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1. 53 Wi sH2a 5 5 B F A4 25 A2 98 40 il , HURRAIE AE T - R 8 "5 9 CCTCC NO.C201751 1) 7%
958 40 MR (58, 5 9 CCTCC NO. C2017501) 258 83 44 Ja .

2. sH2a b B foAA , HARFEAE T« AR R 1T IR A58 5 CCTCC NO.C201751 (1) &4
JEAN B CCTCC NO. C201 7501 422 187 41 Mo 4314 1 55 v B ik

3. BRI EE R 2B I8 sH2a B 5 B A4 (1) B2 LR AIEAE T« Bk sH2a bR S i F T il 4%
sH2a ks P77 &

4. sH2aks MWHA )&, HRFAEAE T, A7 [ A EUE AR IR LK sH2a 58— B rl B B
bR iC ) sH2a 55 — B v BE AR L OB , BT ik sH2a 5 — B vil B A4 Al sH2a 58 — 8wl B 471
R BT IR AR 3 5 9 CCTCC NO.C201751 [ 2% A2 988 4 i 73 A 1) 55 g [ 3 AR B3k 5 9 CCTCC
NO. C201 750 ZRAZ I8 41 73 A 1) B v B i A o rpr — i

5. FRIE BRI E R AR IR 1) sH2a ks Pl 50 &, FRrEAE T, Prid sH2a B e B Hiddk , 5 H 4
B EE A PR H S sH2atk A B sH2a 58 2H 8 1 B4 IV, BT IR 0 VR oy 4 I 1 3% . o
T RV MV IR AR TR A

6 . HRYEBURZL K5 Bk 1) sH2a ke I 55 &, HAFAEAE T, Brid (1) sH2a # 2H 5 1 ysH2a i
1Z 40 B 20 A B sH2a B AZ AN MU B A 85 1, Y sH2a i R 41 M 40 25 1 (AR RSP B R I R
TV GRS

B FERIISEQ 1D No.1:5 —GGATCCGCACAGCTGCAAGCCGAGCTGCG—3

TSI FERWISEQ 1D No.2:5 —GAATTCTCAGGCCACCTCGCCGGTGGCA-3 s

HhdsH2a I AN 20 S A R IR Fe B R a0 5104 38 3R15

R P FIISEQ 1D No. 3:

5 —AGCTTCGAATTCATGGCTGATATCGGATCCTCCCAAAG—3’

TSI WISEQ 1D No.4:

5 —GCCCGCGGTACCTCAGGCCACCTCGCCGGTGGCATTCC-3

7 RPN ZE R A Pk () sH2a ki I 55 &, HARAE 78 T« P il B AH 28 Al e B85 0
FZ I REYETIORL , B B AR 10 0% sH2a 585 B ol B8 0 A4 e P Tk R g A7 1 () 70 sH2a B bl B 71
&, Bk B RGN &R BERT ) o

8. M4 BRI ZE R 6 ik 1 sH2a ki Wik 77 6, FEARAE A5 T, AR I B 85 0 Al 2= IO G PR Tloksr
()29 AR IC TR T TP T PR A 1E P A7) S Ne A7 AR RO IR AR AR L
HN3:6:3:20,

9. FRPEAURNE SR THTIA I sH2a ks Ml 7R 6, JFLARAEAE T « 360 45 sH2a e v i B 5%
FTiR sH2a M #E it /& sH2a 312 41 o 25 26 £ 1) b vf o B sH2a i A% 40 i 35 20 2 AR ARl BT
sH2a Jii 2 i A2 sH2a B0 A% 410 A 25 20 2 1 B0 D A 4 e B 40 6 1 5 s R PR FROR R 42 S0 . 1- 1730
K, R A R S BRG] R R, — S A R R

10 BRI EER 2B I 1) sH2a B vl [ B A2 78 il 2 0r 0 453455 i 28 B0 4 Ak 2 s 1) 1 77
.
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sH2a B 5o BRI 2R 3 FE 4l A K HL B se PR A N 2 A

BR G
[0001] A W] Je T VR B AR ST, R 9 S sH2a B 5 i B0 A4 2% S R 4L, 3 K i
TR AR Y 5 5 S AT B B I AR IRE S o

BEEAR

[0002] A M VK BRAE 25 11 A2 44 (ASGPR) N AE 41 i o 3802 H. £ 5% fi M iR R W 2 (9 M IR
TERE - ASGPREH T AMAE 6 [ 28 L 158 7 51) 0 R HL (46KD) FIH2 (50KD) 41 %, , H2a FIH2b Y ASGPRIK]
H2P B PR A ] A8 BY42A44  H2a FIH2 b 7 B8 A0 Ji6E B 1) A1 i B s Al 3l b A4 iR 54 A7
X 5], BFAL 557 » sH2a e A0 T I Ab 2417 4 35KDI Fr B , AL4E 52 BL [ Ak, SRy o3 Wb ek 1 5 20
IR AR ATV TR (sH2a) , HiE 5 200480013005 . 28] & A FF sH2a FHAE I 2 Wi (K FRid
Y, i 5201310062296 .51 BRI AH T —MsH2ag &R WA F &, BT
201410042011 . 61 L R 2 HF — P LI sH2a 5 5 (1) B ) 4335 G 95 208 6 73 ik Bk il ) &
{HIX ST A AR B 2 B D H AT AR — L& ] 83, 49 045 FH 0 A AN 08 @1 R0, RN AS i R D Ty
AR S R BUE R TS T SRS A2

EZRE

[0003] HE¥T ik, Ak H P —AK E 7T RAGE AT sH2a kb I 1) 5 v b Bk 242898
S, A R AL 1 B o A 5 IR AN P B 0 o A SRR AN o R S T A sH2a B v R 04, AR
R B AL sH2a 5 v B S04 S5 A 5 5 o R PR AT o AR R I 1) sH2a o7 3 BB 0 A4 5 J915& T B2 FHT
1775 sH2a 75 5 B RE WO Ak 232 R 62 WA 7R 8 5 12230700 460 18 FH AR BH AR AR 1) 7 b sH2a bR g
W& idd, I HLE5 & BERORIE AL 2 R 6, B e MEVE L 56 R e PRI RBUE & e e R
Y0 v A MRS ) S5 5 04

[0004] s FIAEIAR T & RS HEA T %

[0005]  1.4)ihdsH2a b 5ol HUAA 2 A8 SR 4H i, {R 58 5 W CCTCC NO. C201751 F) 2% 48 I 4 e
B 5 HCCTCC NO. C201 7501 238 B3 41 .

[0006] 2. sH2a B o FE 44K , FH BT IR AR5 M CCTCC NO. C201751ff 242 8 4H fg B CCTCC
NO. C201 7501 ZRAZ I8 2 Jfd 43 A 1) B v 2 44k

[0007] 3. Jid sH2a B o B A4 1K) 80 P , i ik sH2a B 7 [ B4 T T 1l 46 s H2a U 70) £
[0008] 4. sH2ak IR 7 &, A7« W AHE AL =M R PR iC A sH2a 5 — ¥ 7 B HUAA (BRI
(¥ sH2a 5 — H v FE P A R TR -

[00091 A %% BH 3 5] 25 A Bl TEIDE Gy 72 DR 170 43 0 9 Y LA B R AR 3

[0010]  a. B2z ROEE RS G Mo A4S A, S0 T — PR 10 S DA R, 1 e 9 B
T3 FIRGE 5 5 LI ) R R AR KT, B PRI« v 8 A DU LA

[0011] b R AAEE R OGS B AT i 0 A I R AR, g L4 P 9 [ B 5 o

[0012] . FH e S5 PR I SR w4 , 8 6 088 S B2 ) 55 AR o v, i L SR 1) A 7 AL )
22 S AR /N, BB 25 Gy ARAIE 7= it IR AL R A
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[0013]  d. FZ 5| A TARBI T At 4 30 757 (B 2 AT » oD NN ERE IR, B
B e R R A RS IR B TR MERE S L

[0014] A S BHHRAL T —Fh F T 2 S5 M sH2a il 5m &, B4 AR A BE B e AR R RE Tk
TORL s R R AR IC ) sH2a 88— FRSE BE Uk s B bR 10 [ sH2a 88 — R S B B s sH2a Rz #E i AT/
Bl sH2a g5 it~ W iT RO CIRA) o

[0015]  FE—Ppsiiiti 77 A b, B a5 SH , BTk sH2a 58— B v B AR AL AT IA sH2a 58— iR
TR AR RIA], B 2 — e BT R SRS AOBS TR B Ta B AR 1 F2D2, Ho b B T 4K 5A9BS
JELRFE 5 HCCTCC NO.C201751 (1) =48 Je 4 43 WA 1) N sH2ale e 11 B v B A s B e B Bidds
1F2D2 2R3 5 HCCTCC NO. C201 7501 2442 Jed 41 73 WA 1) N sH2a ke S 14 PR v B Bk

[0016]  FE—BhLik HI L T b, i) & 1 Bk sH2a 58— B ri B g 5 prid sH2a
B HynBEIUAANE V) = brid sH2a 55— 5 O S AA NPT LF2D2 BT, B PR R B AR 10 )
sH2a %8 — B TL R FUAA N HTHAIBS HLITT £ UM 52 , FF v B U445 AIBSFN B 5w & 44 L F2D 21 84
BIIE1:10%0) b o eah , ] A M0 2 bR ic fi S AOBS B , Wl 11 Tk PRI A 10 70 LF2D2 B3 , Ry
IR R IR ZE A K

[0017]  FE— POl SEiti 77 b, 5 sH2a i ol fiik e & 45 A I P 5k B & sH2a s
B sH2a B 2H 8 1 194 DUVRL, A D000 A A0 I ML PRV v HIR VL A B VR S
[0018]  YE—Fpfitie i) s2hi 7 20, sH2a 85 20 B A v sH2a J5 1% 40 i 5 2H 25 A B sH2a B A% 41
MEHEN,

[0019]  ZhdsH2a 5 % 40 40 5 A K AZ IR 514 P 31 -

[0020]  EyEBI4FIA0SEQ ID No.1:5 —GGATCCGCACAGCTGCAAGCCGAGCTGCG—3

[0021]  RUEBIYFEFIAISEQ ID No.2:5 —GAATTCTCAGGCCACCTCGCCGGTGGCA-3

[0022]  ZhdsH2a F % 40 40 B A AR IR 51 P 3 -

[0023]  EyE5I¥F 3 WISEQ ID No. 3:

[0024] 5 —AGCTTCGAATTCATGGCTGATATCGGATCCTCCCAAAG—3

[0025] "R EIYF A WISEQ ID No.4:

[0026] 5 —GCCCGOGGTACCTCAGGCCACCTCGCCGGTGGCATTCC-3 &

[0027]  FE—Fhsit Jy X, b3 il 506 b 1 sH2akk e i il sH2a 5T 348 il A AZ 41 B Rk (1)
21 sH2a B (A 55 AZ 41 fu 3R 1k 11 H5 2H sH2a 85 1 - bk W1 sH2aRs 1 i B sH2a 4 it 7] DA A ik
W5 T2 TR B G B EUZ AN, B5 5% IS WCEE B MR Al e B 4 8t B SRR i sH2a R ) s ]
DA B R TR T B A K I T ik R IR H i i sH2atE

[0028]  #whisH2a i iZ 40 M B 40 55 (1 M AZ IR P F U W T 51904 343Rk45 -

[0029]  E3iF514F 5 WISEQ No.1:5 —GGATCCGCACAGCTGCAAGCCGAGCTGCG—3’

[0030]  RyFEIMIREFIAISEQ No.2:5 —GAATTCTCAGGCCACCTCGCCGGTGGCA-3 5

[0031]  #whdsH2a L Z AN 40 & A W AZIR T FIH W T 5190 343845 -

[0032] [y 5I4)7 3 WISEQ No.3:

[0033] 5 —AGCTTCGAATTCATGGCTGATATCGGATCCTCCCAAAG-3

[0034] 51T FIAISEQ No.4:

[0035] 5 —GCCCGOGGTACCTCAGGCCACCTCGCCGGTGGCATTCC-3 &

[0036]  sH2aA% i it T FH T+ il A vHE th 4, A T 48745 sH2a ks Il i &1k
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[0037] 7Pl e i) L T U, AR IO B 8 25 N 2= B TR ks (1) B - AR = Am it it
AT« DR PE TR R B AR T AR R : S W AT AR ORI AR AR L 93:6:3: 20,

[0038]  FE-—BhtLik B SL i Ty 2, bl R0 i ] A 2 A o 2R 1 A R R B A T
2 A () R s, — S AL T R Tk o R PR TRIORT 2 R Bk B v 2, BV 5 2 A 25 AR B VLA E o
EAnwlR

[0039]  7E— Pt ) SEHE J5 20 , BT IR WGP Ok & 3R 1w A 36 MR L B E AL RE A
BRI R AW - Bl il ML A AT DA &3 R L TDA (P& 4R RIS, ik & L5
B

[0040]  7E—FifLik i s g sk, BEVERCR PR /200 5 A2 0. - UReK , SR 7 A 2L EUR
Y S A () e W s — S AR R B o PR RO 1~ 3R A2 T B0 . 2-5T0K , R0 . 2-3%4
KO . 51K R PR /N T0. LRCK , WA A I & , SR T R i ek Bid s B &
W) 3 B A AE , A] RS2 sH2a &5 & 1 I8 RS A ME s 50— 7 0, PRI KT LIRCK, TAS
TR DA ZR T8 R 20T 34 AH IR SOBLAR 3R, 33 1T P R 52 e 21 sH2a 2 52 10 I o K A Tk o

[0041] A B ()30 & 1) sH2a ks I 44 2R R 46 4 1 G AL 22 RO 6T T id i #E 4T
JCHLAR 5k I T B E AR i ) sH2a B &

[0042]  FE—PhsgiE Ty 20, bl il 500 6 v e e I e A ik S A A0 1 T 1 Rl IR B 5 B P 1)
AT T T BRI

[0043] T 11 Tl IR B 1TV FH G A s R AR AL 7 RO I (b)) -1, 2- 5 Lok S HATT A
Wy, ATUAi% 5 T4 - 3- Q-IR R & NIkT) —4-F 4 Ak -4- G-B Al k-1, 2- 2 ke =
BN EE (AMPPD) CSPD. 3— (2— 82 NI e) —4—FF 48 Ak —4— (3-T 4L Bh) —R k-1, 2- S R 44
(CDP-Star) \ADP-Star . fL.i%k J&AMPPD.

[0044] A B RG A 5 KOG IORE &5 S g >k, $ 4t 1 — PR SR e Ak &, AT BA
E SR th sH2a 5 & o 5 HORAH L, AR WY 00 & B A B AR IR o] 8 L S LA [R) 4
For MR A 2R BRE v S0 22 0 A, 76 i RS 56 b mT DARR A sH2a R 5 & 34T I A% W 28 W
AL TR A B2 B

[0045]  fEAR B, ARGE “BEMERIOR”  “BEBORE” « “REER™ A0 RGP I0RL” 2 7R AH IR B 53 30
HE TR T AR R PUR/ BT B AZ IR/ S IR /N 2 2 1] e AE HL 3R 1
() BA IR IS E A MRL, AT S BT — e B A = AR .

Bff 152 BA

[0046] Sy Y (H A I B 1 AR J7 S R0 78 80 0 T NS 28, A I B A R B AT
YL«

[0047] &1 AysH2a k] v BEPCRY™ 3G 7= 40 (1) B I A vt B v Uk [, FRMCDNA S~ A 1
SRR RE , 2813 PCRY 3724

[0048]  [K|2 ATPTG% FIKpET30a-sH2a%% (L BL21 (DE3) 41 24 b i 1) SDS-PAGEIE], 1 A&
FMarker, 29 K% ST 2, 3. 4.5 8 1mM TPTGIS 5 38 A 41 T8 241 T .

[0049] &3 EAZ AN IR IR 2 I ISDSHL UK I, 1N B FMarker , 20134 51l R 25 38 44 4 e 4]
J 385 FNZAR L, 455 ] R R IB AL YR Al b 355 AN AR

[0050] &[4 sH2al5iiz EA H A Fwestern blottingld, 1 2tk fa i sH2a iz A

5
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EA L 2N RE R RIS HI B X

[0051] W5 A% J B UL sH2a 2 S 1K RE ROk (L2 R 6T I sH2a b 1 h 28 1

[0052]  [&]6 A L RS Ak 26 22 L 375 20 R L N L 75 4 900 5 45 SR 42 K ROC R 2819

[0053]  A:4HA4 KR 5K

[0054] 7% B o 28 52 988 4 i Ak SA9BS I 58 I8 2 Ak 1F 2D 2328 v [B LAY 35 3= M) AR 3 o L
1358, 178 2 5 43 7| 9 CCTCC NO. C201751 FICCTCC NO.C201750, bk A7 T-o B m i m v ok
5 AR H I 2017423 H29 1 L 73 28 44 9 28 58 e A Ak BAOBS I 8 A2 Je A1 Ak LF2D2

BRSHER N

[0055] " T HF & A B L 0 AR e B )P0 S A6 R AT T 4 ) AR o 0 e S 91 H R v
HARSEAF ISR 38 J7 1% 0 42 IO A, B RE s | v I g WU SR AT

[0056] A4 Ak AR5 -

[0057]  REGPEAORL , RGO BV, W R Img /mL, RETORE B PR BV PR AL A, f 22 e (mg)
TORCER IS EAMKT0. 0522 B8 /R (mmo 1) o T ¥l 7 BRGUKBHE (B AR AW, 85
HRCZ—-04N200.

[0058]  yE LB AR I A ALY (HRP) A ic il )&, W B b s R R AR A IR A =), 2
5. MDO10A.

[0059] B PEREERES W [ H ADojindo/s 75 : 1K 12,

[0060]  2-ME Wbk 2. K R — 7K &40 (MES) = Wy i SO AE YRR A IR A &), B85 : PM105074-
500g .

[0061]  fx WV Jiz (EDC) : W [ b st Sl BHEMH ARG R 51 (£ 4 7], B2 5 :E046101,

[0062]  nhiR—20: W H A TAEY TR (i) B AR AR, 55 : T0777-500m1

[0063]  ProcIin 300:MH A AT, A :ZB116.

[0064] R F32, WY Corning /A Al

[0065] k5 RO Sy A AN, 22 B’ A, A S . LUMO.

[0066] 4= B B WLIRLAL 2 KOG LIRS A ARA R A W), 35 : CIA600.

[0067]  HAth Ak 2B R A dr 2, ST B R 24 (BRIAD Bl ilin A wl .

[0068]  SEjifi {51 . sH2a HE2H 25 (1 [ 3k  4lifk J % 58

[0069] 1.5 £

[0070]  DLJH4H ZAcDNA AR , LA 3 51415” ~GGATCCGCACAGCTGCAAGCCGAGCTGCG—3
(SEQ ID No.l) FIR #5145 —GAATTCTCAGGCCACCTCGCCGGTGGCA-3 (SEQ 1D No.2) A5,
PCRY™ 3 sH2a (K v B (B 1) , VIR IRl 2l Ak )5, 3242 28 S B ARk pCR2 . 1 R EAT MU P 45 02,
W 77 5 % 8 AR sH2a Bk D8]y B v B 22 J5UAZ RIS AR pET30a (+) H , BETIA7 5 yBamt 1A
EcoR I,%R13 H 4 FUkipET30a-sH2a . K B4 Uk pET30a-sH2a %% 16 K FF E&BL21 (DE3) , Bk
HURG A6 B Zh I v W, 3T CHE R 45 0D600nm{E £90.6 , A ImM TPTGA &1 3230 i% 3 B (K &
IRV PR, P AR T AR L5 74T SDS-PAGE , [R B 8257 R 8 TPTGH 110
pET30aZs BARFE AL 2R Fis Ax I, 45 R BoR, B BE A K/ A35KD (H2) , 5 sH2a i #%
A E AR FHHISEE A Al fb ik 2li1b , SRS sH2a 5% HAHEA .

[0071] 2. EZEARIL



CN 106967689 A w Bg B 5/11 )

[0072] D &4 JFkipET30a—sH2a AR , LA 5214
[0073] 5 —~AGCTTCGAATTCATGGCTGATATCGGATCCTCCCAAAG-3" (SEQ ID No.3) I FI5E|4

5" ~GCCCGCGGTACCTCAGGCCACCTCGCCGGTGGCATTCC-3 (SEQ 1D No.4) A B[4, PCRY 14 sH2a R
K B, 8 2 H A% R IA AR pEGFP-N1 I 3H AT U 7> %5 5 , B VIA7 i NEcoRT MIKpnT , 3k 3 5
1 T RipEGEP-N1—sH2a . 1 T 40 5 ki pEGFP-N1-sH2a FHL1p2000 g 57 {4k i % 4L 293 T4 Jifd
72h JE WA L T35 AAE MU A P SRR A A T, B4 ik IR A e A iR
1T SDS-PAGE , [R] i} % 37.pEGFP-N1 73 B A& G A My 75 Fdfd LG A i, R SR, B
B AR/ A35KD (BI3) , SsH2a B 4 8 1 BRI E AT « FHHISER B 2lifb Ak 2li4k , 3/15 sH2a B 40
EH.

[0074]  3.sH2afE A IETEL &

[0075]  Hiwestern blotting/7ikkfsH2a i i% B4 & [ (W36 BT 5w o A 8 1 3T
SDS-PAGE , F Fi 6 ENACHE B 1 26 B BN BINCIEL b, &A1 % BSAIKBE IR £5 22 Ml T4 C HH 1A
SR, B 0. 5% Tween 20 1B IR #h 28 MPBRCEE I, B IDN SR FE A sH2adi A T-37 CHR G I & 2
ANBS S BT S BRI BR TgGRGAR iR i & /N, B Ja e ECL B £, £ SR B R, 72 E
()2 1 A A AL AT B 5 0 R S 26 (B 4D i 2 6 HEAH N A B A T 4% , IR PH P75 sH2a
HAEAEA R A S,

[0076]  SZji 52 T sH2a B0 7 f AR A il 4%

[0077] 1 B % /NG,

[0078]  HY6JEUEBALB/ clfEME/INBR 2 R, # HE DL AP BRIHFAT % -

[0079]  E Ik S i ¥ sH2a J5iAz A 5 RS B U8 Ve PR RAEL L TR &, 78 A4k

Ja, T/NR T BB T 40 P RESS0. ImT (sH2a 20 5 301g/ A) 5

[0080] &% kA% (AR 14K 5, # sH2a AL B (VAW S 30 a0 s e Rl AR R 1 1R
G UG TN P IR VA B2 S 2 i 3590 ImT (sH2a 20 25 15008/ R)
[0081]  EE=IRHu%: (AR 14K o, ¥ sH2a AL B VA5 30 a0 s e Rl AR R L 1 1R
A FAE , TN P E J5 B8 A BB R T 3 i35V ESF0. ImT (sH2a A 25 1 50ug/ R)
[0082]  ZRYR AP A 10K J , F2 i 0k SR ML EL T SAK I L35 2% Ay, 35 31 : 10000 (F 1) J&5
SR (BB B K T2 M), TN IR A sH2a H 241 8 (A0 . ImT (sH2a B 240 8
50ug/ A) o

[0083]  SR1EAFULLIFH XA I 2
[0084]
A
™ TH 1510000 | 1:20000 | 1:40000 | 1:80000 | 1:160000 | 1:320000 | 1:640000

L5 0.059 3.332 3.049 2.533 1.638 0.944 0.511 0:333

1B 0.062 3.228 3.018 2419 1:635 0.921 0.469 0.296

25 0.056 3216 2.776 2.226 1499 0.889 0.445 0.238

25 0.058 3.191 2.754 2184 1.456 0.863 0.443 0.216
[0085] 2.y A4 ) il %
[0086]  ZRK G2 30K Jim R ML , BB E 4T 240 iRl 5, F1) FHHAT 128 835 77 B £ 96 FL 240 Hu 3% 77
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BR PR AR A, FE A AR 2R T SATT VAL 58 77 AL B sH2a it A4 (K 41 il » 45 SRR 1598k 4
WA RE S M sH2a 470 40 (1) 24 28 983 40 M 0% , 4 3l iy 44 N 2B6C6 . A4C3E3 . 5E2G8 . 1C8F2.4A6B7 .
3F10B1.3D2C2. 1F2D2F15A9B8 . 1] FH 4H i . T 26 BB 15 77 3R AT 1) R 58 Ja A Mk , e S 4 i 1 7
I3, HProtein A-Sepharosesf FZ i MAN KT 77 LG 5 S sl it husH2a B .

[0087] 3. HiAsii e

[0088] R FF ) 32 v A ) B g A (1) 850 o W5 sH2a JE A% T 41 2 1 A0 48 T [ AL AR 5 iR
& R5ug/ml, BEFL100uT , PA2 %6 BSAR T I £k 22 i i 3t 1A 2h , K Al A0 1 B S R e (R 2 1 2
F1mg/m1) DL AR £ 2% v SC A B 2 1000065 , F-4k 21 A5 L R 14N B, [ LA i i
[ B R 2 R B, R AL 100U LI FFLAR , 37 °C I B Lh, BRI SEHLER B bR — 3t (1:5000
FHE) , 37 C RN Lh G , Ko MR % P (Ko 450nm) o W't B ARER K, FLAR 2 AR 57 o 45 L
75 2B6C6.5E2G8 3F10B1  1IF2D2FI5A9BS I RLANM L I 10°LL | (2) , AT LT Hiik i B xs ,
Hor IF2D2MI5A9B8 A 1 £ 108,

[0089] 288 v BN e (WHZELTSAIE)

[0090]
AN
IB6CA | 4C3E3 | SE2G8 | ICRF2 | 1F2D2 | 4A6B7 | 3FI0OB1 | 5A9B8 | 3D2C2
HERHA S
1:10000 13221 | 3338 |3.226 | 2865 | 3.228 2,558 3213 3332 | 2.826
1:20000 2986 | 3.215 |2985 |2336 |2872 2.169 3.065 3017 | 2331
1:40000 3122 | 2866 |2.866 | 1820  |3.129 | 1338 2958 3.162 | 1,732
1:80000 2.659 | 2229 |3.018 |1.013 2.866 0.776 2.936 2965 | 1.215
[0091]
1:160000 2533 | 1853 | 2853 0622 |2.681 0.429 2.561 2821 | 0812
1:320000 2117 | 1,226 {2336 0.339 2.226 0:215 2339 2:556 | 0.553
1:640000 1.844 | 0811 2019 [0.156 |2316 |0.113 1.881 2339 | 0365
1:1280000 1228 |0.553 | 1336 |0102 |2.128 0.098 1.336 | 2228 | 0.244

12 2560000 0.826 0.361 | 0.869 0.095 1.823 0.068 0.823 2.186 0.158

1: 5120000 0.553 | 0.165 | 0.583 0.082 1.022 0.055 0:621 1:622 | 0.104

L: 10240000 0.332 | 0.115 |0.352 0.093 0.761 0.077 0.449 1.087 | 0.072

Ls 20480000 0.265 | 0.093 | 0.229 0.068 0.432 0.103 0.318 0.726 0.065

1: 40960000 0.182 | 0.065 | 0.186 0.073 0.328 0.086 0.223 0.449 | 0.063

13 81920000 0.112 0.058 | 0115 0.065 0.273 0.095 0:165 0.321 0.066

1: 163840000 | 0:103 |0.069 | 0.106 0.082 0,189 | 0.063 0.105 0.268 | 0.059
g=] 0.068 | 0.065 |0.054 0.076 0.065 0.069 0.073 0.063. | 0.058

[0092] 4 2% A2 T8 40 Hu k5 AOBS A 24 A8 T8 41 i Wk | F 2D2:336 Hh [ SR 85 S0 (K /R, 17
5825 43 B CCTCC NO.C201751 FICCTCC NO. C201750 , Hudikfor T [ s iy K27 , 175
H HAZ 2017423 H29H .

[0093]  SEZjifaf4]3 . $risH2a bp ool 8 A4k 1) TC o) 0775 36

8
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[0094] | . HUARECXS ik

[0095] SR FH XU 3 0oy HEAT T PR L 6 5256 o K7 b 3 R0 858 1 9 5 R i s H2a 470 43 Sl AL
PE [ AHTALR  , BRI E 5ug/mT, 100ul /L, LA2 % BSR4 IR #h 2% i il ) 141 2h , 4 sH2a
JF A% B H B A MR RI500ng /mT, FRAk S5 LU AR BE6 MU AL, ARG BRI S I AR, 37°C e WL
Lh, A BRI 22 AL Yol (HRP) ARic (kR B & ELAMK HAR 4R FisH2a 5471 (1: 10000) , A A
DR A (B 450nm) o 25 R , FisH2a H471 1F2D2 MI5AIBSEC X 7] LUK I 21 85 (3 4 3 &
A RS, AT DL T8 e B &R (GR3) S

[0096] &3 sH2afCX BEFTIHT i ORI 001E)

[0097]
Rl HRP #5cd difd _
ng/ml SE2G8 | IF2D2 | 3FI0BI [ 5A9B8 | IF2D2 [ 3FI0BI | SA9BS | 3F10B1 | 5A9B8 | SA9BS
0 0.059 [ 0065 |0.068 |0.103 0.095 | 0.085 0093 |0102 |0.093 |0.085
7.8125 0.063 [0063 |0073 |0.112 0.108 | 0.076 | 0.108 |0.116 0103 | 0.105
15.625 0.068 |0.069 |0.075 |0.123 0013 | 0.080 |0.1l6 |0.118 0.185 | 0.103
31.25 0076 [0075 [0086 |0.133 0116 [ 0004 0115 0115 0.332 [ 0.109
62.5 0.103 [0082 [0085 |[0.136 0115 [ 0096 |0125 |0.123 0.516 | 0.119
123 0082 [009% [0.095 [0.128 0.122 | 0.080 0022 0125 [0821 0126
250 0.079 | 0.106 | 0.106 0.142 0116 | 0,102 0.132 | 0.119 1328 | 0.125

[0098]
500 0:086 | 0.228 | 0.115 ‘ 0.148 0.123 \ 0.112 ’ 0.128 [ 0.128 ’ 2322 [0.129
AR 2B6CS SE2G$ 1F2D2 3F10B1

[0099]  SEjitif514 . ML i sH2a 2 & (1 ROk b 25 2 ek Ik ) 5 140 ) 22

[0100] 1. FEMMoRi ) (BB o FI 2 RERE B %

[0101] B0 I HABR S il & s T P 3R

[0102]  a.HY50mg (1mg/mL) Fif% M0 . Sum™dy A 2 (B 1 AWK, M 5 %
T, F10.05mo1 /L pH4 . 5IIMESZE Mk 75 e 37K 5

[0103]  b. HI5mLIY0. ImoT /L pH4 . 5IRIMESZE ik T 2 Aok , ¥k B 91 0mg /mL 5

[0104]  c.NAS-7.5mgEEE A Z, FIEHHE30min;

[0105]  d. i\ 20-30uLF 2R il 1 Omg,/mLIKI EDCIK YA, 4°C F Pkt 4 5

[0106]  e. W42, % B, HO.01lmol/L PBSYEHR3IX

[0107]  f. % 2%BSAKI0.0Imol /L PBS (pH=7.4) %5 3} 1412-3/i

[0108] g.FH%0.5%BSAR0.01mol/L PBS (pH=7.4) JE¥3IK

[0109]1  h. H#2%BSAM0.01mol /L PBS (pH="7.4) e il ik Lmg /mL K] Bk e vk , FHINE 4 42 42
SIRN4S, T4 CUKFEIRAT o

[0110] 2 AW EFRICH sH2a s — B v [ S id i 4

1111 AWEbridsH2a s — B i fE ST AT IF2D2 R 31

[0112] AW FRic ) sH2ass — 5 pi b HAf il 2 4G T AP 4R

[0113]  a.HU2mgff) IF2D2 8 P 444, FHO. 1moT /L pH9 . 61K R £h 22 Ph i AE 2 ~8 °C T it bk 1%
Hr6—8/INEF , H 7] #2— K 5
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[0114] b #BHAK S T 5EWE S FHA L 2000 FL I EE KT 5 B Bk A o in N E )
IR, I IINDMSO B A Mk 910 % , VR 5 5

[0115] ¢ 48Ry , 37 C it X B 2h;

[0116]  d.IA60-80uLI¥)3mol /L2 BE F& I , %5 IR ' S . 30min 5

[0117]  £.H0.01moI/L PBSYAVRAE2~8C Nt iE T, 5-6/ NN e — IR, I3~ 4K 5
[0118] g [AlEMT G M HUARTEBIMN SE AR A , TR 50 0 2%, [ AR ZE AR L ST 1F2D2 54
PLEIRZ M0 . 5mg/mL, =20 CLRAF o

[0119] 3. Bl VEREFREEFRICH sH2a 58 — o 7o b JUAdk il 4%

[0120] Wi PEREBRMEAR 1T A sH2a 5 — B4 S0 R FiAA N 4i5A9BS BT

[0121]  WEPEBEEREHARICH sH2a 5k B su B HiiA Hl & B N AP R

[0122]  a.HL2.5mehl PEBEESEF (501U/mg) , IIAN200uL&1.25 % % ~EE K 100mM 1] PB
(pH6.8) , VR &), il R BT 5

[0123]  b.4CLAFF , REHZ) , FI50mMPBS (pHT . 2) iEHT 1 2/N8 , By 41K 5

[0124]  c.¥%1.5mg 5 pa & B 44 LASOKDIF) HE 8 B He ke £h 8 v il (PHO . 6) L I8 S5 AN
100ul;

[0125] . KgiG PRIV Bl PE Tl BRI N LR ARV b, VR 21, A CAF S R 24/ N 5

[0126]  e.fINALOuUL 200mM) 2 BRVE L, VB &), 2N BL2/Ni 5

[0127] £ 4G FIRIEMEBENIENTEE, 4°CHAF T PA50mM PBS (pH7 . 2) i&EHT12/N0 , HiR 4K s
[0128] g W4 iEMTEHIVARL0,000rpmEs L 30min, Yt & Fig, UAFAEL1: 101 N0.5%BSA,
il 2449 2 B MR BRI AR 10 I BB AIBS EE AT , HU5AIBS BLHTIR Z M0 . Smg/mI , —20 CLRAF

[0129] 4. sH2akg vH it A5 428 i il &%

[0130]  sH2afZ ik & il & A FE a0~ 2P 3K

[0131]  a. ¥4 sH2a B K40 HE 20 25 11 DA 10mM PBSAELL BB 5 AN Mk Bk 1 , SR HIBCAZE 1 &
WS GEmR) Kl sH2a B AZ 41 e 8 20 85 11 B2 2 2mg /m 15

[0132]  b. FIRHE M AR BB sH2a A B AR B R % TAEWRIE &0, 2 5280, 10ng/ml
30ng/mI.80ng/ml.200ng/mI.500ng/ml, i 47T 2-8°C.

[0133]  sH2a i fa bt fill & ELFE T DK

[0134] (1) #f sH2a B A% 20 i 75 41 25 (9 FH S o4 6 B VU TEC 161 A 100ng /m T B 4 AR IR
&, 67 T2-8C.

[0135]  phAf, sH2ame ik it Al 2 il T 3% H sH2a iz & A, H 5 EZ 4 E4H E A
BRI

[0136] 5 A% vHE it s VL 1 T 71

[0137]  AREFCE &, FRENaCl 8.0g,KCI 0.2g,KH2P0s 0.27g,NasHP04.12H:0 2.9g,
BSA10g, JIAO.2mI Proclin3, Z&M/KE AR 2 1L, HO. 25um7K PRJEE , 525 fE o

[0138] 6. Pk 4a i e il

[0139]  PEBIRAARBCHI W T

[0140]  a.iFFRE : 3. 425MEALEN 0. 06 7THMETL AT .0 . 05MEIE — 54N 0. 2M+ /K & Tk
FEE AN 3. 75 % 15 20, NN Z& K I E R E L,

[0141]  b. B JGHIEEEIBHO . A5um/K PEEE IR , 25 Jhyk, 35w B K

10
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[0142] 7. KOG e

[0143]  FRIEFECHIE, FREL =3R4 (Tris) 24.23g, T —fa S EER 4N (SDS) 2.0g,3— (2-12
JiE 4N e —4-FF A -4- (B-BR L) IR -1, 2- IR 2 e —4h (AMPPD) 0. 1g, L3 -20
0.5mI, JHpHE9.3+0. 2, AWK EIL, iUk,

[0144] 8377 &t 5

[0145]  ZH 73 NERAFT 7R o

[0146] AKX IG5

[0147]

Pi's Mo Rk GO
1 BRI R MR B 1.5mI
2 X I IS TRE A KL ST w 3mI
3 i 0.5ml
4 JdE 0.5ml
5 Bl PPk PR B A 1 7 A4 1t ) 1.5ml
6 TR AN R 2mI
7 BeRIR gl 25m1
8 LR A Y S NS /b 10mI
9 1t B 5 147

[0148] 9. sH2aiR 7] &k I 5 15

[01491 DAt 1 -4 BT 19 50 06 22 10 40 B0 R 2k, T 20 A sl & 4% ik 2P
PR | sH2a bR ik 28 FF 4G TAL AR .

[0150] (1) BA il RS =R (18~25°C) N F#1305-%F;

[0151]  (2) BCHHevR « FZ R ACKG BE IR A8 M 3% |« 25F0 B (ImLe i 24mLZ8 18 7K) o 45K
AV 458, T IR G e B T = B3 7°C, 45 A G BT R R

[0152]  (3) 7E ) BLAE NN 25RLARF ML A (BORRHE it S g2 ) > R I NN S0uLAE P & b
101K sH2a$ 44  SOuLBR T BRI AR 10 1K sH2adidA , TR 51, 37 C 4644 TR B 20min; I 20uLF5
R B RR B IRORF B 5T, 37 C 44 R B 15min;

[0153]  (4) ek : [ HAORLAE RS DiRE , 5Bk 135, NN 300uLIK Heil , 25 iss i v 18
R ARORE 78 TR B, SR SR R 25 s s LD IR AT 340K

[0154]  (5) S JRL%8 v N LOOMLTR P Tk B2 il R DGR, F2 ¥ » AWK 78 73 VR & » Imin Y
T5E B BT IR A tHARE 28, AT REARME R THS, Al it 28 LI 5.

[0155]  sEjita 35 MLyE sH2ake T3k 75 & ) vz FH

[0156] 1.7 & ERE E4R

[0157] 23 Afr R B < 55 200k Z A ot A 00 52 5 BCHL 265 R0 b v A 22 b~ S4B 7 b 4 it 28
R RLEH S, BE R # RIUS , 45 R <Ing/ml (K5) ;

[0158] K515 REUE 51

11
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[0159]
N 1 2 3
mE T T R
| 19876 32095 20187
2 22003 31987 18765
3 20118 22981 16353
4 18225 28716 25449
5 19674 25004 23885
6 39852 19582 32208
7 21336 52293 51227
8 32933 31521 53392
9 19829 22445 18764
10 51093 26118 28653
i1 29872 18762 19851
12 19563 22653 29864
13 31095 21187 32295
14 20826 32297 33928
15 30923 33764 43876
16 30981 52186 45921
17 51069 55215 32965
18 21539 32197 33876
19 22593 33205 34592
20 52839 32198 71876
M 28811.95 313204 30906.35
SD 11466.98 10649.28 1089752
M+25D 5174591 52618.95 52701.4
FENIIR (ng/mL) 0.16ng/ml 0.17ng/ml 0.17ng/m}

[0160]

i P+ [t 5 R A U R AR 2 UK EE AP (R EE200ng/m, AR B 30ng /

ml) FIEEAR S 107K, LN AR FCV % <<10. 0% 5 3L 532 77 S AS  [5] — AR 25 107k, 41k 7] A8 S
CV% <15.0% (3%6) ;

[0161] RO EHE & E
[0162]
Lol JRIEIRE MMRE ng/ml) v
# | Coghml i 3 3 3 5 6 7 8 9 10
i 30 32,06 | 3159 | 3162 | 3058 2932 | 3218 | 3512 | 3287 | 3145 | 2976 | 5.18%
200 21254 | 22376 | 20859 | 21733 | 19543 | 197.65 | 18549 | 217.62 | 21544 | 20852 | s
) 30 2987 | 3209 | 3053 | 2876 | 2084 | 3219 | 31se| 2073 | 2769 | 3204| s520%
200 208.76 | 20652 | 18927 | 19256 | 19637 | 21652 | 20869 | 21151 | 19632 | 18655 | 5.13%
3 30 327 | 2038 | w55 | 3mex | 2087 | 2076 ] m3me| mus| oses| 2w | sseu
[0163]
| | 200 [ oisg9 | ansea | 20058 | 18765 | izsaa | 1o2ss | 19565 | 20560 | 20349 | 206aa | 504% |
[0164]  ZMEREL:1r=0.990;
[0165]  ZE9E[# : 0-500ng/ml GRT) s
[0166]  ZR7H0) & 4 M
[0167]
FRAES (ng/mI) 1 2 3
0 9539 13321 12865

12
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10 594117 395438 396752
30 985447 686437 726328
80 1857896 1258732 1285432
200 2530025 2131548 2454906
500 3595034 3284029 3317655
IR RER 0.996 0.998 0.995

[0168]  HESME. 4G 7 B G EEE (AFP) i IR 5L (CEA) HE )5 15-3 (CA15-3) 17L&
RIERI0AE X B, 45 R <Ing/ml, SEARPEE T4 (£8) .
[0169]  FSF|EdF F Pk

[0170]
AR U RS T
8 9 (AFP) 200ng/m1 0.36ng/ml <0.1%
S IR LR (CEA) 150ng/m1 0.29ng/mI <0.1%
W PJR 15-3 (CA15-3) 5000U/m1 0.16ng/ml <0.1%

[0171] 2.1 R S

[0172]  MHTYLAE 55— ARG B Bl 8 1 5 AR A A4 83 1) I 375 5 it %5 L0081, £ AR R
HF 11775 sH2a 2 5 K RERIURE Ak 25 2 3 B LA R 77 6, 0 A ) A 1 £ 38 AR L N I 3
i) sH2a 5 8o B LR, I AL (¥ sH2a P 38 B 249 294Tng /mlL, FFRE AL £ L3 o
(K] sH2a & & 2)N123ng/ml, &2 & T 1R W A LG 1 sH2a 8 & o o A Ak 28 25 1 7 4 A E
W N ML AL 5E &5 R BEAT 704, 2 HIROCHN £k , 0.7~ FH T X 73 FHH Al Ak, 28 2 5 1 NI ek i
(cut—off point) i A87ng/ml,ROCH £ T M #1~0.939, 12 W1 R U N85 % , bk itk Ky
95% , (16) # MEEAS [ S B2 B 1] A 75 30min /2 45 o 111 HH 15 52014100420 11 . 6 ) E R A FF—
P L7 sH2a 75 B (A0 B 1) 433 O 38 8 56 9 v S IR0 6 R AR 2 21 16000, ROCHE 28
TNHEAUN0.845, S R ATS% , e 895, 7% , K UEE A1) e RER H] 75 2. 5h, A DL,
AP IR AE U A A2 W R A S Aer st ) i HA A AR o

[0173]  F )i UABH 1) A2 , LA A3 S i 4] 45 FH DA 15 BH AR e B (%) 52 A7 S i A B i, LA i
it B IR A I S A5 O 8 R AR BHBEAT T VEARR HEIA (AR U AN 52 B R A, AT DAAE
T EAIZH T o HAE A5 P BE R DU, T AN 25 4% R BHBCR) 22 3R 15 BB w2 1996

13
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110> VLI NEAEYE AR BA A A 7
<120> sH2a 5 vy [ 70 448 A 52 8 400 B JHL B vt o 0 44 1 52 H
<160> 4

210> 1

211> 29

<212> DNA

213> NI

220>

223> 91 sH2akk PR B L3 514

<400> 1

ggatccgecac agctgcaage cgagetgeg 29
210> 2

211> 28

<212> DNA

213> AL

220>

223> 7 HsH2aZE PR F B R i 519

<400> 2

gaattctcag gccacctcge cggtggea 28
<210> 3

211> 38

<212> DNA

213> N3

220>

223> M sH2aZE PR B Bl 5149

<400> 3

agcttcgaat tcatggetga tatcggatcc tcccaaag 38
<210> 4

211> 38

<212> DNA

213> NP3

220>

223> §HsH2aZE PR v B M i 5149
<400> 4

gceegeggta cctcaggeca cctegeeggt ggeattee 38

14
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