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Lk,

PR &S N T N R ol W S5 e SN o7 N e N 7 N O S e
Al A B I AE A g JE AT Balb/c N BRBEAT e s RN KN IA R I 13T 40
WA 520 ik v B SRAT 70 W 5 v B 0 1 1) 20 A0 80 40 JL , 28 0 AT I8 40 LR 701 » 43 B S B e
o

3. UMK 1 Pk kR &, Horh iR 2 e B PR N iR 2 e BE DA

4. BRNEESR -3 T — P fAA &, Hb a8 (BEbrpik, A prid 5 s FE BT IR 5
FLH, HRP FRic (I 2E DT R BEAR BT, by BH P X HE S I & 11, A B MR X BEOK i #F B BL-21
B AR R 5 B PR AR AR RV, DRV, 21V TR B

5. BURIESR 4 iR s, Sorp Bk i 3f PRV 8 SRRV, WEVAR L, 2419 R 2
B 7 RBECLE T -

1) BV H 1% BSA AN 1% L 25 1M iE R AL =5 M35 7R B N, A8 2 9B A &t
VALK 1% BT

2) FERMBEEA 1XPBS ;

3) VEVECAEIRE R 0. 05% Tween—20 (] PBS ;

4) LR oM RARTR

5) A AL HE A VR B YR, A VRl e IR ik AL IR L, BERR S N 35. 8g, FT
BB 10. 2g, Tween—20100 1 1, 3§ =3 b0 ddH,0 BEOGIEHE G I Tween—20 EA SR 1L,4°C
WEGIRAT 5B W& b 74 TMBO. 7g, #7478 10. 3g, DMS040m1, 5% FH DMSO EGHS i H 9 &
Ja N ddH,0 E A A 1L, 4°CHREGCIRAT A AT S ARBURG A VA B W, G R

6. BOFEER 1-5 45— i (50 &, o B Jes ik i o
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—Fh BRI ES M B B ALK I = R & R A

B
[0001] A< WY g 56 DAL T REA R 12 Wi AU, 0 K — i e b 5 0 85 I 8 e Ik
Fy il 26 e S o

EEHEA

[0002] 45/ E [ (Calreticulin, CRT) & 46KD K/NKHA 2 P AY) - ThRERI N TN 71
B ER B, B T 3 A 7E T, 40 B A% A% 6L 4 Mo R T LA R 4t M8 o b 7 3R, RER
FELZ PP A AN . AR IR R AR, A3 WAME K CRT £E RS oe A 1P I3 DL ke £ 1
PR A LT BRI A6, R an PR 5 30 ATF 5t 2 A bl X HE
CRT ik A TR0 s I S5 20 A0 S EU 50 B R I B CRT PHME () i 8 A AR A i A it
EL 45 (1) 5 e IR T 8 SR R DL AP A7 K PR o SR, b e % 2B e S Ll
224 A 1] B 5 R LR e 1 A AR 1S R i

[0003] 7 i (B ORI R SE e, BRI B S 2 I FL R T S B, IR bR Y
(Tumor Marker, TV 7E I8 25 i W AW U R 9 W PRAN VA T7 7 RORH = e N B B 7
ST A A BRI SE A . bS5 v FE BT EOR AT e, HER T K& Hiihe
PR B L DU, IF S e U S 2 A A AR (RTAL TRMAELTSALCLIA IFA. TRFIA
) MGG, KR T AZ IR b S RS 1o FF AN Wb N T PR, Ok e i 1 —
MNEBER AR, BT UL EAFRE R, AR B LR CRT 160 MR bR ) idEAT 7 1524 1
SRR o AR S B N FH — R e T PR B BN 22 O a7 i U PR 1) ELTSA R, H T
e A P98 g N A BT HEIML T CRT AN o FRATTAIR, g i AT HH () CRT ZAKF B 8 T 1E
W BRI, FRATTE IR R B B ST T BT T R 2 W 1K CRT A I i) ELTSA 3576 o

ZBEAE

[0004] A< BH (1) B K2 R A — o2 Wb ie sl PP A6 i RS 1) T D6 G 328 W PR 5 48, Tk
WA S M S A (CRD R PR, Frd R 5 PE BT A 8 i DU I 0 f iz iR
RN R EBUARR / B2 s DA

[0005]  H:r ik B 5w [ B AR O SR B SRR B A, S A rvE AR AR S Y A
VRN Sz 74T Balb/c /N AT 005 s & 8UN RN IS5 Ja , BEAT 40 M ik & s £ 0 06 ve [ 3RS
G WA B T I BT IR A AT R A0 M, 8 AT TR A IR W, 19 R e R LA . o, AR IR A T Alidk
[/ RS P ) CRI CRT Pl ) 1B Sz Jist, N A A I S 2 ok i i SR i R R 4
il 5/ BB AL CRT 3 (L2 574140 SEQ 1D NO =1 FrR).

[0006] LM & PBPLRIDER N 5% Balb/c /NUAT, SE3R1F K4 100 1 1 [#¥1M13E —20°C
fRA7, JE LA 50 1 g 44k i) CRT PR 5 38 [ SE A VR & H G, 5 WS 2 s v AT
T LA HIG, H 25 1 g IPUR N IR AN 5E A48 52 A v 5 EA T i 3 36 3 Ik, BRIR
(IR 2 Jil o 2RO RSN IS bR I, i G e SRAS /N BRI 40 B 5 SP2/0 -8 78 40 Mo 04T 4t e i
Hr o T2 A A ) BRI RS e 4 i, 53500 0 50 % 1) PEG4000, 48 Jif R #6988 440 1 1)
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LeWoh 5 1 1,8 T 5% CO, AR 37 CIR A, 56 3.6.9.10 H#e A5 HAT 5642
1640 K5 7290, FA FRFG BN o % 20 IR R T 5 B 96 FLIR A, 22 2448 980 40 B i Je W B
I » FH ELTSA A5 ESEHUARSAY, 5 1k tH BH M A0 i 40 i ( REZr Wb e iR 2, Ho4i oAz
KRS RIAATIREANN ) o FRERTRE IRAT 1) A% A8 980 40 Bk 73 b, 2K S5 19 5 e B P A
[0007] Pk k50 & b 1K 2 SO R B A el 2 SR B s HLI A TR BT sml A2
A VE SR AT BV 22 K RIS, 5 LL 500w g CRT FiJR 5 9 B 5 4 A )R 4 i 7L
), R N 2 SRS AT . 1A H G, 250 v g IR 35 [RAS 58 A5 28 i P v
STIEAT N g Ak 3 %, BRI TAIRE 2 i o 058 28000 I » 330300 JCH I, 0 4 i WS 8 L 75 2 T R
R E YT UE VR AL 5 IS AR R H i —20°CfRA7

[0008]  FTIRIRF &I (BEbRPUIR, Ak A BT IR 5o BE DU T LAR, HRP AR id K51
G BEEFRPL A, v B X RS Y 25 [, Bl PR RO i i BL-21 Bk 8 1, B, £
PRV, VRV, 21V R B B

[0009] A1V HH 1% BSA VR 1% LU == MV W ZH 1, BSA Y & 75 T 5408 8g, AL
B 0. 2g, BERRE, 4N 1. 44g, BEIR —SH1 0. 27g, 10g BSA ¥y KA T ddH,0 1, & pH 4 7. 4, 52
KA 1L, BIK 1% BSA, i JE4 25 A7 T —20°C o £ESF IS DN WL 25 M35, 482 e B A 35 1 v
%] 1% BA7],

[0010]  FEAEAGREE A 1 XPBS, Hiiil & 7550 R4l 8g, SALBH 0. 2g, B 9 1. 44g,
el S0 0. 27, ¥ T ddH,0 v, i pH o4 7. 4, @A 1L, id 38, 4 CIRAF .

[0011] PRGN &R Z N 0. 05 % Tween—20 [ PBS, il 48 J7 ¥4 4 : 7E 1L1XPBS i A
Tween—20500 1 1,4 C{RAF .

[0012] 28 by°h 2M URBR IR, 44 178. 3ml HIZE IR M 21. Tml iR AE IR (98% ) R
Al

[0013]  JEH VR ALHE A VA B, 2o A R & LR Ry i AR g, TEIR A
35. 8g, FTIFEIR 10. 2g, Tween—20100 1 1, ¥ 57 =3 I ddH,0 BEYEE ARG I Tween—20 &7
F 1L, 4ACHREOGIRAT B I HI 2 R TMBO. 7g, FrA5 IR 10. 3g, DMS040m1, 4% DMSO ¥t %
FERTN AT JG N ddH,0 sE AR 2 1L, 4CREEIRAT AT BTSSR BUR A A O B W, 6 .
[o014] I8k 75 P i e VA DI 22 , 24 CRT WK R Bng/ml. OD {E A 1. 0 I () 52 v o i AR £
B B e 2 B G B R — BRI S AL B — DUk BN AR . 43 0 D R v e
& 800 f5 4 B, 2 s DR 4500 {4 RE, =P —HRP —FHt ( BY HRP Frid B =EPi el hrdi
4) 3000 &4 RE , B X 0. 108,

[0015]  A<S BH ik iRyt &, mT FH Tl Jes i , i A e o

[0016] A/ B ISR AL —FP4N I & (1 19 ELTSA R I0 75 v, D IRALHS -

[0017] 1) FBRERERZE 0 (0. 05M Na,CO,/NaHCO,, pHI. 6) YVELE% 1 & 800 6 B B [ it
AR A TV A S CRT BT, 5L 100 1 1, 4°C A% 16h, PBST YEVE TR YEV ELISA AR 1
R s

[0018]  2) AN 2001 1 H I (1% BSA F 1% 1L 2E103% PBS) 37°C3 1A 1h, ek 11K ;
[0019]  3) A 1001 11% BSA F&Rf CRT H1J7 (0. 51 g/ml, 100w 1/ F)37°C 1h, H PBST
VRBRIBERR 3K

[0020]  4) BIA 1001 1 CRT 2% (4500X),37°CHFE 1h J5H PBST PR BEL 3 1K ;
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[0021]  5) JIA 1001 1 HRP #5id I =EPiREEFRPLIA (3000 X ) 37°CHFE 1h, H PBST Pk
TSGR 3K 5

[0022]  6) 1001 1/ FLIEA) B AW A+B W =BG B4 15min ;

[0023]  7) AN 50w 1/ FLH 2mol/L H,S0, (Zibi) &k ;

[0024]  8) 7F 450nm I A EEFR 1 I 52 W e B 18

R = 152 AR

[0025] [l 1 Ji7nky pET28a (+) —CRT 7E BL21 (DE3) B P3R4k ¢ CRT &5 1 (M 4difk, Horp M
A Unstained Protein Molecular Weight Marker (SM0431) ;1 A1 50 pET28a (+) —CRT #%
1L 1% BL21 (DE3) 4,2 K IPTG 5 S5 pET28a (+) —CRT #44L 11 BL21 (DE3) 1, 3 A 4ifLf¥] CRT
c{SP

[0026]  [&] 2 7R Ay ELTSA V52 CRT HLARZLT &5 2R, A Bz A il & 1) CRT 5o B P ik
HATHEE R JG , SRR CRT 455, BB FE A (0D450) 5B BTz A il 48 #) CRT £ 3¢
BEPURIEATBE FERRE T, S CRT 454, BRI G FEE (0D450),

[0027] & 3 oA Western blot %5 Hhue et s LI N B s BB 2240 1
Cos=7 M1 A549 PUHTER CRT HEATINE 5 F Kl A4 EALEIH 1K) CRT (rCRT) %% 4L 4 g, [V FH 5
5L BEPUAEEATINE CRT 3R

[0028] & 4 AT7R A Western blot %&£ HUke M2l R, b o1, 44k CRT & ;2,
IPTG 55 CRT SR RIL 53, 5 T HI X

[0029] [ 5 s NS A ELTISA Y52 CRT FIFRUE £k

[0030] & 6 Jir 7= 0 5 I PR IV A v CRT SR B 3 245 R .

BAXHEA

[0031]  DATR (RSt (5 T ST b b PR AR A B, A ANBR i A R B o T iR S s o ) S5
T3 WTCRERR UL, 35 0 5 0710 R Sl Ag) A B FH RS AR, an JeRe R UL R, 008 A
W FIAE AT R G W SEAZ B 1) AR SEE ) i e s, 3 B =Rk B E IR S, 4
A .

[0032]  EEMELATAF

[0033]  1.f1k}

[0034] 3575 AR, ELISA Kok (Costar, 35 ) SV #% :Gel Logic—200 &I pif%
F 4 (£ [ Kodak 24 7)), Mini B3 B 8 AR KRS S A U BV R 48 G Bio—Rad
], TS100 BB B 5O B sn (H A e A FD, 2 DhRe7 bR (X (it + Tecan A H)),
2MX-988B 4> H BB AL Clb m i KA b= 97 FH S IR BT, CR21GTT R A1 s v 4k B DL (FLAR
HAZAFD.

[0035]  2.ikF

[0036]  Fay% i) FE 20 JiUkL pET—28a (+) —CRT 4y A URBUZH Ay 5 B FH L) 3 ) o 20 o 2 1l it
AL RS %/ W CRT B8R [ AR 7401 SEQ 1D NO <1 fiizn) (B 1 FizR ) 518
A B Bk 1) £ 7712 Sz /N BRRGR, 43 il i) T SRR CRT B 5o [ B4R Gl CRT 22 va [
Lk,
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[0037]  Streptavidin-HRP Fl Ji& 4 TMB (Sigma, St Louis, MO, 3£ [H ) ;RPMI-1640 ¥% 3%
W (Invitrogen 2w ) 5 4F Ifl i & (A (BSA, db 5T 4 36 24 7)) ;10 X PBS % i (NaC180. Og,
Na,HPO,14. 2g,KH,P0,2. 72g,KC12. 0g I 75 /K i 2 75 21 1000m1, 457 FH IN AR 22 1 X PBS,
W pH A 7.4 s I 13E (Gibeo 2D 5 Bii i @Ky (PN 5 B ) S b £ T TR oA B 8 =)D
PEG4000 (Amresco vH] ) o

[0038]  AFIACH -

[0039]  HFPAVE A 1% BSA Y +1 % (L =EIMIBE sl 45 T ST 8g, FALHR 0. 2g, BEFR S
RN L. 44, BERR S 0. 27g, 10g BSA KR T ddH,0 H, P pHAE A 7. 4, EAE 1L, B A
1% BSA, ik €53 2747 T —20°C o FEBF PRI LA 3 , A8 2 7EB AR 1% BRI,
[0040]  FENHARBEA 1 XPBS, il % 7715 & ALEN 8, SALHR 0. 2g, IR —4h 1. 44g,
fg — S8 0. 27g, ¥ T ddIL0 ™, 1 pHAEA 7.4, EA AR 1L, E3E, 4 CHRAE.

[0041] PRI (PBST) H & U BE A 0. 05% 1) Tween—20 [¥] PBS, il 4 7775 < 7E 1L1 X PBS
T Tween—20500 1 1, 4°CARAT »

[0042]  Z&1bECA M [FVRBR R, F 178. 3ml HIZ&WR/K B M 21. Tml FIRBEER (98% )
.,

[0043] JEA B EREFE A VA B, Hop A VA R ALK e, IR A Y
35. 8g, A5 2 10. 2g, Tween—20100 1 1, ¥ 57 =3 b ddH,0 B MLS I Tween—20 E B E
1L, 4 CHOGIRAT 5B W HI 4 FE 4 TMBO. 7g, #7451 10. 3g, DMS040m1, 4% fH] DMSO BEGH5 i
BIM J5 0 ddH,0 A2 1L, 4 CREOGIRAT AT AT ARG A VO B ¥, B 5.
[0044]  SEJfifs] 1. CRT MAHLHIHIL 5% E

[0045] 1. HLHLIFIHI

[0046]  #JE Balb/c/NRAT, S63545 K40 100 1 1 ALY —20 BEHAE, J5 LA 50 u g 44k i) CRT
PR 5 90 [C5e A FNR A H I, & N 8 2 mE i T . 1AM H)E, FH 250 g 9
PRI 38 FCAN T8 AR TR 48 R A T S5 R AT It S e 35 3 9k, BRRIAIRE 2 Jlo R0 Rl ik s
Jii > T G2 SRAF 1)/ SRR 40 M 5 SP2/0 - 1678 40 Mgk A7 40 i fik 2, D)5 2 40 e kg /) BRI e
F 40 i, 51850 A 50 % 1 PEGA000, 410 B Fi-B e A fu s Les g 5 0 1, BT 5% €0,
PRLFIREE 16 37 CHRAR P E L 5 306,910 H¥e N7 HAT [958 4> 1640 £5329, FI A PR RE
W FURE S IARE T 5 B 96 LA, 2 2% A8 I 40 M A 1 S W X B3, , A ELTSA il EiE ik
B, e H A AT 4 (BRI sp e R HLA 2, HLA0 M A KRS I 28 A 40 )
[0047] SRS, Vi ik HY 20 Vb B S B DR K 2 AT IR A o 7 20 075 0k SR A 1) 2 A I8 41 B R 403
Al 519 B E B

[0048] 2. ELISA VA 5EHAEZM

[0049] s B IR £ S B0 4% CRT Pt (WRFEA 1w g/ml BEfL 100 1 1) 4°CHLEE 16h ;
[0050] 1 [] PBST BRIk ELTSA AR 1 7%, 200 1 1 35 ¥ (1% BSA Fil 1% (11 2 1f13% PBS)
3TCHM 1h;

[0051]  CRT Hif&LA 1/100.1/500.1/2500,1/12500.,1/62500.1/312500.1/1562500 [¥] F.f%
B FERGREDUARAE A —PT, 100 1 1 N ELISA %, A BL PBST A8 CRT HAARAE Ky B3 24 %F
3TCHFE 1h Ja, {8 PBST BEVEEPES: ELISA # 3 IK ;

[0052] A 1001 1 HRP brid ISEHiE TG (1« 3000) 1E8 =%, 37 CHFE 1h Ja, [FIFEDE

6
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B3R

[0053] 1001 1 TMB %55 15min ;

[0054] 501 12mol/L H,S0, £ 1k V., 7F 450nm 3¢ K EEFR A I OB REAE

[0055] 44tk ¥) CRT 4 (A4 ELTSA B, 2hifb )i B se B B AR IEAT 10 FE AR RS , 28 ELTSA A5
PUAR B R SR, BombEpiiim el k3] 1 0 31 Jifs, B RIFIHEHR (K 24),
FHMEXTFEFL A {E K 0. 116,

[0056] 3. ERPUIE % E

[0057] WK 28 80 % —90 % 1 Cos—7. A549 UL 2 # 44 T peDNA3. 1 (+) —CRT _ [¥1 41 Jfg,
FH 40 fu 8 i 0K 2408 30 43Bh, B0 5 3545 BIE NN 5 X SDS EE i FREZE ML 100°C 233
5min, YK 4min, Z¥E F L (12000X g) Imin, HY 20 u 1 #3847 SDS-PAGE Hiyk. SDS-PAGE Hi
VKGR IR AT 4 22, 5 % AR ks 0, 43 BN —HT A CRT [ ERHT (1 = 3000)FH
B-Actin PifR (1l : 3000), TBST P&k 3 K)o, 43 AlMA HRP FRic M FEHi i IgG(1 : 3000)
EiR N 1h, [\ EPEE sECL B,

[0058]  WAEAEKZ 80% —90% [#] Cos—T7A549 UL FZ#E UL T peDNA3. 1 (+) —CRT {140 fu 34
Wi » SDS-PAGE HLVK 5 i B TR T 4 25 /i, western blot Rl PY i CRT A& 41 CRT 13K,
B IRTE B —actin —EHIAAF TR, AT LRI R 36KD (1) CRT & 30KD [ EZH CRT (rCRT).
$2n CRT BoaEHLiA BA RIGMRE R (K 3).

[0059]  SEZJfifs] 2. CRT ZHLIbIHE 5% 5w

[o060]  1.Z Pl

[0061]  SGHUAT Sml ZoA5 vEGS HU S RT i B v 22 K AR I, J5 LA 500 1 g CRT FLJRt 5 35 (K
e FNRA TSI, 2852 W 2 i ST S . 1A H G, A 250 wog BTN 96 1S
ANSEARNEFN G S P S AT 0 S e 4 3 IR BRIRRIBE 2 J& o I 24 i S0 kR 25 0
S R 1ML ¥ 8 T RN R e LU VA AL I I S5 AR AR 16 HE il =20 CARAT o

[0062] 2. ELISA yEIEHiascir

[0063] i W IR Eh 2R A 4% CRT BrJmt (RN 1w g/ml BEFL 100 1 1) 4C AL, 16h ;
[0064] 8 FF] PBST YV BEL: ELISA B 1 7%, 200 1 1 35 PR (1% BSA Fi1 1% (L 3£ M35 PBS)
37TCHIM 1h;

[0065] CRT % % [ Hi & 43 % LL 1/100.1/500.1/2500.1/12500.1/62500.1/312500.
1/1562500 [ 5 586 BB HUAALE A —HT, 1001w 1 i\ ELTSA #, H A1 LA PBST A% CRT #it
AR IR I 37T°CHFE Lh 5, {1 PBST PR PES: ELISA B 3 IR 5

[0066]  JIA 1001 1 HRP dricHIZEHIH 1eG (1 3000) 1E 5 —Hi, 37°CHFHE 1h 5, FRIFEME
s

[0067] 100w 1 TMB #¢E (A 15min ;

[0068] 501 12mol/L H,S0, %1k R W, 7 450nm 3% KT BEEAR A H I WG REA .

[0069]  H4Zlifb[¥) CRT & A4 ELISA B, 2lifh Ji5 2 e bR R AT 1R FE R B , 28 ELTSA £
PUAR BB BB, Z wBEpiiim el &3] 1 0 31 Jifs, B A RIFIEHR (K 2B).,
AP B SL A {5 K 0. 116,

[0070] 3. Z Pk HEA I

[0071] A\ —80 REHUHH LR 4T I B4 BURE pET28a (+) —CRT #4 4k 375 3= 14 BL21 (DE3) 1,

7



CN 103091499 A i BB 6/8 7T

28 IPTG ( 49K 1. Ommol/L) 5 T 3R, WA 4H R N\ 5 X SDS &l FAE2 I, 100°C A
Wb 5min, YKV 4min, 23R B0 (12000 X g) Imin, B 20 u 1 #3547 SDS-PAGE Hiyk. %M
S, T B SR R AN B RIE P B . Western blot ¥l E4H pET28a (+) —CRT &
[, SDS-PAGE LK J5 R AR 4T 4t 32 1L, F 5% Wi IR 0k A1, NI — 51k CRT I 290 (1 -
5000, TBST $E% 3 X5 M HRP FRic (504 TeG (1 & 3000) =3 S M 1h, [A] E3Ed sECL
AN

[0072] ¥ T 41 Ji K pET28a (+) —CRT Ji R % 46 22 K i #F 1§ BL21 (DE3) J8& 52 25 41 fi P9
1. Ommol/L IPTG %S 4 ~ 6h J&, KIET AL 10% SDS-PAGE HLyK 70 55 8 [ 55 BN R A L 4T 4k
4% . UL CRT 25005, HRP FRic ==L BT — 3, 7T LLE 215 5 5 BB 44k i)
CRT 85 FAEZ 32kD Ak RS S M 88 1, SR 8055 5 160 B VRN BH 1A 0o B e AR N 4y (L 4D
[0073]  SEzjfiidsi] 3 g v XL e 0 ELTSA Kl

[0074] 1. XUHTIE s ELTSA A I: 1 3 A o1 1%

[0075]1  FH % B8 £k 22 3 9k (0. 05MNa,C0,/NaHCO,, pHI. 6) ) £ 4% 1 © 800CRT 2 31, % fL
100 u 14°C A4 16h, PBST $Ei 1 K ;

[0076] A 200 1 1 3 F3E (1% BSA F11 1% (L5 103E PBS) 37°C ] 1h, ¥EGS 1 1K ;

[0077] B0 100 1 11% BSA #%&1%) CRT HTJR (0. 51 g/ml, 1001 1/ FL)37°C 1h, {1 PBST ¥k
B3R

[0078] BN 100w 1 CRT £#i (4500 X ),37°CH¥E Lh Jio H PBST P 3 K% ;

[0079] B 1001 1 HRP FRICHIZEHTR LA (3000 X ) 37°CHFE 1h, H PBST $E% 3 X ;
[0080] 100 u 1/ fL A+B B AR =1L B 15min ;

[0081]  JIA 501 1/ FLI) 2mol/LH,S0, £ 11 [ N, 1 450nm B KB FRAC I E OB A
[0082] 2. 77 i 2 A E CRT SR &

[0083] AN S N FH Ak 1) 5 vo B BUBRAE D B Uik, 2 BB PUATE A S A ik, S
T& () HRP— £ —Hik &, I TIE CRT A& &

[0084] I8 i 7y B /e VA N 5 , 24 CRT WK FEA Sng/ml. OD (B4 1. 0 I IR 5 v FE BT A0 4
WX ZPUEEWE EDUR - BRI AL —Puk A ARIR T . 4 ok B e FE LA
800 f&#kE, Z Pt 4500 fHi ke, “EPi e —HRP —HT 3000 f5HRE, BIMHEXTHE 0. 108 (WK 1),
[o085] K 1 JyFEis eyl e CRT SRA & &

[0086]
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Pab
HRP Mab 500x% 1500 4500x 13500x%
200x 3,031 2.169 1.643 0.596
400x% 2.887 1.779 1.181 0.603
3000x
800 2.813 1.869 1.025 0.556
1600x 1.564 1.273 0.693 0.260
200x 1.703 1.066 0.606 0.324
400x 1.611 0.989 0.658 0.339
9000x
800x% 1.533 1.000 0.607 0.319
1600x 0.986 0726 0.334 0.201

[0087]  3.ELISA llE CRT fbruE 2R3 7

[0088] ¥ CRT 22 1% BSA Ki#aFaRe i 40.20.10.5.2. 5.1. 25.0. 625.0. 3125ng/mL [{]
Pt i, BL CRT 21 EIARHE R) OD (B A PVARBR, AH IV (R B0 B R AR AR , T ST At it 2k (]
5), MRYE B4 B VA7 FEmT o S A I A 5 ) CRT SR 5 & .

[oo89]  SEjfifs] 4. FH AR A BH 130 i A i e CRT & &

[0090] 1.y SRS A7 AFE H

[0091] 49 5 Rg 553 1iE (3 34, 42 15) WAESR IR T = ke K 24 28 — Bt g = B e B), 53
1) 1E 85 6 B (55 33, 4 200 ok B Tz Bk R iRg 2 Wbs v 2 AR 8 LA (11 PR 12 Wi s
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[0093]  HFIGPRAESHAE 4 CRlfk, FIFE SRR 5 5 B I 5 158 A 7R 8 Xt de i
ST IR, R I A [ OD AL, I FHARVEE I 45, vFHL S FE i CRT SR 1 3 =&, SR LIMVREAS 2, 19
EIFE S SERR CRT A & (WL 6) o 45 L B7s IEH X 4L CRT & & 7. 728 £ 1. 613,
FEE G NI R 11, 7754+4. 902, 1 SPSS13. 0 #fH:43 #T F=8. 757,P=0. 004 5 B &= 5, H
B 2EE X (P.01D.
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[0095]  SEQUENCE LISTING

[0096]  <110> =W k%
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[0098]  <130>2013

[0099]  <160>1

[0100] <170>PatentIn version3.3

[o101] <2101

[0102]  <211>253
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[0103]
[0104]
[0105]
[0106]
[0107]
[0108]
[0109]
[0110]
[0111]
[0112]
[0113]
[0114]
[0115]
[0116]
[0117]
[0118]
[0119]
[0120]
[0121]
[0122]
[0123]
[0124]
[0125]
[0126]
[0127]
[0128]
[0129]
[0130]
[0131]
[0132]
[0133]
[0134]
[0135]
[0136]
[0137]

<212>PRT

<213> EA /N E MR

<400>1

Ser Lys His
151015

Phe Tyr Gly
202530

Ala Arg Phe
354045

Gly Gln Thr
505560

Asp Cys Gly
65707580
Lys Asp Met
859095

Ile Cys Gly
100105110
Gly Lys Asn
115120125
Phe ThT His
130135140

Lys

Asp

Tyr

Leu

Gly

His

Pro

Val

Leu

Ser Asp Phe Gly Lys Phe Val Leu Ser Ser Gly Lys

Leu Glu Lys Asp Lys Gly Leu Gln Thr Ser Gln Asp

Ala Leu Ser Ala Lys Phe Glu Pro Phe Ser Asn Lys

Val Val Gln Phe Thr Val Lys His Glu Gln Asn Ile

Gly Tyr Val Lys Leu Phe Pro Ser Gly Leu Asp Gln

GlyAsp Ser Glu Tyr Asn Ile Met Phe GlyPro Asp

Gly Thr Lys Lys Val His Val Ile Phe Asn Tyr Lys

Leu Ile Asn Lys Asp Ile ATg Cys Lys Asp Asp Glu

Tyr ThT Leu Ile Val ATg Pro Asp Asn ThT Tyr Glu

Val Lys Ile Asp Asn Ser Gln Val Glu Ser Gly Ser Leu Glu Asp Asp

145150155160

TrpAsp Phe Leu Pro Pro Lys Lys Ile Lys Asp Pro Asp Ala Ala Lys

165170175

Pro Glu Asp TrpAsp Glu Arg Ala Lys Ile Asp Asp Pro Thr Asp Ser

180185190

Lys Pro Glu Asp TrpAsp Lys Pro Glu His Ile Pro Asp Pro Asp Ala

195200205

Lys Lys Pro Glu Asp Trp Asp Glu Glu Met Asp Gly Glu Trp Glu Pro

210215220

Pro Val Ile Gln Asn Pro Glu Tyr Lys Gly Glu Trp Lys Pro ATg Gln

225230235240

Ile Asp Asn Pro Asp Tyr Lys Gly Thr Trplle His Pro

245250

10
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v =:1.2977x+ 7.6416
R*=0.9744
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y=-1057x + 6,086
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Espacenet  SIPO

—fMEREMENEARNREFENFHZERAEA  ETERIZMNE 116
RiZMAE . ARANAEACRTEASKBALBICMENFAZAAR gg
HETCRTIWETERME, SRERAE , HEL TRAUCRTREENR
0.3125ng/ml , ¥ PR 7 40-0.3125ng/mIfY S5 FHEMBBEMELISAIE 15
FE, BEHZMELISAIRTE , WRENIBRERETEN K FRE

B AMEFHNCRTHES T EEXRIE  SIHFHEEER

(P<0.01) , J I PRAHREMR A B9 M RSN 554
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