SE I AERE 5 55 A1, 6 X His—C99 VR At il b b, Fo 8 A T A B 42 22 IR AHCRS: T s (1) 4% T8
6 X His—C99 ) e AAK, N FH B85, BAT MBI FH i m] B

[0046] X TPTIALER o), TFEIMRAZE, Td DI a EPL/)??%I%%J

5" —~AGCGGATCCATGGATGCAGAATTCCGA, F i 514 A 37 ~CGCAAGCTTCTACTAGTTCTGCATCTGCTC,
AR LIS -

[0047]  a—1) BT AR b N UFS 14 T 94°C TR P Smin ;

[0048]  a-2) LI, a-1) i3/ T 94°CAEME 30s 5

[0049]  a-3) ¥ LI, a-2) i3~ T 55°CiB-K 30s ;

[0050]  a—4) B a=3) Frid/ =T 72°CH K 30 MEIF, § G R A 30s ;

[0051]  a-5) WL IR a—4) Frid /=T 72°CHEH 10min, 15 2] APP B EE R K i Bt C99.
[0052]  HHUHATLAHIFS APP FRIEAR Sk g i Bt €99,

[0053]  HR#iE A A BH (1) — AL, rid D3R b)Y =R A 1. 5g/100mL By IR BE B R 24T HE vk
53 85, R DNA JR IR & i AT [

[0054]  HRHE A ) — AL A1, BT ik 4844 8 PMD18-T &4k FIrid # Ak 3440 Kt i
JREZ AN i DHS a o
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[0055]  HRHE A S B KT — AN SEiAa) , B i XU D) 467 i 73 5l 24 BamH T A Hind IIT,

[0056] AR A< A BH SZ 49 1) 6 X His—C99 T 2H £ A I ) 4% 7712, W ] PCR £ AR BL APP &
PRI R AEAR v AL T APP R I AR /KA B C99 fili & 2 1 FE A, B HH IR AZ R R 8044 pET30a
RAFEGRIE, B ME AR R R A4 (6 XHis—C99). BFREF=Hn] LA Ik Bt
His BH0R1 A8 FRPLAT U o RIE=H) Brr HALHE 11KD B AR 80 ~ 100kD AR A4
45 o

[0057]  JEF bk L4 o0 B A B R R R A4k ) 6 X His—C99 20 &5 1, ¥ HAE B4
Prs, WU T RHU0e il A B F AR e PR BAS I, il & F TPkl /R g BR v A B 42
SRR BT I IR B A B 42 SEERAARHT A BRI R, B A L N T £ R 2R
DU B AEFRAC ) NS WA, DL B 2R i B0 12 W oR 2 2 e E 1 .

[0058] A EHIE%EE T 6 X His—C99 2 o [/ Ay (R4 ELTSA A5l i G0 4k il Am Al 1 2%
PRI R TE W T o DAREME VA TR A TR % 6 X His—C99 A 1, R 5ARE, UL AS B3 1:2000
PEADUR, 13 B i Ak 4 10ng/ml (R Ing BEALD.

[0059] LA T 7360 9k 2% AR B A< 5 kA v, 18 Ik [) 82 ELTSA A I & I » 3 i A 48 i s
AT DU 5 2R R R S 1 P AS R NU TR, AN RERE A B AT 4EE 5 1 BR Bt NUe JiT . B
6 X His—C99 FA & FI/E A AP T1A$: ELISA R4, ] LU A B R AR R b ik
K, B A B S ERARHUARIE R 1T, A B I Y A 5t

[0060] T [ 45 & SE A5 HARHAFR 38 A< W 11) 6 X His—C99 F 4L [ K Hiil & J7 VA,
Ho

[0061]  SEjifs] 16 X His—C99 E4H & [ 1958 Al oo b DA R R IR s Mk v A 2

[o062]  1.5|#iit

[0063]  #24iE GenBank ' APP695 FIFE A FE51) (GenelD:351) K& B 43 WhRE K fifAL B 15 %01 C99
T AR T (300bp) Wit 514, b TS 45 50

[0064] 5’ —AGCGGATCCATGGATGCAGAATTCCGA,

[0065] 3’ —CGCAAGCTTCTACTAGTTCTGCATCTGCTC (EgYIA7 43 % & BamH 1 11 Hind I1D.
[o066]  5MH LA T AW TREA PR 2 7] & ot g Ak A .

[0067] 2. H MZERF [ e &

[oo68] R ik 5[41EAT PCRo LA APP JP A1 G ABIH, 6 Pl s b R 5 14 T 94°C
TRAEYE min, ¥ 94°CAEVE 30s, 285 T 55°CIB K 30s, T 72°CH 3G 30 MG, I 1G] [/ 4
30s, i T 72°CZE{H 10min, 1331 APP 35 K /K g v Bt €99,

[0069]  PCR &5 ), ¥ APP 2 IR o /K i Bt C99 H L. 5% Byt Ia B At I FL vk 73 15, FH DNA Ji¢
[ ) & e e 4liAd 5 va e 2 PMD18-T A4, S Ak KT B B8 52 245 40 i DH5 o, XD L vk
R, %8 IERA I SURLE i AR T AR TREH RIS A B A 7 AT 41000 5E o

[0070] 3. KX A

[0071] K¢ XU UM F L6 1) =5 4L FORE R R IR 3 1k pET30a, 48 1. 5% Bt T e s rL vk 73 25
FH DNA Jig [l el ) & (R 4 f XU ) B ) B, 5 R Bami T A1 Hind THIXUES 1) )
pET30a AR R:, #a4b K G B I S2 245 DHS o Bk oh v kb 7%, 42 o B b 46 02, % 5
I 5 =4 FORL pET30a—6 X His—C99 BH M v b {47 JSUR: FH B Fift

[0072] 4.45R 5458
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[0073] L APP695 Mg #5iHR, T il 51048 PCR 4748 Ji5 , Bt JI B it e L 9K S5 7R 73 21— 4% 300bp
KA 2k, Bgk i 55 PMDIS-T B A% B2 56 A0 J5 15 31 2 AN BH M v B, WP 45 B o B 56 4 IE
ff o EEZFE IR 50 I 22 pET30a 2K, XU D) 45 58 i 7n— 4% 300bp 245 K14k (Al 2 FiTzR) .
[0074] DL 45 R ULET R Th e IR T pET30a—6 X His—C99 FIAH A,

[0075]  SEjifh] 2 6 X His—C99 Fik# Ak ik K aith

[0076] 1. ERAKE

[0077]1 ¥ pET30a—6 X His—C99 FKILF AT R ALK E. col iBL21, PREUAE K B4 52 b 7% 2
Tml B kana HLMER) LB B F290H, T 260rpm, 37°CiE A 78 IS ARG I35 I B X 2mL
P HA kana FLYER 500mL LB B934, T 260rpm, 37 C k4555, B9% 4h J5 B 0D600
{EIAF) 0. 6, LI IO LR A tmmo /L 5 S 50— N 25648 - B -D— *PFLHEF (Isoprop
yl-B -D-thiogalactopyranoside, IPTG) #4715 S, 6h J5 T 12000rpm, 4°C 5.0 15min CEE
BAFFRE. #% 1:5 (g:mL) LEHIINABERR £ 22 ¥ (phosphate buffer solution, PBS)
(PH 8. PR B AP K, T 12000rpm, 4°C 2.0 15min W AR A . IS 75 2R TR R 40 1
IR (T 300w, #E 5 10s, [AJEK 15, #84 90min). T 21 15000rpm, 250> 30min, 53 5
Wk FIEFIUTEE, 17 SDS-PAGE BERRHLVK, 43 H H IS A R IE e A kL &,

[0078] 2.\ 4ifk

[0079]  HI Ni-NTA agarose 4lift 35 . ~P-f#7 Ni #EF B 16mL B0 HHEL 0. 6mL Ni —
NTAAgarose, 73 B NN 2ml. ZEFASZ 0, 1875, =il 5440g 250 Imin 3 B35, BE 3 K %
B3 30mL T Ni — NTA Agarose V&4 5 » il 200rpm #£5) 10min ;5440g &0 Imin, &
TN B EOE T, BRICA FL BB R Ni-NTA Agarose F 5mL FIPEER 28 1P
(washing buffer) VEIEPIIK, 5440g, B0 Imin, EIEH BB F, FRid 4 WL FTW2
A 2mL PER M (elution buffer) PEME =K, 5440g, B0 Imin, FiE#H AT
L HERILA EL, 5 B2 F1E3 44 BIRTS 21 EIGEUD> BT SDS-PAGE HLJk, HAR -80°C IR
[0080]  3.45 354k

[0081]  JFhi#EAL RIS E. coliBL21, 4 lmmol/L IPTG 55 6h, # 75 240E 5 0f FIBE Ryl
53 BIEAT SDS-PAGE 23 #r R B 2 1 70 Wb 3] L35 A, SDS-PAGE FAHXT 7> i &4 15KD Abw]
DL H 47, HRETE 8 S8R, ST —3 an i 3 Firs).

[0082] ] Ni-NTA agarose SSHZHT4i4b BF, WL P 456 Ve el 5 20 IR A5 4l
)G B35, 48 SDS-PAGE #5l, % B H 1) 8 L1 AF B alifh, Hh RA MR B4l B A E
90% LA k. 283t BCA VAR E A 0. 5278mg/mL.

[0083]  FIR&ER UL i IhEIEIFAi L T 6 X His—C99 20 8% 1, HL vk B Fiali B 33 2 I
[0084]  SEZjififs] 36 X His—C99 T K 1 0 5 [ v 1 ) % o2

[0085] 1.7 B i< i Sy (sl

[0086]  Hrilt N5 s i Qe iy, TEL A FR IR e 4h 22 . Qe te ), [l
YU I, T 58 e RN J €80 8 A 2 € 32 DR I8 €2 22 8 10 4 i ¥ BT A L 5 6 0 R TSN 6 e ol
1B Z G S I

[0087] 2.Western blot £l

[o088] DL 6 XHis—C99 EH & APLR, 737 L Pt H AR PR 25 .50 (Mouse Anti-His

7
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Tag Monoclonal Antibody) FlEt ¥ vE ¥ 8 1 AN R BTk (NUT, NU4, NU6, DL SCHR Lambert
MP, et al. ] Neurochem, 2007, 100, 23-35 ;4G8, SIGNET) LA A A% S 25 i 45 1/ BT iE M AE
F AP A8 (WLICHR Zhang Y, et al. J Alzheimer Dis,2011,23(3):551-561) h—#i, Bk
MRBEFRC I BN B Te6 o =T, 4T Western blot Kl

[0089]  Western blot #7532 4 H BUSELS 7770, HARITE -

[0090]  HY 5 ~ 101 g #ih, 5X FEMZEMVR, IR G BT, SE LA 100V HL H AT 2 1 i vk 4
W o AR SN2 B SN, T F R A AR e E 120V, IR M) W5 VK B 22 B IR AN, S5
K BT B, L 25 B ¥ R-250 e ta ik geth ot AN R 4T 4 7 BTN e
BV IR 2 R 1) 754 BLP AT 10min, fRIRAE N SR AR B NC i 4K, 1 “ = BHYA 7 R, RN
BN LR PP, R TR BH AR, NC I THT5H [) 1E AR, /)N /CodE f AL 22 R0 . B2l FEL YR, 3 fE L 80mA
TELLEER 2h, VIR IR

[0001]  HERRLE )G, FHITRLL S Yol (10X FHBLL S WARIREC I 24 FREUINARAL S
2g, =& LR 30g, BFKEE 30g, MN/KE 100ml N2 1 - 10 fLLf) 25 88 1K
B ) e B A A ALE, AHRN AR 0. T PR PR B 4T 4 22 RREUBL G 9K 5, %
F- 0. Imo1/L PBST (NaCl 8g,KCl 0. 2g, NaHPO,. 1. 44g, KH,P0,. 0. 44g, Tween—200. 05m1 , %
FEFIKE L, pH 7.2 ~ 7.4 100m1), 4 CH W7 . F B HBRF R P, IRE— B A
0.2~ 1ug/ml, T4CHIHE 12 ~ 14h, 8L T 20 ~ 37°CHFHE 2h. H 0. Imol/LPBST ¥E¥H
FRETYE R 4 YR, FFIR 5 ~ 10min. FH PBS F&% HRP FRic i —Hi, Fke 4 1:1000, 2515 55
B lho H 0. Imol/L PBST YL AHER AT 4E 2R 4 IR, BEIK Smin. %M PIERCE {L2% & G-
B, B A VORI B VR R RUR S, INAERN R AT 4E 2 F, 2 ~ Bmin &, I X G A B E5,
MEREE R

[0092]  3.45 R 54k

[0093]  REGEEH 6 X His—C99 F 48 A n] LA/ S PT4l 2 IRAR S 5T (Mouse Anti-His
Tag Monoclonal Ant ibody), WP 4 Frzn. B 5 hEHi AS /N RPTIER FE 8T I FREs.
6 A7 NU1, NU4, NU6, 4G8 # /) il Bt A s R b 28 b =

[0094]  biRgf SR UL, 6 X His-Co9 H 2 &5 A B A 53 WA 8 U AHIT 19 S0 53 S N 1k
[0095]  SEjiifs] 46 X His—C99 B4 & FI/EAPUIRLE AD ELTSA KWl 75 v i pY. H

[0096]  1.#fiE s APt B pk ik g

[0097] 44 Ji5 119 6 X His—C99 F54H &5 [ FH /B R AAS RV B (0 8 2 S » VB I Bt e,
MR A B FEERM P A8, MIfTHE CTF B A PR A

[0098] M EAEAE VAW PR F AR E A (pH 9. 6,0. 05mol /L B R £k 248D #6
B, EMRE N CTEB 435124 0. 5ng/ fL, Ing/ £L, 10ng/ £L 50ng/ £L, 100ng/ fL,200ng/ fL,
500ng/ L, 800ng/ L, L u g/ fL, MIA 96 FLEE K LAmlghrtic b, 100w 1/ fL, 4 CIEAL Ik H %
Pz £h v 5 22 1R (phosphate buffer solution Tween, PBST) ¥EWE: 3 WK ;W 2001 1/
FL, 3TCHUE 1h sPBST PE¥: 3 IR s I—P1 :AB FRARHBHT A8, 100 1 1/ £ sPBST ¥k 3 1K ;
=B BHARBERR I L 2EPT /N B TeG 19 =31 100 1 1/ L sPBST $Eik 3 % sTMB £ 10min,
OM IR R 26 11 S B s SN 45 51, FH] TECON 4= H BhBEAR SR I 450nm WG AR (OD,50) s R AE
2 AL E , BOES) A i FRYE P/N AR S K AR A P IR e AR A B2, DIRE AL 5 B XS B
£ 0D, 22 b (P/ND KT 2 4F Ry BH I 45 SR 1 340 5 b e

8
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[0099] 2. ELISA #:il

[o100]  fiffisE 6 X His—C99 BA B MK AL S, CTF B 10ng/ fL, A B 1-42500ng/ fL, tt
5 6 X His—C99 A B 43 I EADUR 5 Ak (At 51 A8, NUL, NU4, NU6, 4G8 55) 45
46877, IR ELISA 7738 FH T AD RSl .

[o101] 3. iR 545

[0102] T8 i X 25 0 A RO e K PN T A3 B EEDUR B HIR E R Ing/ L, Pifk
(1) A8 (1) B A RE 2 1:1000.

[0103]  Jd IR 73 B AR S oK P/NAE T, 45 R 27 6 X His—C99 H A & A HAEDT R
BT LA A B B FBL R, AR S b 2Bl A B FERAABUARI S &, WK 1.

[0104]  FiRZEE UL, 44k J5 16 6 X His—C99 208 FILEMME AR & 0F T, 16 A bibt
J&, AT DA A AN A B SR AR PR

[0105] 3% | LL 6 X His—C99 EL4EEEFRARASIN G /R kg BRI Bk & 23R

[0106]

6xHis-C99 AB
1 2 F 1A 1 2 )i
254k A8 3.139 3.079 3.109 321 3.139 3.175
NU1 3.05 3.096 3.073 3.057 3.187 3.122
NU4 3.136 3.084 3.11 3.019 3.176 3.098
[0107]
NU6 0.278 0.262 0.27 0.178 0.163 0.171
4G8 3.176 3.057 3.117 3.091 3.226 3.159
S4-Pog 0.098 0.091 0.095 0.098 0.072 0.085
B Pk 2 BE 0.117 0.114 0.116 0.099 0.118 0.109

[0108] MR Fak St 9w DA HE AR A i B S5 1) 6 X His—C99 B H| H, fEAASMK
FaE MR T A B 42, FFHuAA I AR e i, FER A VR 45 4F T, 6 X His—C99 T4 5
F 2R R E, Wk T AB 42 A5 RE, PR KA LA 248N, SERIE A
e g X 5 55 4, 6 X His—CO9 AE AR IR, FLAH S=AK T A B 42 2 KM Bt s/ 1 2,
6 X His—C99 (¥ A, N FE 25, A KR FH 1 m BE

[0109]  ZEAULEH IR A, 55 RiE “— A SE ] 7.« — 2L STt 7, «on i) 7.« HAkoR
17 BR “—HER A 7 S (IR RHR 5 A1 S A B A A ) B RRRAE L 2544 M R B R
BAE TARFRZE DAL Son . AU, i EIRARE KRB ER A
— 2T SR AR R S B o i L B IR R HAACRRAE | &5 04 b R) Bl R SR DAEAT A
[ —AN B A SR 1 Bl 9 LA TS I A

[o110] R LN tHFIHEIR T A% & B 0 St A3 i a1 RN 53 v LSRR 7EA
i 25 AR A B P S EER 5% 15 AR O T AR e 2 e ) AT 22 A Ak B 0 B B AR AR, AR
R B (1% B P SO 22 s B L A5 [RI P BR  o

[o111]  JF4I%

[0112]  <110> JbaiAgil k2%

[0113]  <120> —Ff 6 X His—C99 T4 £ 19 A H il 4% Iy iy

[0114] <130>BioEdit-Lasergene
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[0115]
[0116]
[0117]
[0118]
[0119]
[0120]
[0121]
[0122]
[0123]
[0124]
[0125]
[0126]
[0127]
[0128]
[0129]

<160>1

{170>PatentIn version 3.5
<210>1

<211>450

<212>DNA

<213> A (Homo sapiens)
<400>1

ATGCACCATC ATCATCATCA TTCTTCTGGT CTGGTGCCAC GCGGTTCTGG TATGAAAGAA 60

ACCGCTGCTG CTAAATTCGA ACGCCAGCAC ATGGACAGCC CAGATCTGGG TACCGACGAC
GACGACAAGG CCATGGCTGA TATCGGATCC GATGCAGAAT TCCGACATGA CTCAGGATAT
GAAGTTCATC ATCAAAAATT GGTGTTCTTT GCAGAAGATG TGGGTTCAAA CAAAGGTGCA
ATCATTGGAC TCATGGTGGG CGGTGTTGTC ATAGCGACAG TGATCGTCAT CACCTTGGTG
ATGCTGAAGA AGAAACAGTA CACATCCATT CATCATGGTG TGGTGGAGGT TGACGCCGCT
GTCACCCCAG AGGAGCGCCA CCTGTCCAAG ATGCAGCAGA ACGGCTACGA AAATCCAACC

120
180
240
300
360
420

TACAAGTTCT TTGAGCAGAT GCAGAACTAG 450

10
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VAR AR R & (APP) B A4
Jo[% B APPEUIE A 5% KR R B C99

'

i BT APPER AR K 3 7K AR FLCO9 AT ok A 76
(2] 451?%4&5%%&&%5%%{&’%"51] "iﬁ ”’“ﬁ'é’ﬂ/)ﬁ'*l

Y

LM B S — TR H, BN Ak
bl & —F L1 K e AT R A BAKDPET 30a 3%
Hiki, F2E4 5 #pET30a-6xHis—-C99

l

4 B i & 20 #5pET30a—6xHis—
C99#t4T . ik, 1F2)6xHis-

C99FL0 %G
i 1

KD 1 2 3 4
bp

N S W
2000 2692 80 . .
250 3(H)
100

F

K 3

K 2
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