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Lo — b F FAS 0 HE /0> 40 il g (1) AP AR 20 ELTSA R 55 &, HFfEAE T8 W m 4l
B PR IR 5 g CCTCC NO :C201172 [ 4% A8 988 40 Mo Ak 43 Wb R BT N 3E 7D 41 o Jili g B8 e B o1&
NJOO1-1, $i SPC-AL R 2 wfEHUARELEL K 96 FLEEIR, FUR I AL VBRIl EPT I TG, $i
AR :1% PBS, PEVR, 24178 2M H,S0,, TVB JE A S 9, A P4 R - SPC-AL SRR, 91 7k
XTI 2 A AB IMLYE BRI AR M3 A1 2SI 21 % PBS.

2. MRAEAURIZSK 1 BT ik i F A I A E /D 40 B e R 3P A4 S0 ELTSA 3570 &, HORFAE
TSI -

PRI 5 A CCTCC NO :C201172 11 2% A2 988 41 Mok 7 wb ¥ 50 N AE /)N 40 B il e 5 e [ b A
NJOO1-15-10 1 L, Fit SPC-A1 % va FE BT AR EL 4% BT FRAR 1 B, B i E AL P b i 25T B
IgG 5-10 u L, FiiEHmB 1% PBS 40-50mL, YE 40-50mL, 2 13 2M H,S0, 8-10mL, TMB J&
WS A B VS 8—10mL, PH X HE :SPC-AL 248 400-600 1 L, B HEXTHE A AB If 35 5%,

G435 400-600 1 L F12E X 1% PBS 1-2mL.,

3. FRAEACRIELSK 2 Bk (v FH 4G I = E )~ 40 P Jitoest E¥) XUBe 48 S0 ELTSA A5 &, HARFAE
TE TR ARG 5 5 CCTCC NO :C201172 [ 2% A8 988 40 Mk 73 v B PT N AE /N GH i ftides 55 v e
LR NJOO1-1 ¥/ Ky 200me/L, {8 FHINFEREE A 1 & 4 000,

4. MRAEAUCRIEISR 2 ik (6 FH TR 0 A /)N 240 e it ) XCHT A 200 ELTSA 18550 &, LAk
1E T BT 99T SPC-AL % B PUAR R W R vkl & 19 % ) 1X 10° 4> SPC-AT 4
FRLXS 3 G 22 AR AT B i i 55 L5 B — L I % — UK, BB 3 3 X 10° A4l i,
YR A 5 W0 38 AT B i Ik SR AL, 18] 4% BLTSA YEAS I 103 TR , Fedt AR B 1A KT %%
T 1 1 300 000 JEHEAT IS EEN R, Kl 37°CHUCE Lh, FFEEN 4°CRba, £7 109 78 70 W
45 JG I A B IS, 3 T-4°C, 30001 /min 2.0 30min, Y V5, B H Protein ASEFENTTE
PEAT AR, A0S 20 12 150 000170 000

5. MRAEAURIZISK 4 Brik i) FH T4 I FE /DN 40 B e R 3P A4 S0 ELTSA 3570 &, HARFAE
TETFrR Pt SPC-AL 4 2 SulE DA AR ARG o 4n R 773445 < FH pH 9. 6 BB #h
0% G2 MBRCRE 44K 5 Bt SPC-AL 2 v BEHUAM R H IR EE 0. 63 1 g/mL KA B L7 I BT
R BRSI JE IMANTEAL T, 100 w L/ AL, 4°Ca B s Pt 3 ¥ s A 3% BSA & A1, 300 u L/
fL, 4 CIEI s PERR 3 IR

6. MRAEACHESK 5 Fridk i) FH TR A /) 48 i Jiiiee iRy X A4 S0 ELTSA 155 &, LAk
16T TR ¥ pHO. 6 [RIRK IR Eh A0k 22 i :Na,CO, 1. 59g, NaHCO, 2.93g, i ddiH,0 & 1L, /5
FH 10M NaOH 7% pH £ 9. 6, 5] .

7. RRAEACRIEE SR 2 BTk 6 FH T A0 S E /) 40 o i et P00 XCBe A4 %0 ELTSA 51 &, FLy
HELE T BTk (IR BC 5 4 :2. 0g NaCl ;0. 2g KH,PO, ;2. 9g Na,HPO, « 12H,0 ;0. 2g KC1 ;0. 2g
NaN; ;40mL  ddH,0 ;0. 5mL I3 —20, 1 FH A7 I ddH,0 22 1L ;SPC-A1 24 il & 7730
SPC-AL 4 T 7S LA, 3R FE S 1 X 10° A /mL s R4l OB FLIR S , 378579, I 4 CAvS 1%
PBS YepiE, 2mL/ FL s B LI 150 1 L, B T2 L ;30min &, F A Sk B0 EE 41
M, AR AT 1. BmL EP B, 13 000g B0 10min s FHEL VG, 733605 —20 CLRAF -

8. BURIESR 1 Bk ity TR = /)~ 40 o e (1) XUBe A4 %0 ELTSA 1R & 1 il 6 77
HFHEE TES T PR

(1) FITFEPUIA NJOO1-1 1yl 25 (HU 810 FARSMEME BALB/ ¢ /> U S5 0. bml A7 i

2



CON 102507943 A W F E Kk B 2/2 7T

TH, 10d J5 23 0l B RS vE S AR R GF AR 8 'S 5 CCTCC NO :C201172 [1) 7% A2 98 41 e N\M0O1-1
1X10%/ 2, 1-2 B s K, 37°C 1h J5, 4°Cil i, ik HEIEKE L, 4 Protein G ZEH)Z
Mrtatith, 13 2044k 1 ST BEPUANI00 -1, HURL H i Sk e o 10 1 BRI T %
ZURFE N 200mg/L

(2) HTSPC-AL L swBEDUIARIIH] 2 B KT 1 X 10° A SPC-A1 41 B X B v 2= il
A7 B Grdp ke 567, B 5 BE — RN am S s — IR, SRR B A 3X10° A4, B IR G 2 ir 3k
AT B CR I, [R) 32 ELTSA YA I IS SRR, R P e R T 85T 1 0 300 000
J& AT HE R SR, ¥ A 37°CHCE 1h, FEEEN A CRER, R Mg 78 50 e i fa 1GE 43 25 1
iE, HT4°C,3 000r/min B0 30min, 4 _EiE, FIH Protein AZERENTESAT 410, 4tk
JERA A T 1 150 000-1 © 170 000, 3K 14. 77 1 g/mL ;

(3) Pt SPC-AL SR Z v E DR BEFR AR : H pHI. 6 1B IR 504 2% i v H 44k J5 Bt
SPC-A1 # 2 0 [ TR Bl H OB 0. 63 1 g/ml 5 W5 H B 40 FO T 1A 78 2 VR A S I N B AL
H, 100 0 L/ FL, 4°CIEA sPEMR 3 %, 200 w L/ L s I 3% BSA $F W, 300 w L/ £L, 4°CIEA 5
PEMR 3 7,200 1 L/ £ ;-20 CI#4F 5

(4) PE SPC-A1 A 1% PBS HIBCH

Y& W :2.0g NaCl ;0. 2g KH,PO, ;2.9g Na,HPO, » 12H,0 ;0. 2g KCI ;0. 2g NaN, ;40mL
ddH,0 ;0. 5mL M35 —20, I A AT ddH,0 2 1L ;

SPC-A1 ZEWH % 778 K SPC-AL BT /S AL A, W FE A 1 X 10° A /mL 75 40 i 6
FLE S » SRS R, N 4°C P4 1% PBS ¥EMi, 2mL/ L s BN 150 1 L, B T 75
b 530min Ji&, ARG SKEIHOWEE 40 i, SRR MM T 1. 5mL EP 459,13 000g 50> 10min ;
B E3E, 73365 —20°CIRAT 5

1% PBS :8g NaCl ;2. 2g KC1 ;1. 44g Na,HPO, ;0. 24g KH,PO, ;11 ddH,0 & 800mL ;

(5) WFNEALZ : EIR T2 LR 5 A CCTCC NO :C201172 [ 2% AZ 8 40 Mk - Wb i Bt A
AE /4 o e 55 ve FE TR NJOO1-1 5-10 1 L, Bt SPC-AL R 2 wiE DAL I EEFRAR 1 Bk,
PR I E AL RS I PR TeG 510 u L, FUAMIBEW 1% PBS 50mL, ¥E& 40-50mL, £% 13§
2M H,S0, 8-10mL, TMB JEA) 2 B AB ¥ 4% 8—10mL, BHTEXT I :SPC-A1 Z4fi#¥ 400-600 1 L,
BT HR - A AB IS BRAG 2 1ML TE 400-600 b L F1ZS (X HE :1% PBS 1-2mL 413E ikl £

9. ARFEAUHREL SR 8 Frak iy FH TG0 = /) 240 Ja e 1) XU 4 L ELTSA R 5 & 1 il £ 7
15, FRFIETE T BT iR 1) pH 9. 6 HHk IR #h A 4% 2% 1 :Na,CO, 1. 59g, NaHCO, 2. 93g, il ddH,0
% 1L, e Ja J 10M NaOH 745 pH £ 9. 6, V&4 .
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—Hh B T A3 /)N B Arb e B XU IR R0 ELISA I E R
HFl&HE

F AR Gt
[0001] AR B & T AR DL StoAS I A3k, 95 Ko — ol FH K600 =1 /) &40 it it g (0 XU Ak 2 0
ELTSA 357 & S Hotfi) £ 771

B

[0002]  Jiifed fk NSRRI A AAL T S fo ey (V) G ME R 22—, A BRBR AR filoed i A2 L 150 7
11, Ferb 80 9% g AR/ N MufiifEE (NSCLC) o ARSI AL fiifee, A4 455 Wiea  HRJee K 40z, 5570
A0 o Je AR EC R A0 M AR 7 RS, T B A AL . RS VR BOR EUB H 57, I 1Y) 5
FHEALRDIAD] 15% o EHE I B A, S WOCHER, Ptk A&
FERS S, A2 IR S WoRR T 7 7 TSR 4 AT IR R

RZIPAE

[0003] A B (K] B A2 At —Ff A TR U AE /)N 0 il i XL AR 20 ELTSA 3R & o
[0004] A BT 75— H B PRAEZ ELTSA W& s i

[0005] AR B H ATk an R T Lt

[0006] it FH TR 3E /)~ 40 o it g FRY X0t Ak i ELTSA 1) &, A0 & S 4Lk - IR 5
4§ CCTCC NO :C201172 [ 4% A J88 40 Mk 73 Wb (RS e N HE /N 41 Mo i Je 52 e B e & NJ001-1, $it
SPC-A1 e 2 v FE DR ELA 1) 96 FLEEFRA, BRI A AL VI BEFR 12 E DL TG, PLIAMBEE -
1% PBS, Y, 2 13 2M 1,50, TMB JEGA) 2 (038, FRMEXT B - SPC-AL 243, FIMEXT R - A AB
I35 S AR 2 s AT A% IR :1% PBS,

[0007]  Fvidk i) FH TG0 I A /) 448 Jf Jitisies iRy XL A4 S0 ELTSA 155 &0, DL 80 3 20 -
[0008] )5 A CCTCC NO :C201172 [ AT 41 BoAk 73 v il BT A AE /> 40 o fii g B0 s B e
ANJ001-1 5-10 1 L, 5T SPC-A1 % % va FEHUA B4 B AR AR 1 B, BRI AL BRI £ 5T
il IgG 5-10 1 L, PUARER A 1% PBS 40-50mL, $Ei 40-50mL, £ 13 2M H,S0, 8-10mL,
TMB JEE4) 5 (7 AB Y % 8—10mL, SH X FE :SPC-A1 ZL#E 400600 u L, FIPERS BE : A AB IfiL
TE BRI 400-600 1 L F1ZE X HE :1% PBS 1-2mL,

[0009]  Firp, BTk (LR 5 2 CCTCC NO :C201172 [ 4448 T8 41 M bk Wb BT A AE /N 41 e
e B T BT NJOO1-1 ¥Rk 200mg /Lo

[0010]  JiT 3k (BT SPC-AL e £ 3o B BT AR A8 ik a0 N 7 vE il & i I e A 1X10° A4
SPC-A1 41 g %o 3 4 22 e b AT B e ikt 5, IS B — R e e 33— 0K, B e 5 o 3 X 10°
AN, B IR G B AT AT B R CR AL, [R18E ELTSA YRS (M35 T A, Frbt 7R FE 1k
KFEEET 1 2 300000 J5 AT B = ) os, K4 i 37°CHUCE Lh, FHEE N 4°CIl 4, £ L
T4 o R 4 B &, 3T 4°C, 30001 /min B0 30min, WA EE, M Protein A SEAN
JENTEAT AL, i 52 10 150 000-1 ¢ 170 000.

[0011]  BTiRIHL SPC-AL R 2 v B AR B4k (I B bR I U T 7746 < F pHO. 6 [ IR

4
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AL S BG4 AL JE BT SPC-AL 2 S BEDL AR RE B B IR EE 0. 63 1 g/mL s 4 B 47 11
BRSSO FL AT, 100w L/ 7L, 4°C b s8R 3 ¥k s N 3% BSA 3 BRI, 300 1 L/
fL, 4 CIE R etk 3 K.

[0012]  Frikf¥s pH 9. 6 [Tk FR £h A4 SR 41 :Na,CO, 1. 59g,NaHCO, 2. 93g, i ddH,0 2 1L,
55 H 10M NaOH 77 pH £ 9. 6, 1R,

[0013]  JT iR PRV BC 77 4 :2. 0g NaCl ;0. 2g KH,PO, ;2. 9g Na,HPO, * 12H,0 ;0. 2g KCI ;
0. 2g NaN, ;40mL ddH,0 ;0. 5mL I35 —20, I B BTN ddH,0 28 1L ;SPC-A1 ZLAEWE 1% 715N
¥ SPC-AL B F75FLAR A, WRE R 1X10° AN /mL R 41 M4l FLIR 5 37 R5 9590, I 4°C 7ivé
1% PBS e, 2mL/ L ;B FLINA IR 150 1 L, B T 2% E ;30min J5, FIH SLH|HU
BEAN MG, IR R T 1. bmL EP %7, 13000g &0 10min ; BEHX BIF, 73365 —20 CIR 17
[0014]  Fridk ¥y FH TR0 = /I~ 40 B i g Y XCHT A4 0o ELTSA 50 il & 77 2%, & v
ﬁg% H

[0015] (1) R BCREHLAAR NJOO1-1 il 2%  H 8—10 J& & #E 1: BALB/c /Iy IS 3 555 0. 5mL
A7 0 90, 10d S5 43 o0 I v AR G R GF I AR B O CCTCC NO :C201172 [ % A2 979 4t
NMOO1-11 X 10°/ ., 1-2 J& J5 W i /K, 37°C 1h J5, 4 CRER, Ik HEIRIK 0, 4 Protein G
SEFZ MR A4k, 13 B0 A4k 1 5 5T BT NJOOL-1, P H il S5k ek 1o 1 ikt
ATV, 2O B R 200mg /L

[0016]  (2) $L SPC-AL 2 swBEHARI K 1RGPz 1 X 10° A~ SPC-AL 41 fa X Hi v 2=
o AT B S e 5, L5 B% — JE) 0 3 e 2 — UK, S5l 3 X 10° AN4H ., R IR Ho B iy
BT B G kR L, [R) 4 ELTSA YA Mg PLA 8, e R K TeGE T 1 ¢ 300
000 J5HEAT 18 F 30 KU, H4 il 37°CIUE Lh, FEEE N 4 Cak g, 45 13 78 3 W 47 i G 4
EIME, 7T 4°C,3 000r/min B0 30min, 108 FiE, M Protein A SERIEMHESAT4E4L,
il g 1 2 150 000-1 1 170 000, AN 14. 771 g/mL 5

[0017]  (3) $i SPC-AL % FLlE AP EEbRIR H pH 9. 6 [RIBK R h A0 3 22 i ik,
JE L SPC-A1 H % S P AR BE i H IR FE 0. 63 1 g/mL s 35 BE L IR 72 /R AT G I
LA, 100w L/ FL, 4°CRbA e 3 ¥, 2001 L/ 4L s\ 3% BSA $HAH#, 300w L/ §L,4°C
A PR 3 %, 2000 L/ FL ;—20° CIRAE ;

[0018]  (4) ¥EVK. SPC-A1 Z4f# W 1% PBS (AL H - ¥EW :2. 0g NaCl ;0. 2g KH,PO, ;2. 9g
Na,HPO, » 12H,0 ;0. 2g KC1 ;0. 2g NaN, ;40mL ddH,0 ;0. 5mL M3 —20, If5 H §T 0 ddi,0 & 1L ;
SPC-A1 Z4AER T 24 7735 K SPC-AL BT 7S LA A, MR FESA 1 X 10° A /mL 5 £ 40 i e 5 £ LIS
S5 » FEREFRW, I 4°C VA 1% PBS YEPI i, 2mL/ L s FEFLINA R 150 1 L, B T2 L
30min J5 , FHAR Sk S EUUGEE 40 D, AR A T 1. 5mL EP &+, 13 000g 5.0 10min s HL I
T, S —20°CARAE 51% PBS :8g NaCl ;2. 2g KCI ;1. 44g Na,HPO, ;0. 24g KH,PO, ;i1 ddI,0
% 800mL ;

[0019]  (5) AFIG A AE « Bl & IR 5 A CCTCC NO :C201172 [ 2% A2 98 4H Bk 43 Wb
[RIBT N HE /N 40 i B v B BT 48 NJOO1-1 5-10 1 L, Pt SPC-AL 2 FolE St A0 4k i B A5
B 1B BRI AL B AR I DU 186 510 1 L, HUAMBEE N 1% PBS 40-50mL, ¥E#
40-50mL, 2 13 2M H,S0, 8—10mL, TMB JE4) (K A B &% 8—10mL, FHEX!HE :SPC-A1 24
FEVE 400-600 1 L, BHEXTHR < A AB IMLYE SUIR 2F 1L G 400-600 1 L A2 (AXTHE :1% PBS 1-2mL

5
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2 2L AT

[0020]  JTIRFT pH 9. 6 AR S Sh A% 22 il :Na,CO, 1. 59g,NaHCO, 2. 93g, i ddH,0 & 1L,
5 )5 H 10M NaOH 75 pH &2 9. 6, 1R .

[0021] AR HIA 2R -

[0022]  AS BHAE R Dy il 1 BRI 1ROM AE /) 40 it e 1) S 5T NJOO1-1 [ 24 F, 46
Wit Western blot UESE J it & MG NJOO1-1 AHICHEHT IR K R ACF B & v T
FRABRKL #3285 S B VG =2 e il 25 4015 2 S 3 L SPC-AL I 2 wfEdilk, BG4 %
PUFINJOO1-1 FRPUEE LA Ly ELISA A&, 55 Jo A Z 50 & 0 K & e IR FE A I
AT AT 23 A7 o 5 SR B, R B T3 /040 s R i) B A R 4 () e 1 ORG  RE
R Mk, A B AR I P R PR EAE A . B AU b JG B K FSDA #EHE HEE/N 4 Mg it b
Ji ELTSA #5570 4, SR IR H AL 2 RO TTEEA TN AR /S 4t Mo it , 15 4 ELTSA &l 7732 b
B SRR IR 2 R OGTE AT KN, 25 3L 5 7 A e AR 791 80 3 70 40 i e 43 R ) of 4
SRR AR e PRI AL A RO

B =135 RH

[0023] L[R2 40 Mg ELTSA ¥4 BT 5250 NJOO1-1 15 22 o Jeg 4t B A2 A i yeg 4t Ji 1) Jse .
M.

[0024] [ 2 IfiL¥E A1 NJOO -1 AHOCHEHT IR 1) 8 (1 Fe % EZE 4 S K A3 T

[0025] A :2.3 1 6 Jy =7 fe B AAKE & 1 I35 EAS, 4 FI 5 kP45 Jils e 26 3 1 35 R AR,
1 24 SPC-A1 4 Hu 2Ryl (FHPEXTHE ) 5

[0026] B :1 JMfliflgsm B, 2 B BEAR 2, 3 B X

[0027]  [&] 3 Hi SPC-AL £ SElEHUAR I M HI .

[0028] || 4 BEALVEM & WAL BRI NJOO1-1 s ft: TR .

[0020]  AEWBRIEE S AR S

[0030]  Z&ACSRE 4N H KR NMOOT-1 F 2011 4F 8 A 31 HARMK T b [ di B B2 22 M (R 5 rp oL,
sk A R, ERIK S, A58 2 CCTCC NO =€201172,

BAEXLHEAR

[0031] 1. AT S5 Jita 461) b P v B B 40 B e 3= 2 K50 - N Ml g8 40 i &R SPC-ALL AB49,
NCT-H460. NCT-H520, A JTi 40 it &R HepG2, AL HRJ 40 ML &R ZR-75-30, A &5 Ji & 40 L 3%
Col0205 Ke N RS i 2T 4t 40 i 52 WI-38 W) [ o [R5 56 40 M 2 5SP2/0 /) bl i i 978 40 i 3R
FH A SZIG SR AT 568 JE SR 8—10 FETHSMETE BALB/c /N B B b g 407 38 e SEEG B W) s 7 o
RPMI 1640 DMEM. i 2 L35 0. 25 %6 J g Il « 5 £ I L X ORI I IR ms g A% - (HT) B
M I IR T WA IR R e A% EF (HAT) N AB LTS FA i i 9 H 32 [l Gibeo Invitrogen AT
FITC bric i ZEHi i TeG S nI s B 520 43 T™MB SRS WU B AL i KR A w] s/NEL T Y20
ERFEN HEE Santa Cruz 47 ;Western blot B EAFI H3EE Cell Signaling 2y
)5 it 9 AR Rg AL 2R i 2 2R R L AR 2R FRVT 908 N R E B B RHE L ;Model 550 7Y
BEFR AW B Bio—Rad 2~w]. 2. 5Kg HIHEMEEIVE =0y 5 gk v i sh ) 22w« BSA T
H Biosharp 22w ;GAPDH HifAI B ZE =R A B SR L =P Te6 W EH A2

6
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LMy /A7) sProteo Extract Albumin/IgG Removal Kit W HERTE /AT

[0032] 2. DL SEH ] BT S Al s 75 5 15 - IR e oy Al AE KT 10 %6 iR 1
E T E SN % 100U/mL [ DMEM BE RPMI 1640 35353, 37°C 5% CO, fEiR %44
gt . NAME ML EAZAIAE (PBMC) 3k [ fa Helik ifn 2, K H 5 Rk L2 40 e 5 B0 2
[0033] 3. hRAHCEE 2007 4 10 H A 2011 4E 6 R BURMAL it & 303 4], Hrp 195
161 A Bt Mg, A6 g S A6 68 v [0 A i 40, 69 461 Ay it gt , 16 kg Sz As] 68 v [y il s, fil
Higess LR il 68 275 R AR A 3B /N 40 it 201 539 191 g /4l B e, 4 A S 6-8 HR /s
ANt A s[RI UCER 50 191 I B 28, 4R D SETtifg] 6-8 o I (R < 3 2L F 500 451
{8 BEAARRS 0 VE A S ids) 6-8 rh BRI 20 . IR RSB 1, BEDT &2 2011 4F 10 H.

[0034]

R AR AR 325

[0035]
iR Al | IR 2 | AN 2 | i R R A @Fﬂ%mﬁéﬂl
>60 92 22 19 31 312
1A ) =
e (¥ <60 103 47 20 19 188
FRAZAERS () 60.0 64.0 61.0 56.5 55.0
FER % 116 64 32 31 295
; 5’8 79 5 7 19 205
. /11 30 15 - - -
I/T y ﬁ
i 7343 T 94 14 _ - _
[0036] 4. b5 A b #H A I35 73 8 e B 25 SR I A8 SR AR R B ML 2mLL, 5 =9 3000 /min B0

10min, %% b2 ME, BT 4°C.16 000X g B0 10min, W L _F 2 0 40 Mo 1375 43 255 4 45
2001 L, B -TOCIRIF. FRERVE TARARESS 2h P58

[0037] 5. G245 Wk A SPSS 16. 0 et AR AT G vt o3 W 8 PSRk 2 [
L& K Fisher” s BiIHEREE, P < 0. 05 B HA G227 Yo

[0038]  SEjfsl] 1 BAHLH &

[0039] 1.1 Zh4 % EL 6-8 EIMEE BALB/ ¢ /MR, B UH 2 X 10°SPC-AT 41 A / IR i i
FoJ% 3K, BERIAIRG 2 Ji o BRIR G B3 EAT /0N b P IBESR I, TR) B 40 i ELTSA VA /]S Bt Ifn.
THBURRY fr o8 /)N BRI B0 P 08 B e R I AN T vy B B B 4 B B AT s
B 3d fnsE Ay 1 K.

[0040] 1.2 [RJFE4N L ELISA iR #e AP SPC-AL 4 10°/ LT 96 FLAR b, 240 A Kt s
% 80%,95% LEEH 52, PBS ¥k 3 7%, 0. 2% Triton-X-100 i#i% 20min, 5 50g/L BSA 37°C
B 2h, WA A FIRRORE B 1) 5095 /8 BRI 100 w L, 37°CHLE 1h, 348 PBS ¥k 3 X,
AL o1 000 FABEfY HRP ARic AP 1gG 100 1 L, 37°CYELE 45min, £ PBS YEV )5, A
TMB 243, 37 CILE 10min J5 1k N, FHBEEFR I & 450nm INUROEAE (0D) {H, DAA fufiz
NS (12 1 000) E A BT HE

[0041] 1.3 ZH o ltE L A iz /) S BER FE AT 25 ol 440 LBV 5 4 T 00 30 A SR i i e 4
L SP2/0 BEATER A (WIS, AIEaHE, S2am, 55 . AN AH OC BR e B AR 1 il 4 S L PR i
afife [J]. P E SRR, 2006, 22 (12) :1140-1145. ) , EIRALA 480 fL, A& 1 J8 5 HIR
Mo R, 330 FLAEK AR ANML, Bl A R A K 70% . 128 1. 2 FR 7 AT R B 41 i
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ELTSA SR EG T EPH 242 4N (CFF 1. 2 [ E240 8 ELTSA 3R 50 7 1 fe s /) B i =5 36 A 2%
AIEAN MR IR LIE ), AT ORI 3 YR PRAG RV v [, SR ARTSASE 70 W BT SPC-AL BT H.
S P B e 1) 2% A 9 AT PR NMOO1-10 o 2 AT PR3 40 ok NMOO1-1 F 2011 4% 8 A 31 HRm T
o (5 i A R O oL, PR HE A G, BOK A, R385 oA CCTCC NO :C201172,
[0042] 1.4 BRPHUIEIKPIHE K2l

[0043]  HY 8-10 J& WS #EME BALB/ ¢ /> BUE VR ST 0. 5mL A7 5y, 10d Ji5 73 0l B 3 i 2B 4
B 2% A2 988 40 il NMOO1-1 (CCTCC NO :C201172) #4 1X10°/ 2, 1-2 a7k, 37°C 1h
J5,4°C i, I B A BB K B0, 48 Protein G 221 ENTAE4IAL, 2RI 4iAk 1 o v BTk
NJOO1-1 sHUfRZE H i 5K LB 1 ¢ 1 AR T Hs iR, 29K N 200mg /L.

[0044] 1.5 BAHIILE

[0045]  1.5.1 BPp [g WAL E AL BEPUH PBS 1 1 10 000 FRE, 44 I I e 1500 & Ut
BHERE . BPUNJO01-1 IERIY N TG, HBEN « HE,

[0046]  1.5.2 HHLAAN IO 2 « 4 5K a4k 1) 55T NJOO1-1 A PBS £i5 Lb # B, 43 A1 HU
100w L AN EL4% SPCAL 4l Jfa ¥y 96 FLAR H, F TA) 440 i ELTSA 5032 0D, {5, BE5 4% 4H
R A= G P2 SN P BT e KM R FE R A Skt o B S BB A4 NJOO1-1 44k 4 X 10°, I F
A BRI ) ) 2% o

[0047]  1.5.3 PrRr PR S8 AL ISR BT NJ001-1 55 R 8 il a 4 e ( A Jili
Jb 41 L 2R < iR SPC-AL T A549, X 4H B fitide :NCI-H460, fifi ks :NCI-H520, A JH-4& 41 g
# :HepG2, NFLIRFEANML R (ZR-75-30, A& 4l i &R :Colo205 5 AT AT 4E 4 i & -
WI-38) A Fe A PBMC 73 sl gt [F) ¥ 48 g ELTSA 73 7, WL R PR . &5 R BoR, Pt
NJOOL-1 {3 0} i 4 e (SPCA1.A549 NCI-H520 NCI-H460) Hi R HAT 45558 Je v , % Hofth o ogg
A (HepG2.Colo 205.ZR-75-30) HLJi 1EH A4 (WI-38) HitJm A fd e A PBMC 0
KM CILE L)

[0048]  =Zjilifd] 2 A HRPEENIE (Western blot)

[0040] it ALk 4¢ 3 1] Jili Jit g A8 =& 0 2 45 4@ B¢ 44 A & 9 135, i Proteo Extract
Albumin/TgG Removal iR &kR 22 MG H (1) E B E A 16, L UKENEA FEAR VAT IR A o 4
WAR S5 IFEA AL S 12% 1% SDS-PAGE AT & 14 B8, J5 4 & A #6# 2 PVDF i, HH 5% [X)
W e A=y E= i B 2h, B0 BL 1 0 1 000 R NJOO1-1 BRHTAl 1 ¢ 400 4R 1) GAPDH
PUk ACRERIFE LA BUE A 1 XTBST 3k 3 WG AN 10 3 000 FBE =Pt il ==
IRPEPRIEE 2h, 1 X TBST ¥k 3 YkJaHE4T ECL S0, il e £ 3 I b NJOO1-1 AH G504t
JE R IE K Sk 2 v T R RS, WL 28, IR R 43 A 45 SR LIS 2B

[0050]  SEifs] 3 Hi SPC-AL £ va FEHUIAR R &

[0051] B IR ABER 1 X 10° A~ SPC-A1 40 M Xt 37 G 2% S E AT B S ke 5, L5 b — R
G —UK, I EN 3X10° AN, BEIR S AT AT B ki kR I, 1R) 4% ELTSA 7
(LA SPC-AL 40 Bt WA 1 X 10° A / L, F4 e il MyE AZYCRAEM MIEM 1 2 5 000
FFUG 53 BT A Lo AR J5 e, DB i AL B bl BB 166G 1B —Pt, BL 0D KT
2. 1 1% B PR X R L) 375 o v B RS A3 B E g TSRS RO ) AN IS B ARty o FR i
R TEEET 1 ¢ 300 000 J@EATME SRR, # e 37°CIRCE 1h, FHEE A 4°Cik i, f¢
LY 7843 W45 fa TG 43 B8 1y, 3£ T 4°C, 3 000r/min 5.0 30min, Y& biE, FIH Protein
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A SERZEN AT 44k, AU 520 10 160 000, WLIEL 3, ¥R R 14. 77 1 g/mL.

[0052]  SEjdsl] 4 B Ak BT ARM —PuamE TAEWEL Kt e

[0053]  FHAHARL I & SEIe i 2 A DUAR —Hi i) TARWKEE . g (ol 9.6) ¥4
e Btk (Hi SPC-AL % £ Hi, 14. TTmg/mL) #5 B K 2. 50, 1. 25.0. 63 }% 0. 31 1 g/mL 13, 4% il
B, 100w L &FAL, 4°C I s FHPEMBBEN 3 IR 3% BSA f54L 300 1 L, 4°C B 4, 15 2 $1
SPC-A1 £ siBEHUAR R (KR bRl s HUEBPEAR E b, InAFF R T, 50 u L &1L, 37 CIF &
2h, PEM 5 IR ¥ Pt (B ELAR NJ001-1, 200mg/L) 437 F 1% PBS (HiiAMREM ) 34T
12 3000.1 :4000.1:5 000F11 6 000RFRE, BEFLINA 100 1 L, 37CHEE 1h ;¥R
5 IR sHAR I AL R bRl =BT TG, 1% PBS (PUiAMRM ) #oBea 1 3 000, BfLn
100 1 L, 37°CH¥ 5 30min, FHPEBEAR 5 K s BEFLINAHT 65 I il 1K) TMB JEC42) 2 (a3 100 1 L (77
HFLERAN ) =Rk G 58 10min, BL2M H,S0, £ B 24 1k e Ve F Mode1550 2RI A
(Bio—Rad 227 ) 152HX OD 8, S240i K 450nm. PHPE S P 012 1 06 HE 23 531 4 SPC-A1 Z4AA
N AB I35 BUIG 24F 5 A 1% PBS. EFEBH AL Dy 18 / BHTEFL Dy fH (P/NAH ) S KFLIT
XA PRI — B By e AR S . &5 R BRSSP Hu ARk E A 0. 63 1 g/
mL, —PUMREEN 1 1 4 000 I, AIARIER AT BE 2 #2455 48 BT, RIS P/N &K (9. 8), I
K 4,

[0054] B3R 5L K 2 R i 7V

[0055] 2% 13 TVMB A 9 I8 B iRl w)

[0056] ¥ :2. 0g NaCl ;0. 2g KH,PO, ;2. 9g Na,HPO, » 12H,0 ;0. 2g KCI ;0. 2g NaN, ;40mL
ddH,0 ;0. 5mL -3 —20, I F BTN ddiL,0 2 1L,

[0057]  SPC-A1 ZMFIR #4778 K SPC-AL T 5L (IR 1X10° 4> /mL) sF40
Wi FLIE G FEES TR, I 4°C YA 1% PBS YEPI i, 2mL/ {1 ;B FLINAN LR 150 0 L, &
TiEd s b s30min &, AR Sk U e 40 ., B RAR BT 1. 5mL. EP B, 13000g 5L
10min ;B HL FIF, 432 )5 —20° CLRAT o

[0058]  HifkHBEWE 1% PBS :8g NaCl ;2. 2g KC1 ;1. 44g Na,HPO, ;0. 24g KILPO, ; fIl ddH,0
4 800mL. pHI. 6 FIHKES Sh A4 22 Ml :Na,CO, 1.59g, NaHCO3 2.93g, INZKIE/K A 1L, &G
FJ 10M NaOH 75 pH £ 9. 6, 78 1R 4] .

[0059]  SEjEfd] 5

[0060]1 I T4 I = /)~ 4 fa i g (¥ 00 A4 I 00 ELTSA 50, A& i S 4143 - kil 2%
() PR J8 5 A7 CCTCC NO :C201172 1) 4% A 983 40 W PR 75 Wb T B N 3E /I 48 i it 9 6 e [ BT A
NJOO1-1 5uL,$i SPC-AL % v FEHLAALHE K 96 FLEFFRA, PR i AL B b id 5T 5
IgG 51 L, YEVE 40mL, 2113 2M H,S0, SmL, TMB 4 5 (50 A B Y& & SmL, FHPEFHE :SPC-AL
A 500 1 L, BHIEXS R < A AB I3 sl AR 2F I 500 w L A= (AR :1% PBS 1mL, FriAH
WK 1% PBS 50mL.

[oo61] 325 P A FH RS R0 2 H0 DA A SRR ) 2% D7 vk WS 9] 1.3 4. #4103, T™MB
R B W W E BRRMEAEY) TRBDA R A .

[0062]  FTIRIIHL SPC-AL e 2 v FE B AR B4 B FRASCE I W1 T Tl 4% < F pHO. 6 HIHRIR
AL S BG AL JE BT SPC-AL H 2 S BEDL AR RE B B IR FE 0. 63 1 g/mL  F 4 B 4 11
PO IR A G INABAELA, 100w L/ FL, 4 CRE A 3R 3 7K, 200w L/ FL s I 3% BSA &

9
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Y, 300 1w L/ L, 4°CIEA sBEMR 3 I8, 200 1 L/ L 5-20°CLRA7

[0063]  SLJifs] 6

[0064]  MUKFEPEUH —20°CARAT 5215 5 4 iR 500 &, £ M35  BHME X (SPC-AL
Z480 ) KIAPEXT IR (N AB MG SAG 2 I3 ) » B oK _Ealfg s B OB ELTSA MR R AH G
RFRE 22 230 s M AR fS , BENR ST, B0 s IR IS B35 50 u L IMASELAL Y, [FIIN
JON BRI RS BT B 2 IR 50w L/ AL 37 CHFEE 2h, BUH ELTSA BROHYERPEMR 5
W, 2000 L/ FL, B 2min s HPUAFGRE 1% PBS 4% 1 & 4 000 #BE—PHLNJOO1-1, 100 u L/
FUIMADEAL s37°CHFE Lh, BEAFIRT s HPUAMREE 1% PBS 2/ 1 0 3 000 ke —HiBfii
AR LD TG, 100 w L/ FLINATLAL ;37 CHFE 30min, PEARIF AT ;44 TVB KA
SEEABIZL ¢ LIRA, 100w L/ FLIMASAL (8 B BESLAS IR ) 2= 338G 10min,
IOANZ W, 50 w L/ fL sModel 550 FYPBEIHACRT I OD 50 o

[0065]  XUPLAA Ly ELTSA VARSI GE SR os (3% 2) i e « et « )~ 0 JH v s A e B2 2
P55 ZEL RS I BE T 43 30l 63. 1% (123/195),47. 8% (33/69),20.5% (8/39) F112.0%
(6/50) 34 32 i TR 2 (4. 4%, P << 0. 05) o AE/ N o fisea 21 (i gt R0 il 88 ) 116
SRR B m TN s 41 (59. 1% vs 20.5%,P << 0. 05) Fili B g4l (59. 1% vs
12.0%, P << 0.05) o 341, AE/IN4H M fit e w3 i e 2L 1 BH e 2 (2 2 o T 41 (63. 1%
vs 47.8%, P << 0.05) . 195 i fifi s 63 b LB A 2 0 10 8 124 431, Forp 5 HAAH (T/
IT) FUEGEARZE (TTT/1V) [IRHMEZE 4y Bk 63. 3% (19/30) F1 79. 8% (75/94) , 45 LK B, A
T3 A 5 S e g s £ R B v R HE 2R A B T e 2

[0066] 3¢ 2 WHLAALy ELTSA K I & 20 i BH 1 %

45 g B (%) B (%)

AR /N4 o fifiges 28 264 156 (59.1) 108 (40.1)

il i pee 4 195 123 (63.1) 72 (36.9)

L0067 it 241 69 33 (478" 36 (52.2)
/NG i 2 39 8 (20.5) " 31 (79.5)

Jil B P v 21 50 6 (12.00 " 44 (88.0)

il FEXT R 41 500 22 (4.4) %7 478 (95.6)

[0068] ¥ ¥ SRR AL R LLEL, P < 0. 05 ;A Sl 41 PH 2 LR, P << 0. 05 ;0
5/Na i it 4 B AR LU, P << 0. 05 0 S5 R M 4 PR AR LU, P << 0. 05

[o069] St 7

[0070] @ IFHE ELISA J7 VMUK AL 25 R OGN AE A BEAT 1% CEANSE F1 CYFRA21-1 [#)[A]
BRI, 55T AR BB TE 0 BLISA R 578 XTSI 0 ELISA J7 V4T L4 o

[0071] 1. #RURRME 3% 3 3k T AR B XL A4 .00 ELTSA S5 & R XUHL A4 2L ELTSA VAT
Al /)N 20 itz 28 2 ARSI BH P %6 4 59. 1% (156/264) , 2% &1+ CEAL NSE Fll CYFRA21-1 [¥)
FRPERR (41.3% 17, 4% H1 37. 1% ) , WA R BIRGRI 0T NJOO1-1 AH G AR IR A I 4L CEA |

10
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NSE F CYFRA21-1 5 AH Y SEHT J5 B AT B &y i AU

[0072] 2. RSk T AR B XHTARIE 0 ELISA R B I XCHT AR J2 0 ELTSA 3206 /N0 it
i £, iy R e i o RN B A 3 (RS I B P 2673 7 Ry 20. 5% .12, 0% Fl 4. 4%, 3
B 2 AKX T CEAL NSE F1 CYFRA21-1 [P PR ( Hiry CEA PR 2N 25.6% .14, 0% H1 5. 8%,
NSE (¢St 2 24 56. 4% . 18. 0% F1 9. 8% , CYFRA21-1 [KIBHEZE Ky 23. 1% .16. 0% F116. 4% ),
HOZIRF B XS NJOO1-1 AH e #EFT i KRS T4 CEANSE F1 CYFRA21—1 46 JUAH B 40 F Jt HLA 56
SEINERS o

[0073] & 3 &-ZH 5 ELISA 03l NJOO1—1 AH ISR IE 54k 2% 5 6 0 = Fft g b s

YRR
[0074]
H 1
e/ iR 2 AN M 2 IS R AL R R4
(n=264) (n=39) (n=50) (n=500)

1.CEA 41.3% 25.6% 14.0% 5.8%
2.NSE 17.4%" 56.4%"° 18.0% 9.8%"
3.CYFRA2I1-1 37.1%" 23.1% 16.0% 6.4%
4.NJ0O1-1 AHRAEPT R 59.1% 20.5% 12.0% 4.4%

[0075]  ¥E :F 5 NJOO1-1 AH=RH#EHR ELEE, P < 0.05 ; O 5 NJOO1-1 #H R ¥EHL R LL 3%, P
< 0.05 ;A5 NJOO1-1 AHRHEHTJR LLEL, P < 0. 05 ;

[0076] 3. XJ TfiflfeE 3% 4 AT AR WXL I L ELTSA 55718 F X4 K0 ELTSA
VKEIN 195 5 firi B £ L NJOO1-1 AHSCREHT IR IBH PR 63. 1%, B2 = T ik
Itk (CEA 45.1%,NSE 15.9%, fll CYFRA21-1 33.8% ), P < 0. 05,

[0077] 4. XF Tt 5 LIRSS AR, 38 4 i 28 T Ak B XU I 0 ELTSA 57 & 1)
KT AR I ELTSA AN 69 451 fifi i 26 3 M35 Hh NJOO1-1 AH OCREHT I () FH 1t 324 47. 8%,
A & T AL A R 6 777 (CEA 30. 4%, NSE 21. 7% 11 CYFRA21-1 46.4% ) o

[0078] 5. XF T = Iulc &AM R H W ALA: RO TT 5B A CEA,NSE, Fl CYFRA21-1 = Ti¥EH%
Tl 264 513E />4 Mo fifides 268 s I BRI 59. 5% (157/264) 51K A 25 T 4% & B XL
PUARIE L ELTSA 35 & I AT TE 00 ELTSA YA I NJOO 11 AH S HEHT J5 8 muAs I R AT 1A 3
WP AH I BH RS % 59. 1% (156/264) .

[0079] 6. XJ T DY T 16 A A I - 75 = T0UIEE A A5 Wl 6 Aty B i N AR e BRI, B DY T K
(NJOO -1 AHSHEHTJE . CEANSE T CYFRA21-1) 7 i i F2 i ke 28 387 1M 375 o (00 BR PR AG) H o
435k 85.1%,75. 4%, 2% m T = T4 (CEANSE FIl CYFRA21-1) [¥IFH A4S Hi 2R 60. 5%,
56. 6%, KIEEEH R (030 20% 2oy ) AR/INGH i fitises i BH PR o, L 4.

[0080] & 4 fif it g A0 s 68t 2B v SR IGURM IG5 A B NJOO 1 -1 AHOCHE L f = Fp e b )
1) 5 1 2

[0081]

11
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BH %
i g £ it e 2
(n=195) (n=69)
1.CEA 45.1%"° 30.4%
2.NSE 15.9%° 21.7%"
3.CYFRA21-1 33.8%° 46.4%
4 NJOO1-1 FHICHEPT JR 63.1% 47.8%
=TS (CEA+ NSE+CYFRA21-1) 60.5% 56.5%"
6. V4T 4 (CEA+NSE+CYFRA21-1+
85.1% 75.4%

NJOO1-1 FHICHEHT 5D

[0082] v " HPYIELSZLLLE:, P <0.01 ;OFRR 5 NJOO1-1 AHIEEHLIR LLAE, P << 0. 05 ;
ARGV IECE A L, P << 0. 05 ;0385 NJOO1-1 AH KBRS LLEL, P << 0. 05.

[0083]  SCjifs] 8

[0084] X5 FE VRA 10 4 HE /40 i e £ 3 (0 a3, B SE 45 5 il 4% B XUPT A4 S
ELTSA SR80 H g I 20 vk, S5 4MFRAT I 1 UK, SRl 20 K, &5 58 SR, #hpy Fifik
[E) K] CV % 23 51l A 2. 24 % A1 2. 52 %, ILE L VPR Z TR (N CV% < 2.5%, flkiE] CV%
< 3.3% ), MURIENG 5 B, R LT

[0085]  FRsEME SR 5 H % BB IE L ELTSA 5 £ E T —20°C 4 HIfRAF 30d.90d
F1270d, F 50 BT E7KCEREA (10 4 E/ 40 H ilies 28 VR & I ) FIIE/KSPREAR (10 fy
{8 RS & R A s ) AT RN, S AP REAR T CV o8 R 1. 83 %, IR A FREA CV % Ky
2.11%, %/ T 3. 3%, Bz R A& B R mieE .
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