(19) e AR EFEERKFIR=IG
(10) #ZF A ES CN 102621314 B

,, *‘P (12) % BA &)
(45) I E R 2014.07. 02

(21) S 201110032332. 4 HER FF

(22) BiEH 2011.01. 28

(73) ERAN LRI AR AR TR A A
btk 201203 _b¥E T VR A< BT X 5K VL Rk [
XMSEHK 1011 2 501 = A X
(72) PR A #kfR =SS skIH BSOR
INEW B
(74) ERMIBALAE BRI SUR A TR
NE 31224
KIBA B
(51) Int. CI.
GOIN 33/577(2006.01)

GOIN 33,558 (2006. 01)
GOIN 33/532(2006. 01)

BORIZERAATT B 1200 FHELDT

(54) & RRATR

FE A 4 2 W2 Bt Cenp—B HUAARAS MR 48 &
il 7%
(57) HE

5
ARIATF T — I E VT B Conp-B 3 6
BRI AR S 7k, ORI 7 7
Conp-B L r A A, ELHTAT 8 28 46 45 2 Y 5
7

/

PR ET 4 32 B0 I IR K 3, BIT IR AR i B 5 5 3R i
PR 2T 2 250 8 R 7K 3R g JEO M P — (AR I ) BT
R B 5 —OURE W 78 B Sl b, L4542
WA VPR a FIEARPUIA b IR ET4E R B IR
B AR L TR P L, KL 28 BB A Cenp-B
PUREA, TR BWE S co KR
VB G P 5 ¥, G N Cenp-B HL R R 1, W45 &
HFNEE T BRIAT T L2004, KRBT Cenp-B 1
. IR 2 R S e 7 MR AR R IR I g,
- HENZWT Y RS IE R S K

CN 10262131



CN 102621314 B W OF OE Kk P 1/4 7

Lo — MR EHTEDL Cenp—B FUAKLIINRLS, AFA M (D G538 (2 HERLT
YEZ A EIE (3D WK E(6), FTIRFE F R (1) 45 A8 (2) il R 4T 4 25 A IR (3) LW 7K
(6) HJEM (7 B — AR 1) B JEe i (7D 1 55— MAH ELREBERWS A2 il Skl (7)1, HoRF
fEAET -

PR (454 3 (20 BPH Shrditk a TSRk b ;

PR AH R AT 4 32 AR (3D B BEAR N (4 TR LE (5), Pk ks ge (4) 4,
By Cenp-B PRI, FTdk i Bidsde (5) WA SARPLIE ¢ 5

P IR A JA T2t Cenp—B HL A4S MR AR 1) il 25 7%, BAR G TP

IR 1, AR AT 4 B A T ) ) 2%

(1) Cenp-B LI 21 F Il 2% , I JR A% R IK vo AL FE R 54T Cenp-B HUJREH 5

()@ rPitE ¢ Filg H 0. IMBRER BRI 15 R 144 pHT. 0 ~ 9. 0, L ZTH IR S
MBI 4 ~ 251 g Pk C, PiFk 10 ~ 30min, ZRJ5 I BSA LI 0.5 ~ 5%, fitflk 10 ~
30min, B0, 35 B35, B UTTE FPEIERBETE 2 ~ 3 IR, KI5 2 —WIE R AR R AE W
DLEER, B ACHH ;

(3) AR 4T 4t 22 B0 AR B 1) i) 2%, FH LBl WS 22 1 B A B AP 3R (1D il 48 11 Cenp—B B E
FIRFEH 0.5 ~ 1. 5mg/mL, CLA% T-AHIR 4T 4 Z A Al M IRk 28 1 s FH Bl M 02 i V0K < b
Pk ¢ #RER] 0.8 ~ 2. Omg/mL, LA 1 ~ 101 1/cm f4F TSR ET 4 MR R IE 4L I, iHR 4T
YR PSS DU BT 3STCHT & H 5

JIT 38 B, A3 5 0% 1 8 A I TR 22 0% e R B P R G R T PR Bh 22 R Tri s—HCL G
Tris— MR 5 2% 1R TG R R 22 1 R« 20 B 22 B iy 0 1) — ol A0 A0 MR 2% e o pH B K 6 ~
9.5 ;

IR 2, G A HEHI &

(DEFRHUE a B4 0. IMBRER P IAA 4 pHT. 0 ~ 9. 0, $Z SR TH IR AR S
FABIIN 4 ~ 251 g Bk A, HiEHE 10 ~ 30min, SRJ5 I BSA FLIKE 0. 5 ~ 5%, Bk 10 ~
30min, B0, 3 BT, B UTTE VR VRV 2 ~ 3 U KI5 2 — VIR B AR A O
DUEER, B ACHKA ;

()@ rPith b g 0. IM BRER PR 1T 44 pHT. 0 ~ 9. 0, IZ R THI ARG T
ZAB A 4 ~ 251 g HUPK B, HiFE 10 ~ 30min, A5 I\ BSA BEIRFE 0. 5 ~ 5%, B 10 ~
30min, B0, 3 E3E, B UTTE PRI RBETE 2 ~ 3 IR, R 00 2 —WIE R R AR AE W
DUEER, B ACHA ;

(DEEG RN AR PRI RN, BT 5, B b th a MGhrdiikb iR
G, 0L 0.5 ~ 4u 1/cm (BRI BRI L, 25°C~ 3TC TGS 55, 4
GIET 2C~ SCHIME T4

PR LA N 22— -

(a) &4 1%PVA.0. 71%Na,PO, 1%BSA.0. 05%NaN,.0. 1%TritonX—100 ;

(b) 1%PVA. 1%BSA.0. 05%PROCLIN™300.0. 1%TritonX—-100, pH7. OPBS ;

(¢) 1%PVA. 1%BSA.0. 05%PROCLIN™300, pH7. OPBS ;

(d) & 1%PVA.0. 71%Na,P0,+ 1%BSA.0. 05%NaN,.0. 1%Tween—20 ;

IR 3, B A R
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W I AT AE N 22 D P BUR T AL P T RORE i B, R 3TCHET R R

FTiR i A L R 22— -

(a) 0. 05M Borax.0.0IMPBS.0. 1%Sodium Casein.1%PEG20000.2%BSA.0. 05%NaN, ;

(b) 0. 05M Borax.0.0IMPBS.0. 1%Sodium Casein.1%PEG20000.2%Casein.0. 05%NaN, ;

(c)0.05M Tris—cl.0.01MPBS.0.1%Sodium Casein.1%PEG20000.2%Casein.
0. 05%NaN, ;

BB 4, TEIRAR BB BB RS 22 AR AP R 1-3 F e 58 BRI AN BR 4T 4 22 A4 i
e N SR LY

AR5, R 4 PV e I RE, PIE R AR A%

Frid EArdiik a e 5 A MIEFES I 1eG 2GR E &9, & MIEFE & 4 Cenp-B
itk , WEPRPik a et Cenp-B HLiAL & E W HAaZE & Wee 5 BAAER I Z
[¥) Cenp—B HtJR 455 11 56 B Cenp—B LAY AW, 45 MIEHE G H R Cenp-B Hidk, &Arbt
ha- N 1g6 EAMABE ST E Cenp-B HLIR 454, Rl &ArPiik a BE 5 A MIGHE 5
T 1e6 S5 TR B &Y, LA ERRFEA T H BRI ARG DL T ShRPifk a- A TeG
SEWA BBAT I EZ: PRI s APk b A SHASY L&, (HEe 5 Fiis s B
BIRHUAE ¢ it

2. FRAEBCRE R 1 ik Ak 4 2 HTEDT Cenp—B HUAAK IR LE, HAFIEAE T Frid 4
PRPiiA a PRSP A AP TeG BIaFEHUA PIA 1o £ FulEHiA % EKE A H1H (SPAD.
WEFRTE G &1 (Protein G) FP—FhElZ Rl

3. HRHERCRE R 2 ik Ak 4 2 HTEDT Cenp—B HUAKT IR LS, HARFIEAE T BTiA R
LA Tg6 2 suFEHUIA A BIR U8 I8 s SO B A B — A s TR BTN TG R se it
TR0y YR SR s R B — b

4. FRIERCRESR 1 FTid i IR 7R 422 TS Cenp—B HUAKIINRLL, HARFIEAE T frid 4
PRPLR a BT A B A B E .

5. MRIEARIE R 1 FTid IR 4 2 M5BT Cenp—B HUAA IR LR, HAFEAE T Brid
SHRPUAR b PR B B ARHUAR ¢ PP C RIS BIAN RIS S B s P BT ARk Bl 22 va b Hi ik
H A P B ARPUA b TP EPUA B MIEBFRPUAR ¢ PRI C AR AR RIS A TR R
EEEW.

6. MRAEBURIER 5 ATk B 42 HTEDT Cenp—B HUAK IR 4E, HAFIEAE T FTid i
%2 LI BT R SR YR IR | S U SR B Bl T A ) B e I BT A Bl R B A Y
AR

7. FRAERURE SR 1 ATl B 42 HTEPT Cenp—B HUARKIINR 4L, HAFEE T FTid i
K2 b AL ) Cenp—B Hi 5 i F Ol il SR A2 R 1K se B AL FE BRI SR1F 1Y Cenp-B PRt H .

8. — MR A EHTEDT Cenp—B PUAK IR AT 1 £ 77 2%, HARRIEAE T, AR BG4~
) 3%% :

AR 1, AHBRET Y 25 BRI A ) 2%

(1) Cenp—B HtJit 1 A F il &, T Jr i 3808 T AL EE IR 3R AT Cenp—B BT H

(2B ArPiiA ¢ Bl 2% 0. IMBRER P T AR pHT. 0 ~ 9. 0, LR TR G
NN 4 ~ 25 1 g Hilk C, HidE 10 ~ 30min, JRSG A BSA BEIRIE 0. 5 ~ 5%, i 10 ~

3
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30min, B0, 3¢ FIE, B U F YRR IRPES: 2 ~ 3 IR, Rk 45 2 — WG R R 1206
DU ER, B 4CH&H

(3) AR 2T 4t 22 B0 AR T 1) i) 2%, FH Al 2 22 1 R B A0 3R (1D il 28 1 Cenp—B B R E2
UREH 0.5 ~ 1. 5mg/mL, CLA% T-AF IR 2T 4 22 A A M AR I 28 1 s FH B s 0% b V0K < b
Hifk ¢ FBEF] 0.8 ~ 2. Omg/mL, LA 1 ~ 101 1/cm fo4% T-AHB £T 4 2 1 s 2 b, iR T
Y2 P H S DU BT 3TCHET & H 5

FIT I /6, A5 0 e 8 A R R 2 0 M R Tk PR R 22 A A R BR 2 R« Tri s—HC1 2RI
Tris— AR Bk 2% R TG TR R 2% b VAR« 2L DU 22 % p g A 1) — ol A0 40t B 0% 3 o pH (L 9 6 ~
9.5

IR 2, i B ERIH &

(DBFRHLAE a 6148 < FH 0. IM BRFR B A G pHT. 0 ~ 9. 0, % FF Z T IR S I
ZEMEBINN 4 ~ 250 g PR A, $iEEE 10 ~ 30min, SR /5 M BSA LI T 0. 5 ~ 5%, iEFE 10 ~
30min, B0, 3¢ FIE, B UTIE B VERIRBESR 2 ~ 3 IR, KI5 2 — WG R R AR
PUTHER, B A4CHH

(DBFRHLAE b Hl#5 < F 0. IM BRER B IA T ARG pHT. 0 ~ 9. 0, L T IR AA B
ZEMB NN 4 ~ 250 g HiAA B, Hikk 10 ~ 30min, 2R S5 M BSA ELIKIF 0. 5 ~ 5%, HiEFE 10 ~
30min, B0, 7 G, BUTTE B VR RBESS 2 ~ 3 IR, Kk 4> 2 — WG AR AR A2 00
DUTER, B 4CHEH

(DEEGRRIH & A MR DAC B R TR, 5, &Ptk a MESirdiik b i
A5, LA0.5 ~4n 1/cm [ H EBRIE A IR MR b, 25°C ~ 3T CHIE G463, &4
HHET 2C~ STHIE F&H ;

PR P LA R 22—

(a) & 1%PVA.0. 71%Na,P0,. 1%BSA 0. 05%NaN,.0. 1%TritonX—100 ;

(b) 1%PVA. 1%BSA.0. 05%PROCLIN™300.0. 1%TritonX-100, pH7. OPBS ;

(¢) 1%PVA, 1%BSA.0. 05%PROCLIN™300, pH7. OPBS ;

(d) EA 1%PVA.0. T1%NasP0,+ 1%BSA 0. 05%NaN,. 0. 1%Tween—20 ;

IR 3, FE ST %%

W IR AT A 22 B i VR T A T S o) RO o 2R, FE R BT 3T O a6

PR G LA R 22—

(a) 0. 05M Borax.0. 01MPBS.0. 1%Sodium Casein. 1%PEG20000.2%BSA.0. 05%NaN, ;

(b) 0. 05M Borax.0. 01MPBS.0. 1%Sodium Casein. 1%PEG20000.2%Casein.0. 05%NaN, ;

(¢)0.05M Tris—cl.0.0IMPBS.0.1%Sodium Casein. 1%PEG20000.2%Casein.
0. 05%NaN, ;

IR A, FE IR B AR FL B KRG 28 BT 2D 98 1-3 PV 56 R R AF I 41 4 22 A0 A i
GEGEHFE S EFIR K

IR B, WA IR 4 BT vE e IR L, DIE R At gk

FTiR S hrdifk a fets 5 NMIERES 1K) 16 45 & TR E &Y, & IMERE M F Cenp-B
Puik, WEPrhith a i85 Cenp-B HLiAE S IE M E 59 HAx B &Pkt 5 0 AR ¢ -
) Cenp—B BT IR 454111 56 i Cenp—B PUAR IS I, 257 M35 FE %A Cenp-B ik, & brbi

4



CN 102621314 B W OF OE Kk P 4/4 T

K a- N 1gG EEMABE SN L Cenp—B PLIRSLE &, RIS ARPUIK a BEUE 5 AL FE M
) 16 G5 G T S, KA R A Th A ATV A7 A6 IS 0L T @ hrdifh a— A 1gG
REWA RTINS ERPURHIR s &FRPUA b NSRS YR S A, HREW 5 s sk BT
SFRPUE ¢ GG,

9. WIBCHIESK 8 Prak ()75, HRRIEAE T, fE TR D3R 1 1K (2) 1, SARPLiE ¢ il
2 < FH 0. IM BRER PR T ARG pHS. 0 ~ 9. 0, # R T IRA SR BENE AN 5 ~ 150 g Hit
& C, Bt 10 ~ 30min, ZRJG MIN BSA L2 0.5 ~ 1%, fith: 10 ~ 30min, &L, 57 L5,
FEUTIE VRSB BPER: 2 ~ 33k, RIKAH T3 2 — WG IR R AF A DT iE R, B4 CEH
HrhPifk ¢ DR 186,

10, WIBUMEE SR 8 BTk (9 75 v2:, HoRREAE T, ZE TR A B8 2 (1 (LD o, S hRPifk a 1)
i 8 7532 A 0. IM sk PR B 2% b R T SR 4 pHAAE 22 8. 0 ~ 9. 0, I T2 TH AR - i T 2%
MBI 5~ 150 g Bk A, BiFE 10 ~ 30min, ZRJ5 I BSA LKL 0.5 ~ 1%, Hidk 10 ~
30min, B0, 3 LI, HUTIE FIPRIBTRVEE 2 ~ 3 I, KK 450 2 — W R R AR A 0
DU E R, B 4ACHEH s Hhdifk A AFEPA 156,

L1, GnBCRIEE SR 8 Bk i) 77 2%, HARFAEAE T, AE TR B2 3R 2 19 (O, Shrdifk a 1l
BTN 0. IM BRI B G P B AR 4 pHAE S 7. 0 ~ 8. 0, 4 = THIR A S IS TR 218
A8~ 12u g Bk A, i 10 ~ 30min, X5 MM BSA REIKAE 0. 5 ~ 1%, Hi+E 10 ~ 30min,
B, 35 _1TE, BT PRI VR 2 ~ 3K, R+ 2 — VIR R R ARAE O ULiE &
A B ACHEH, ik A A RPTA TeG.

12. GORCRIELSK 8 Pridk i) 77 2%, HARFAEAE T, AEPTIR ()20 58 2 1 (2O, ShrPifk b i
2 T71E A 0. IM BRER B0 G2 B 9 BSR4 pHAEL 22 7.0 ~ 8. 0, i i =2 T IR R S 218
AN 5 ~ 150 g Hufk B, f 1gG, Bt 10 ~ 30min, 285 M BSA £ 0. 5 ~ 1%, fiH:
10 ~ 30min, B0, 55 FIE, B UTHE FHPERBDES 2 ~ 3 K, RIKH 5 2 — WG R PR A7
WA UTUE R, B 4 CEH, Hhdifk B A% 186,

13, UnBCRIEE SR 8 PTik i) 77 v2:, FERFAEAE T, i i 20 B8 2 1) (3D Hh, B i) 4 1 1) APt
& a FIGFRPUAR b FARFREL 20 ~ 40: 15 ~ 20 EL)VE4, A BIO-Dot WiEALLL 2.0 ~ 41 1/
cm WHARAE AL ZE (P R MBI I, 25°C ~ 3T CTIRMA &5 A3, 4 5B EHI8 5 E T 2°C~ 8CHIH
BiF &M s Ebrpits a TPiA A HRIEBKE A A, SRR b SRR 186,
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K& R 7EH Cenp—B HUiR XK R L $I&F77%

B
[0001] A< W] Ja& - B 2 H 5 B FH AU, LA B B0 Y Jie Ak < 4o 88 J2= A BOR AL S 97t
Cenp—B HLARHITRAC S Il 48 TR A M

BEHEA

[0002] 1980 4 Moroi %5 1 X K IMBT A 22 riHi ik (Anti—CentromereAntibody, ACA) . -
HIRIE ST 7R ACA 5 DL T R BR T B2 R A2 1 R AR MR ALRE (CREST -6 ) BBF MIEH. K
FH A A 5T B IR VA I G €5 A ), 30 3 32 2 S Bt I O CENP-A, CENP-B. CENP-C, 1H
CENP-B 24 EE BT IR RAL. I A WIS T Cenp—B IIILH R AL vo AL R IE AT HTR o
(Earnshaw W,Bordwell B,Marino C,et al.Their human chromosomalauto antigens are
recognized by sera from patients withanticentromere antiboedies. ] Clin Invest,
1986 ;77 :426-430) .

[0003] i Cenp—B HiAAT] HI Hep—2 4 il Z5 PRI VA A R S e 5 ikl 2. SohtJsfr T
Hez R NAMNE  BAEEE DNA. H =~ FE iR A CENP-A 223 (19KD) , CENP-B &5 (80KD)
H1CENP-C H7H (140KD) o JLrh CENP-B i) R 2 Wi =M ER o BN E R ACA
22 ;)1) PUAILCH L STR .

[0004] 4T Cenp—B Ht #& 3= 8 tH WL T — & W HEAT M R G MR AL AE (PSS) oy, UL
& CREST £ 5 ( N ¥5 R ULH , Raynaud IR, B iz 3 Dy e IR AL, $i i 5844, 228 #H
Mgk ), HAS % K 50-70 % . ACAs Xt PSS [ PG ¢ 4, H I8 0t $T 4K I, 7E CREST
ZR A RE i N B D OB I B 0 S 9 48 (Earnshaw W, Bordwell B, Marino C, et
al. Their human chromosomalauto antigens are recognized by sera from patients
withanticentromere antiboedies. ] Clin Invest, 1986 ;77 :426-430) .

00051 #it Cenp-B i {h i 7E 25 % 172 BL Ut Raynaud B % {0 S8 % sh R H]. 1 T2 5
B JE i £ % 774 56, Bt Cenp—B B P 101 52 %4 0395 1 UM A% % 5%, (Whyte J, Soriano
E, Earnshaw WC, et al.Frequency ofautoantibodies to a major epitope on the
carboxyl terminalfragement of CENP-B in patients with autoimmune disease, Brit
JRheumatol, 1995 ;34 :407-412.) .

[0006]  Hi Cenp—B HLAAH A WL T Jg A MRV T AL (10% —209% ) o HLAE SRR il ik
B HESE, SLE AR A M T as &k B v, ibhi it /b I MahlerM, Mierau R, Bluthner
M. Fine-specificity of the anti—-CENP-A B-cellautoimmune response.] Mol Med,
2000 ;78 (8) :460-467.)

[0007]  H A 3£ % = % A 19K I HT Cenp—B BT A& 19 75 ¥4 3= B A B B He 93 W B 571 K
4 (enzyme linked immunosorbent assay, ELISA). [8] ¥ o & % 6 7% (indirect
immunoflurescence, IFF) . %y EJ 757 (immunoblottingtest, IBT) <&t Hu e /3 #77E (Line
immuno assay, LIA) %%,

[0008]  #f ENIE H ER 4 T SDS-PAGE (#1143 % 3 1 ELTSA VA K] e S M A AUk , (E %

6
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VEARRT 2%, 58 BB SEE R 5 = /NI e, IR B Ll S B S H R N DR A S B =5 T e
AT SERBRAE, (RIS 5 52 2 i S8 R 9 5 I ) S5 P48 4% 1R 3 R S hi, X 100 i K 1 22 AN
HGH A BRI E I AE Je k. HATH B st Cenp—B JTAADLAAS A7) & 2 %
N P ENIETE o

[0000]  [R)4%& Sy 5 SiE VR g B , (TG E Bk N SR VR IR 1) 58 't WA e ML 82 &5
B G A EAR — N FEWA A AIWRZE, WAL ;57540 5 52 HAb TP A0 7, F5
PREAL RIS, F AR P EO B 52 20, A D IS TR) S, AR AN - ol A A A o

[0010] Stk e e 43 i 32 2 19000 KR AR 0 2, X P AH O 5 22, T) It Ao i 3
A HAST I o

[0011]  ELISA VARSI AT H T @ EFr AN E , R AL, Bais) 2 AW, (HERAE LD
BUEI, 5 2 UOIMAEAIGE G, 5o OB SR MR 7 =/ e, HL 5 52 FE R 5 4 A 52
i), e BERR A, AT 25 b 5 2 2 R R N S AR Y SE B 55 TP BEAT SER R AR, 45 SEIR AT RiE £
AME

[0012] A4 E#rid: (gold-immunochromatography assay, GICA) & N FH 1A 4
PRACHR, DU S AE A 7s B2, LLAIRET 4R 2 bRk D [ A 38 1o 6 40 80 R A8 ot 5
1EZE M 4% B, AR 5L T s A 5 455 8 EEPON R IR 32 78 (i sipifk ) &
G e O, I SR YR S TR R PR (BRI ) e AR G 5 S N A 4B v 2k T
T R PR ] DB 2R 200 5%, 49 3 BDW R SR 30 45 2R, 18 B POd A I 1) H R (Sikowicz G
et al.One-step chromatographic immunoassay for qualitativedetermination of
choricogonadotropin in urine.Clin Chem. 1990 (36) 1579-1586. ) . 15 A i5f HBAE S e
FIRE S E b, Hor Bt AR YA A I 2R 2T 0 45 H R DOR AR B BH A 45 2 o 5 LA A )
TIEAREE, KIS Te) R, K522 5 ~ 10 7908, $4E N 2 e TR B, BRAE TR (E L PRod, JE 75 (R
TRAF » fi 38 TSR H

[0013]  7E H & e Vi /7, H AT E ST b I T — 2ok B Bt Bz R 4 4
7 it B BT Cenp—B HUAK I 1A 5 o e i 4R AE [ P AhTiT b B A5 TR 1

ZBAE

[0014] AR BH P B Al e PR R B A T SR A B 7R A 2 T I 1R 4 2 i
BIHT Cenp—B FLARFIR I, [R5 VO Cenp—B $1 R 8 19 3 1 BSR4 i b, SR 1) 422
R SEI M A T Cenp—B UK I, S Ry Rr 57 =y R | v M (RS D 1 B, PR
i 2t BT Cenp—B FLAR R FHPEREA, BETRIE | (F 4t 4 B2 Wik AT M R G ALIE -

[0015]  A%J% BH P B il R IR A 1] 22— 7E TR A — Pl A 4 AT BT Cenp—B HLAAAS I
RaE.

[0016] Ak BH FT B ke (IR 1] f . — 7 TRt Bk i k4 E M2t Cenp—B Hr Ak il
AR & T

[0017] BN A KBS — 07 T I —FP B AR 4 Z MTi2iht Cenp—B HUAAKT IR 4T, AL HE A A
B GG IR AT Y AR T IR K B, PITIR R i B f B B T IR AT A B2 A A T L TR K 24 F
JER AR ) DA 2 ) Pk JE S 4D 5 — DR Wi 7 P i JEGAR b, FLRBIEAE T -

[0018]  PTiRII4 & BAMAH Sk a HIBFrHiik b ;

7
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[0019]  PIrik FIAHBR AT 4k 22 AR IR VOB A Ry IS A 5 2, T idk i AG I 2 A48 Cenp—B
USRS A, Frik i s & A8 a Sabik c.

[0020]  #E—2F, Pk e Ardiik a PP A BPIA 16 Hra DA DI 186 £ wa DL
PR VHTAERE A R (SPA) JBEERE G 2519 (Protein G) Hf—FlEkZ Fli.

[0021] PR HIBT A TgG 2 sa BEHTIA A SR« YR FU | Sl s Bl i — A

[0022]  FTIRFHTA TeG B e FEHLAh U5 sl Gl b 1) — b o

[0023] PR EFRPLAAE a PP A DL N M AT BRI A 2 E .

[0024]  FTIRIIEARPLAR b FR LA B FIEARPUIR ¢ WP BT C [RII BIAS RN 4 2 e B
e 2 s REHUAR T — A, Hoh SR PiiR b PIIHUER B MIEARPiE ¢ PIIHUER C Al kA%
LSRRI R S .

[0025]  JTids i) 2 pu BT 1A A BLU S S5 d s 153 SR st T B U ) — ol B8 v BT A A B
P B U R —

[0026] TR KIS briiA b i P4 B ILLE R % TeG, AN B FRPTLAA ¢t LA C ikl
TP TG

[0027]  Frid R W0 2 b AL 1) Cenp—B Hit It 8 (1 4 20 i Jir % 36 2k ve [ A 25 IR 3R 45 1
Cenp-B HLJR & H .

[0028]  fIrik Cenp—B Fi 5t £ 2 i K JW AT B Jir A% 5 a2k £ v e A 55 B i SRS B 20 2
Ho

[0020]  PITiR A i B HIAE AR B NI L 2% 4 AR AR .

[0030] M3 # A & B R A 1 A g FE Bt AR A] @ 1L B Kohler %% (Continuouscul tures
of fused cells secreting antibody of predefinedspecificity[]J].Nature,
1975(256) :495-497) 155G $i i 1) 2% A2 V5 BEAT il %, B0 T Al 1 E 41 DNA R 2R AT
2% (L2 B & F) 4816567) . “H 1g % P A" [ Clackson 2% (Making antibody
fragments using phagedisplay libraries[]J].Nature, 1991 :624-628) F1 Marks %&
(By-passingimmunization :Human antibodies from V-gene libraries displayed
onphage[J]. Journal of Molecular Biology, 1991 :581-597) iR $% A MW B AR BHTAA SCJEE
.

[0031]  HRAE A i B N FH (1) 22 v B pi AR m i R A7 2 (S 2 SRR J7 v . D,
2000 :15-26) @i G IZBPIHKH % o

[0032]  AKHIY SPAProtein G JEZKIL A EHATN, t1 J. P& 055 (77
T ESLI YRR . (M1, 2002 :1228-1232) IR 1K T i JRUAZ Rk s AL A

[0033] {1k A B 5 07 T IR —Fof B A% < /2 ATt Cenp—B L A4 A W K 20K 1) i) 6 7 725,
PZ AR FH R 2R 5 A N R IR AT 4 2% B A I MR /K SRR R 3 [R) 2 e, FURPREAE T1% 75 1%
(EREEAY2

[0034] DR 1, AR 21 4 22 A0 40 I 1) ) 2%

[0035] (1) Cenp-B H)sitt FH il &, M R A2 3R e B AL FE PRI 3R A5 Cenp-B FREEH
[0036]  (2) Ehrdifhk c M+ 0. IM B ERPH R YIS AA 8 pH 7.0 ~ 9. 0, BRI HIL 1A
SRR 4 ~ 25 1 g Hilk C, HiEHE 10 ~ 30min, SR 5 I BSA B 0.5 ~ 5%, i
F# 10 ~ 30min, B0, 55 FIG, RRUTIE FHPER IR BERR 2 ~ 3 40 R 70— WA AR IR
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PRI ER, B ACHA

[0037]  (3) MR 4T 4 25 E Bl I (1) il 2%, AL I 22 v A B 0 3R (1) Hil4% 1) Cenp—B $iJR
WREASZIRE N 0.5 ~ 1. 5mg/mL, t04% T4 HR £T 4 25 B 45 M R0 0 26 b 5 P A0 ol P 2 o v
BB ¢ FRES 0.8 ~ 2. 0mg/mL, LA 1 ~ 10 1 1/cm G4 TRy BR 4T 4 22 1 i 2k b, i
FRAT A 2= R B & 1P DU BT 3T°CHLT & H

[0038]  JLIR 2, 45 A K44

[0039] (1) EArPifk a B2 FH 0. IM BRER BRI 1T SR 4: pH 7.0 ~ 9. 0, # R T4
LRI I 4 ~ 25 1 g FiAk A, PidE 10 ~ 30min, 2RJ5MIN BSA BEIKEE 0.5 ~ 5%, Jiit
F 10 ~ 30min, B0, 55 B3, BUTHE YRR 2 ~ 3%, RIRH 00 2 —WILE AR IR
ERIGDIE B, B ACHA

[0040]  (2) ArPifk b BIHIE T 0. IMBRER BN TR A S pH 7.0 ~ 9. 0, =TI
LRI 4 ~ 25 1 g Hifk B, Pikk 10 ~ 30min, 4RGN BSA B EUKEE 0.5 ~ 5%, it
# 10 ~ 30min, B0, 55 B3, BUTHE AP PR 2 ~ 3k, RIKH 50 2 —WILH AR R
PRSI ER, B ACHA

[0041]  (3) 54 HHI% LA FRIRR B HL [ R AR, ST )5, B S APk a M brdt
HbiREG )G, LLO. 5 ~4u 1/cm [f I RBIRTE AL BE R R IEIE b, 25°C~ 3T C TR JG1545 &
BOEEGHE T 2C~ STHRIREE F&H

[0042]  JBE 3, FESHEMK 4%

[0043] K 33 38 4T 4 i 8 AL FE R TSR B IS HBORE S B AR LR T 3T O TR & S
[0044]  JDHR 4, 4RI AR B F5FRE WG 22 i A0 38 1-3 BTl 58 B RS R 41 4 32 A
BT 4 G R S BRI K

[0045] DR 5, DU 4 Pkl VE 58 e RIA L, I il 4t 2%

[0046]  TEFTIRIFAER L) (2) b, Shrifh c W& 0. IM BB R 5 I 746 pHS8. 0 ~
9.0, L RETH ARSI RBEIE NN 5 ~ 151 g Piik C, HiEHk 10 ~ 30min, RGN BSA 4
WRE 0.5 ~ 1%, HiHE 10 ~ 30min, B0y, F5 B35, K0T TE VR SBME S 2 ~ 3 W&, Kk
O3 VI AR ARAZ OB Ui B, B AC A& s ik ¢ hEhifi 186G,

[0047]  {ERTIARMIZIR 2 19 (1), SARPUIR a [IH14 J7708 B 0. IV B R B0 22 ph i 18 1
ARG pHAEZ 8.0 ~ 9. 0, A IR S WM Z 2 NN 5 ~ 150 g JLik A, , B 10 ~
30min, ZRJ5 M BSA RAUKRHE 0.5 ~ 1%, $idt 10 ~ 30min, B0, 57 B35, EUTTE PSR
ek 2 ~ 3k, RIRH 50 2 —WIE R RAF R DT Ve T, B 4 CRH s H Bk A Y
FHLA 186

[0048]  {EFTRIDIE 2 /9 (1) 1, SARPiik a 15 779500 A 0. I B R A 22 i i 1 1 i
AHa pH{ER 7.0 ~ 8. 0, I TR SR M 8 ~ 12 u g LA, HiF: 10 ~ 30min,
PRGN BSA BRAWRAE 0.5 ~ 1%, ik 10 ~ 30min, B0, 37 B3, W UTHE ISR PR G
2 ~ 3, RIKH 5 2 —WIEER R RAZBOIGUTIE ER, B 4C K M. R4 4hr SPAOD
30 2~ 4u1/cm B T45E8, TEE &M PPk A B ERPTA 186,

[0049] {EFTIRMIZIR 2 19 (1) o, ARPUIR a B8 77758 B 0. IV T B2 B0 2% b v 1A 1
e pH AR 5.0 ~ 6.5, AR TR R S M A 10 ~ 151 g HLR A, HiLH: 10 ~
30min, ZRJE I BSA FEEIRIZ 0.5 ~ 1%, HitFF 10 ~ 30min, B0, 57 L35 R U0 DS

9
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ek 2 ~ 3K, RIKH 153 22— WG AR I ORAF R DT BB, B 4°C a8 H o SR 44 b SPA
0D 20 2~ 4u1/cmWHR TG E8, TGS M HAp Pk A A% IKE A =

[0050]  TEPTRFAER 2 (1) (2) 1, GARPUE b 12 T35 28 FH 0. IM B BR A S e v 15 iR
G pH{EZR 7.0 ~ 8. 0, I BT IAR BV SENZ M 5 ~ 15w g HLiA B, F 16, Bt 10 ~
30min, 2R S5 M BSA LUK E 0.5 ~ 1%, Bl 10 ~ 30min, B0, 55 B3, B T3 H BEE
ek 2 ~ 3, RIKH+53 2 —WIE R RAE ORIl R, B 4°C &, b Pk B h
TgGo

[0051] AR (08K 2 19 (3) A, ¥l 2 W 0 S bR Pk a MG FRPUIR b $Z AR LE 20 ~
40 1 15 ~ 20 LR A, H BIO-Dot BEFEALLA 2.0 ~ 4 1 1/cm Wiy £E TAR 3 (1) AR i L,
25°C~ 3TCTIRIGL G, R SFET 2C~ 8CHHEE N & s b & rdifk a
PR A R EEREE A S50, SRR b AR 186,

[0052]  FTiR IR It B ARt — 2 pH RS 1 5 5 48 S0 S TR e 14 4 2 BT 5 16T H A
RS T3 B, A AR ] 1 8 DA T SRR R4 LA Aucl- %08 v R L B
T AR e e ) —FiofRas . A A il T A RS T B R A R AN R, BRI, 4 P 75 1
FAFARANF , 75 B IR GS SHe A 2 SL R IR R 2R IR pHe — MR UL, BUAFR G T 77 I 22 PP
AT DLk Bk B B B R % 1 AR T PR 0 VR TR R 2 1T 5, JLVR N 0.1 ~ 0. 5M, pH ly 5 ~
10,

[0053]  ATIRMIDER 3 H, UIE R 480 58 FEARIE A Amm AT 3mm 59 Ff

[0054] A& B K1 s 1A 4 JE M V2Bt Cenp—B P AAAS IR 4R 10 B, B2 s PEAS U if v
Bt Cenp—B HLA, NS W S I & AR 2

[0055] 7 %z BH Fy kG 00 Jisd 3 EL A4k Ay 3 P 516 R0 2 7 44k 1) T 20 6 IR 1 CENP-B $R R 1, 4
PR a FIE bR 1gG 1 I AR AR IC A4, Wik T 456 5, R TR B2 A A Il if v A
i AR E AL Cenp—B Pidk. KNI, FEAKAE Z AT Ik 3) 245 & BIFRIE R R S brid B
EY AP N 1gG MEFRPUEK a 55 TR 1e6- &hrPitk a BAY), T BN, LA
186— &Pk a BAVIWIS IR AT 4 25 B A UK 50 17 5T, 25 5 #F 54 A T Cenp—B Pifk,
N 1gG- Ehrdith a BEY)50H TR AT 4 22 g IR ZE %) Cenp-B PR F R4
SV A RN, T FRPUE (a)— A TgG—Cenp—B i J5 1 A = BEAK 52 &1 i ol ik B4
FERTIN R b, BT s BT R I R AL (44 s T B 41N 4R LWk Bl M A, &R 16 5
0% TERH IR AT 4 22 A I T 45 48 B RI=EBi e oG R AR = ) S e e N R B 18T e 4R
TE i 4 B BRI R AL 5y, Z RIRE A B R4k Z A K3 b, PRI AE RS
TN 2 FH T4 4 8 R I 4 (VR R B 5 S 5 T 5 5 AN & L Cenp—B HL ik, S brdifk
a BRI, A5 A4 TERH R 21 4 25 004 IS A I 2 B 1Y) Cenp—B B it B R AE s K
I, PR L AEAS I S A 3 IR 2L 4%l s AR PLiR a GRSk ) 1) 57 RIA K, T GArfe
1gG 2R3 ) AT 500 4% T A R 41 4 25 F L X 45 e A Bt f 1eG R AR RS S 1) 2 S Y.
A% B, BT & S AE s 4k BB R AL G4y, IRGANAE s 4 b B 4% 40 ok [ Pk &5
.

[0056] A% % BHAG DR TR B 3R PR A Al IR I N B AR 4, SEIL T ke e M &
RGP e BRI PERE . 5 1 AT T i IR 7 Ak ELTSA GRI AR, U5 E # 2 A H)
2k, A2 S A 7 2 PR, RS IS TR) S B 510 430, J)is 45 B (E . A AR R BH (R 4R AL
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AR m R U SRR, RE T PR R PSS, b AR s WA T HR 4
P, TR, BE i AL 35 2 S a6 RTINS TSI A 7 3K

[0057] SR HIARIN T VEAHEE , AR BIA A -

[0058] 1. AN BH MR AE T35 R B0 K IE 1 Cenp-B LIRS A B RN H TR G ET
TG, KR T A R AR, 3o g R i 4K m RS G 356 HH BT Cenp—B PLAA BT A7 BH A
A CHER KT 25RU/ml FIREAS ) S

[0059] 2. AR BIRIR R A PE AR . AR B AT AL BT Cenp—B FLARIIAS IR 48T 75
[z LR DU A BDHTA TG 3 SPA 8K PROTEIN G HifAk C. Bk BL PR 1, H i 443K 4K
BT FH AR /D, BT 3@ i ) S i Ak RS sk B 0, PR A RIR T B I AL SE R TR
JRE A

[0060] 3. 5 AFFHIA TP Cenp-B HUAK I K HAth 7 A0 L, AR HFRKEH T L
HoAh 7V AN B8 EE LRI s, AR IS TB) %6 (5 ~ 10min) s AN BATAT R R AN 2%, ] S IR
ARG IN AN T8 BB AS I B4 fe M0, SURR — 20 N, AR N 52 TG J 85 I, A0 00 e AR s %R
FETCHFIR B R, TR TR, i Ar s 7 (0, SRR 17 24 M H .

R 1 152 BF

[0061] ] 1 A< s B R 1 5 A /s i P

[0062] & 2 AR INZS SR s K .

[o063] I

[0064] & 2a iR INFES, )RV 3 ~ Bmin B W] BRI X D FIEHIX EAHNAL B FH
PR LT 45

[0065] 2b FT7R A G IX B ARSI X D 2 IR A0 A 4, 45 R BRI, 1 B I
TP Cenp—B Pk ;

[0066] 2¢ TR A < HAERS X B U — 2 SR A0 4k, K X D A HE B 4T 2 4% v
g R B, BB IS AN BT Cenp—B PLiAk

[0067] & 2d.2e Fr7R2hy < WHEHIX E A IR A A5, LIl X D &5 4410 IR,
H U8 B R AR 2

BIRLHEA

[0068] A BH T ik e A4 4 2% R MFVZEHT Cenp—B HLAK IR 4AE, W1 | iR, iR 462
FEJERMR 7 b B — 0 1) 55— MOV AH 48 B RS W B R 4T 4 22 E Bl 3. 45 548 2 R AR 1,
7K 6,

[0069] 542 FAMH GARPUE a FIGFRPIA b, AP a BB A N FEDiR 16 &
PR R BT TG EArPrk sk #IZ BB A T (SPA) EhrPiiRsk BEER I G B 1 & FrPLk
SARPUE b TR B R TG

[0070]  FHERAT 4 =t 3 B BRI 4 FlmE 4k 5, 4k 4 WH Cenp-B HiJi
WA, R 5 WHE ShRPUE o, SARBUER ¢ PIBTE N BT 186,

[0071] TN THI 45 G FL A St 49 R0 B 1), 0 — D R A & B

[0072]  SEjiif] 1 Cenp-B P g H i+

11
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[0073] N H T A4 Cenp—B Bt J5 5 [ 2 18 i 2 D8] Sl 1 AR 3t JE 40 BE 1A, 4R i 2R
JEAZ R IE HAR B Th R IE A3 NUR I Cenp-B HtJR & (. HoAdr, Cenp-B HiJR & K T
aifb E R TR R A

[0074]  SZjifs] 2 Prikdd &

[0075]  Hifk A KBtk C Ptk B HI IR T7 R Gil#s . Hhdusk A PPN 1g6 Ptk C &
Uik B — A AEEEE ) EAZ R (s) BRI (ip) v 5 A4k e Sz Jis R AZ: 57 i
4,

[0076]  J@IL¥ 0. 05mg ~ Img HBedilF (7l L =EsMNR ) 5 3 5 AFRE Freund’s
SN FINRA 1R BN G RS  RAE B S N 2 i 5, — N A s 1/5
2 1/10 JAYIE N 186 1) Freund” s 58 A FNRA A 2 ML) B2 T 1 569 0 In s S o
7~ 14 KIgHshi, @ miEdi A 1eG M. XFahihnag R B2 R E R 61,
TEVF 2 S 2= BRI R T 2487 2 SCEBUIR R 53, B, BREEIE 55 (O 25 S 7
Yo T MR G0 3% BB A7) (R ST I 40 Je A 4t 7k 2B AL, 491 il i 5 v 1 R 4 A il BE
it Epstein-Barr i 8284k, I B & RE K 1A B BIHUAR T 858 EHik (Kohler, Milstein.

Derivation of specificantibody—producing tissue culture and tumor lines by cell

fusion[J]. European Journal of Immunology,1976 :501-511),

[0077] W] JE ik K AT B R A% 3R IE v B AL SR R SR il & B ik A R E AL A A ER B A
MREERE G S, RAEEAE 7 ES W ). A E % (T rEsciBfam . M, 2002
1228-1232) , BRE L AL S 4 A 8 BK B A S T BCREER IR G 2R

[o078]  SEjifs) 3

[0079] ARG VWil 4%

[0080] K 0. 01 % I¥) HAuCL, ¥ In#4 22 s , S80I A\ B 100mL HAuCL, VNN I == 1K)
M ST B NG 6, AR5 R HE W6, P AR IR AL, 206 7 ~ 10min HEIRIZ BH (146
ZLth . BB AL (0. 45 v m) &, UL 2L rh IR S e v BRIR AN 24 .
) 48 1 R e AR G D U 4 ¥ 35 7 T B N V) , YT B et DR A0 D K B B Sk IR T
TEPII I .

[0081] At AT FH I SRR AT LA AR R — 40 (Frens 1973) JBRIR - YR — 47 (Slot
5 Gueeze 1985 4 ) « I, RIEAH AT IR =4, SEOLE A 1 AT IR =4 .

[0082]  HCrp By B A5 A8 . 400K v, AT R R IR E A . HOK N 2 B4k, i
PHZIL 18. 2MQ

[0083]  WAR GV &L b, SR I BCHI AR -

[0084] 1. HAuCl, HRCH] « B AUKE R A IR, L 1 % %, & 4 C %R A8 A
Ho 1000mL 1% HAuCl, ¥V EC /7 :10g HAuCl,. 8 4li/KE 2% 1000mL,

[0085] 2. 1 %FFEEIR =AML : 1 %2 IR = 4N (Sodium Citrate) FIECH] - B4l K¥E
fit Sodium Citrate, F/% 1 %%, 0. 22 um FEJES, ILECHLA .

[o086]  SEZjififsl 4

[0087] A BH MR G ENTIZPT Cenp—B HLAAS I LR 1) 6l 25 7772, BARGFE M DEE -
[0088] SR 1, KPR 4T 4k 25 A4 i 1) i 4%

[0089] (1) SRHSEHtfs) 1| 177344 Cenp-B HLIREH
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[0090]  (2) EPHifk 1eG EARPUARIHIE -

[0091]  FH O. IM B PR St 3 il & A& pH 7.0 ~ 9. 0, R TR ST 5%
A 4 ~ 251 g “EHIM 1GG, HidE 10 ~ 30min, 485 IIA BSA ZAWKE 0.5 ~ 1%, hidf:
10 ~ 30min, B0, 55 FIE, B UTHE HPERBIES 2 ~ 3 IR, RIKH 5 2 — WG R ORAF
WD ER, B 4CHAH ;

[0092]  (3) AHERAT4E F AT 3 il &, AL B N2 i AR R Cenp—B PR 1 R IRFE N
1.0 ~ 1. 5mg/mL, J{%& BIO-Dot {45, WiiR TAHIRET 4E 22 5 (NC) _LAG LR 4 A, ST 45 A 3
2 ¥iig, PRZE G H 2 29 9. 5mm, 4§ Cenp—B PR 8 AL T ER 4T 4E S A AT ZE 4 |
[0093]  FHAEMZZ PG Ehi R 1e6 Fkea) 0.8 ~ 1. bmg/mL, LA 1 ~ 101 1/cm F BIO-Dot
IXERWHR TAHIR AT e 2 (NC) LRI /KR 6 [0 s 2k 5 Ab, BRMRK#4 6 2 9mm, A0 2%
4 5F¥sEk 5 i) 5 ~ 8mm, WIZE AL AN A) . 3TCOHET, B34 .

[0094] AT A AL B2 rpi v] LR R £, B R £, B IR 2L, Tris-HCI 5K Tris— BEMREE,
BEfR 2k, b2, 55655, gz iyl 1K) B W o SR — 5 pH R0 - i FE AT 2 1 A0 40 0 24 ] A 40
T NC JBE, G2 pH A — R4 6 ~ 9.5 Ju[E N, ikl 6.5 ~ 7.5 [ G ya [ A,
HEEE RN pHAE R 7.0 ~ 7.4 JEFEI N . St A .

[0095] P [FIAHER 4T 4 &= (NC) W] LI ATART 7y b AL A R 2T 4 23 i, S&SAE99. whatman
Spum.millipore M135.sartorius CN140 2&. {#H K EAKR NC AR A K IHE <8k, (52
ERRRINE P, B3R JLAR NC AT DR A AIE . AR A58 1) 35 A [R) 326 i v PR R R AN [ 9%
PRV AL BRI, 5 B RS DN 22 BT AR S V85 R A AN [RIRE BE (1) 22 B, 2 IR OR R R 3 I 4k 4%
ANIEY, HEams BB TR B IR G, (R HGIE A A 28R 4Rk I BEALIE 1) NC JE

[0096] IR 2, &A%

[0097] (1) EHLA TG EARBUARKIEIE < FH 0. IV BRER BT Sl 3 il 2% i B 1K 4 pH
8.0~ 9.0, AT EEREEIN 8 ~ 121 g EHLA 16, HEHE 10 ~ 30min, 2R )5 0
A BSA BLWF 0.5~ 1%, $idE 10 ~ 30min, BL, F5 B35, B UTTE PRI TRVE: 2 ~ 3 1K,
KK A5 2 —HIE R RAFBG DTE A, B 4CHH

[0098]  (2) & 1gG EArHUIARRIHIZS 0. IMBRERHN T S HEH) 3 )4 i IR 7K 4 pH {5 22
7.0 ~ 8.0, I HZTHRAEEEREE NN 8 ~ 121 g 16, HLFE 10 ~ 30min, 2R J5 A
BSA RAIKAE 0.5~ 1%, B 10 ~ 30min, B0, 57 B3, B UTHE VRGBS 2 ~ 3R, K
K53 22 — W RAE B DE R, B 4 CEH

[0099]  (3) Z5& AR LM IR 30 7380, 3TCHET, ¥ FEPTA 186 BH5
PO 1g6 SArbiiAta— 2 ML HIIR G 5, F BIO-Dot {¢#s, LL 0.5 ~ 4 1 1/cm [ =W
IR UL IR b, 25°C ~ 3TCTI&, fe TR e R R R & G 2, 868 2 I de,
B2C~8CHM. BT 2C~SCHMEE N4 ;

[0100]  &5&E W& R, AT AT H 22 P a5 LU LR -

[0101]  (a) &7 1% PVA.0. 71% Na,P0,.1% BSA.0. 05% NaN,.0. 1% TritonX-100 ;
[0102]  (b) 1% PVA.1% BSA.0. 05% PROCLIN™300.0. 1% TritonX-100, pH7. OPBS ;

[0103]  (c) 1% PVA.1% BSA.0. 05% PROCLIN™300, pH7. OPBS ;

[0104]  (d) &7 1% PVA.0. 71% Na,P0,.1% BSA.0. 05% NaN,.0. 1% Tween—20 ;

[0105]  (e) & 1% PVA.0. 71% Na,P0,.1% BSA.0. 05% NaN,.0. 1% Tween—20, pH7. OPBS ;
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[ot06] LA 1) 2% i v 7 22 b (), BRL R & 5 DXl BRI A ot 1) e oK 40 7% 6
PROCLIN™300 F1 NaN, B B VE ], 7 Tween—20 HA ZHy5 MEKIER .

[0107]  ZEHIN 1 GARHUAM R TG BARPUIAZ R KRS Eea) n] LUK IR R 77 51T -
[o108]  TH il FITSK A0 FEAHA € fe TG @ AnHLAART 0D20, f BIO-Dot WifE 1 1 1/cm W T-Hiikk
PRI L, H 0. OIMPBS 24 FAESZ i, BIVREAT 21 FIUI R0 200 € i B2 PR 4% Y » 7 fi TG <
PRPUIARR N OD W&l 1u 1,

[0109] Bt J5 ¥ EHT AN TG ExbrpiiRdhAT 10 FERR R B £ FE 0D 100.80.60.40.20, 2R 544
B 1gG SARHUARRE R 2K Z 0D 20, FH BIO-Dot LA EZHi N TG Ebrfifkfify 16 4
PRELATR-EWE S 3 1 1/ cm W T Kb PH AT 1R 5 MR 5L, 4 ol & RO BR 4T 4 R A0 g it 3. 45 & 3
2 FEARE 1R K E 6 AR YRS T Ieetie 7 b, AR I i 5 225 A i3 B P i v 1R
X% o FIEARYE < S0P (35 RN £ 4 T4k 5 W 4 B E R AL — SO KR, Ik 2
LR IMTE BE H I, BV M35 T 45y RIS OD {8, BP Xty v H &l i AR5 15
0D20 ~ 40 B T EE R,

[o110]  JDIR 3, FE S %

[o111] I eT 4Nt 45ml/ v, FHEE MR SR T BB AT 4E i b, T 37 CHtT 515
FESL R, FE R R, 2

[o112] 2PN LU e 46 LR LA -

[0113] (a)0. 05M Borax.0.01MPBS(pH 7.0).0.1 % Sodium Casein.l % PEG20000.2 %
BSA.0. 05% NaN, ;

[0114] (b) 0. 05M Borax.0.0IMPBS(pH 7.0).0.1 % Sodium Casein.l % PEG20000.2 %
Casein.0. 05% NaN; ;

[0115]  (c)0.05M Tris—cl (pH 7.0).0.0IMPBS.0. 1% Sodium Casein.1% PEG20000.2%
Casein.0. 05% NaN,,

[o116]  PLIEMIZEM B ZZ ML (a) » PR A BAT DR B SE PR A o 1) B K 23 93, Na, 27
FEVER o

[0117] DR 4

[o118] B S AT IRl I BY

[o119]  FEMEEIER V)  F B UIALE AL 2P RS PVC il i 1 RS AR 55 B RIS 28em, 56
2. 4em, BT R4 H o

[0120]  WRKERFRD] < FHERACH LR K AR D) i 5 PVC il R ECAR S5 FE B 28cem, 58 3em
il R K, BT TR e

[0121]  Z5EBEEY)  HE VIV 456 B P10 PYC Hil e i SR S5 FE RIS 28cem, %5
2. 4em, B M2 H .

[0122]  AHERET 4E R AR Y)  FHE AWK AN IR 4T 4 2= Ak U Rl 5 PVC il B ) JES Al
K FRIK 28cm, B Lem, BT H % H .

[0123]  HAHPRET 4 = AR 3. 4 G 8 2 FE AR ER | IRUK R 6 42 K] 1 BT /R KIRJZE B AE PVC
BRI R AR 7 b, ORI 2R 2R TRV B N A5 hIE 25°C~ 37°C, IS 20% ~ 30% .
[0124]  DIR5

[0125]  UI4& DDA HURE RAR DI 80 A B A 98 P4 — 5 BRI A 2. 5mm ~ 4mm (1]
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B, BN LA, R RS = N AR (RISSPHMEREAS ) , 47 B ORI R WK 2d,
B IGARRE S e 2 iy, W7 g o o e i A G A% 7 o

[0126]  ZHE . AU%E o 1 A6 U IF AR 46 20 255 7 46 U ik 4 B, A58 A 7 o) v 3R 46
(R it B, 5 SR S 7 6 AR 0 DX R 4 1) X, 28 28 2 () 3L B A 48 Il 7 25°C ~ 37°C, Vg
20%~ 30% o 5T HEF) UL A FE S NAE RS B AR AN AR L, T 4 ~ 25 CREGIRAT
[0127]  7E BRI ARG JZHTEDL Cenp—B HU AR I AR il 25 L FE vh, #9852 7 ¥
wr .

[0128]  1.0. IM B BR#H L il « P /K EC i, 0. 22 wm YR IS, & 4°C &M, AU —1
H o 1000mL 0. IM K,CO, YW AC 7 :13. 8g K,CO, #BAL/KE A S 1000mL,

[0129] 2. 10% BSA [IECH] - B4 KBCH], 0. 05 % S % (NaN,) , 0. 22 um fiEggnt, B 4°C
2 FH L A O R . 1000mL 10 % BSAVSYRIL /7 :100g BSA, 0. 5g NaN, ;H4li7K 2 25 2 1000mL.
[0130] 3. & #¢ 2% W W 19 B i :9gNacl. 1. 15gNa,HP0,.0. 23g NaH,P0,.10gSucrose.
0. 5gEDTA %5+ 1L 4K, s T 4 CEH.

[0131] 4. YRS RIRAZ IR A L -

[0132] 2% BSA.0.05% (NaN,) .0.01M pH 7. 2PBS,0. 22 um &, B 4°C&H, B
Jilo 1000mL bRic PR ARAEIREL 77 20 BSAL0. 5g NaN,.0. 01MpH 7. 2PBS £ %% 1000mL,
[0133] 5. EFrMBETR L -

[0134]  1000mL F& B AT EC ) 2. 423g tris, 10gBSA, 0. 2gNaN, ¥ T-#a4li/k 37, 38 pH 8.0,
SEZF] 1000mL.

[0135]  FHAGRSIBCR b B 2 TAEWIE S, I 20% Sucrose H1 5% (1] 8k .

[0136]  SZJEfH) 5

[0137] %S 9] () S A4 4 JE ATt Cenp—B BUAA K IR 4€ 1 il 4% 05 i, HOD IR IE AR b 5
) 4 AR R, SRR SR PR 2 th (D) BISEPTA 1eG Ebrbu ik i il o5 20 B4 4 i
EIERE A 1 (SPA) EhrPiiknml &, BAau T

[0138]  FH pH 9.0 0. 2M BER G 1 19 A4 4 pH {H %2 5. 0 ~ 6. 5, I IR IR Sl
ZEMEB N 10 ~ 15 1 gSPA & [, B HE 10 ~ 30min, RGN BSA WK 0.5 ~ 1%, itk
10 ~ 30min, B0, 35 L3 BUTHE YRGBT 2 ~ 3 I RIRH 5 2 — VIR R R4
WU R, B AC&H

[0139]  iZSLHERIIR 2 PRI ZERET A R (SPA) SARPUiRAIf 1eG SFrPiik 2 B VR
A He T LAAK B SR 4 197 0T

[0140]  SCJEf5] 6

[0141] S5 () S A 4 JE AT Cenp—B HO AR IR 46 A sl 4% 5 v, HOD IR AR b 5
) 4 AR TR, SRR SR PR 2 R (1) BIEEBTA 186G SAnBuik it fil s D IR 4 i
PN 16 Bkl , BAAmT -

[0142]  FH O. IMBRBRAF T IR A G pHAE £ 7. 0 ~ 8. 0, I MHZTHRIA SRS AN 8 ~
121 g BTN 16, HEHE 10 ~ 30min, SR 5 I BSA ELHIE 0.5 ~ 1%, HiFE 10 ~ 30min,
B0y, 31 _LIE, DT PRSI ES 2 ~ 3 WG R0 2 — WILE R B AR AR e
=, HACHKH.

[0143]  ZSEHEBID IR 2 P ERBTN 18G AT 18 SRR MRS L g AT LA
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WIS 4 18 77 V80T

[0144]  SLjiEf) 7

[0145] iS5 () S A4 G JE AT Cenp—B BU AR IR A€ i il 4% 05 v, HOD IR IE AR b 5z
) 4 AR R, SURRZ ST DR 2 F (1) BISEBTIA 166 SAhrbu ik it il 25 0 B2 4 by %
BB G B A S brPUAR &, Rk .

[0146]  HI pH 9.0 0. 2M BHRRSE MR 15 A4 pH A %2 5. 0 ~ 6. 5, FRF = TR A SV
ZEAE NN 10 ~ 151 g BEERE G 221, BidE 10 ~ 30min, RGN BSA B4R 0.5 ~ 1%,
PiFk 10 ~ 30min, B0, 7 B35, B OTE PRI PEG 2 ~ 3 0 RIKH 170 2 —WITH AR
R UIIE ER, B 4C&H.

[0147]  ZSEHEBD R 2t FIREER B G S A S hRPUIAR R 196 Sxbriih 2 [ TR A L n]
DK R S tis) 4 (975 AT

[0148] AR BHHE BRI Cenp-B HLI A 5| AN BIR ARG JEHTIEDL Cenp—B HL A A
4K, BESEDLIM R FEAS H 0T Cenp—B FLARKIAS I, BE DL 8 FE M 4 Bh i Wi kAT 1 R ZetdifL
hiE o

[0149]  SCjEf5] 8

[0150]  FEACALIHE

[0151]  HAf 1 ~ 5ml, EHAREEE 5 4815, 3000 ~ 5000g/5min ~ 10min, B FiE 14535
AL VAT, B0 100 1 1 LL AR RE N o

[0152]  FHAEIIAESS IR CL b 50 ~ 70 u 1 FEAR TFEME, 28 NEE . 8 RS
MIBEREARZENR RGN 3 ~ 5 1 THE A b, 5 ~ 10min WEE4EE B, MR 41 H IR vt Sk 0352 B
PR EE R

[0153]  SIjds] 9 )& iR WAl PR M BE VP A

[0154]  ZSEHEBI IR R &Pt Cenp—B HUAKL IR AL S bR PR a IPUIAR A PLIE S SPA, BT
&b LA B AT TeG, Pk ¢ BIPUANFEDUR 186, M HARACTEAT I R M BE1ZEAT LR PF
filio

[0155] 1. Fa@Mhidie

[o156] 1.1 37°Chnidikae it

[0157]  HR4CE T 37 CUEAT ME SEEe, BRI = P s i b AT D0t 3 i B BH M 2
Fih (410 40 ) BIBTFHMERT & A it p s 25 Bk AR AR AR e . 4 DRGSR R,
JFES i ARSI 25 SR A T, 25 BB 225 S IKBH B MR & %00 100% . BHBAE 25 5 4
10 4351 Cenp—B HLAARH HEMLIEA 10 4331 Cenp—B P& MEMIE.

[0158] 1.2 ACHamE s

[0159]  HiA4CE T 4°CHATH MR e M SE 40, B H U A = P g s K, [RIRE a8 ok BH fH
Y225 (45 10 ) BIFIBHPERT & A oRE 2 Bk IR AR A e k. 12 S H a4 R
TR A ARSI 4 IR A T, 5 AN PP 225 S BABR R A R 8 100% . 18 A H J5 4
RN, S S BB ERT G058 100% o 24 A H ki gh f 8w, I —4)
BEATE . 254 DL B BB ARAE 2 ~ 8 CICAE, 2 S A FE I

[0160] 2. Z W RAELSE

[0161]  MIEIRH ARSI 100 012 0 R R AR TR (PSS) i ALY, 100 4312 (%) PBC
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i AL 378 D 0 e e R4 5 W 5 PO PR B LT eS80 PSS 3 A i
TR, Smin JEGEF G AT -

[0162]
FEAKAY FEAEL P FH %
&R Af2 PSS Ji A 100 39 61
1% R A2 PBC Ji A 100 82 18

[0163]  AR¥E LiZe v 45 AL, R4 4T 100 40 B UL 1) PSS 5 A I3, 7] LLR A $t Cenp—B
PURFHME IR A S 61 41, FIPEREAE N 39 4] XT 100 43 #12 1¢) PBC s A LIS,
Pt Cenp—B HUAR B KIFE AL &2 4 18 4], B HEAE A S 82 il Rl bl i v AT HH -

[0164] PSS izt REE (%) = 61/(39+61) X 100% = 61%

[0165]  PBC [Ji2 Wi REEE (% ) = 18/ (18+82) X 100% = 18%

[o166] 3. 2 Wik 5

[0167]1 M PR i B2 24 Be ik 1 25 135 135 300 43, I B il i1 I A4 4 i 4Rt it i B 45 1
(IR D BN b T SCER 20 i Bk ifn 22 AT A o Bmin TSR UWTT -

FEAZL B BH P
300 289 11

[0168] fi B MR I L35

[0169]  HR 45 Xif i REMR 1L 38 300 47 1L ¥ FROASE I (1) B8 v 45 51, & I8 £ {8 e ik 1. 2 A 00 75 Bt
Cenp—B PUIARFH M AL AZI 289 151, PRI i ok 1 5745 HH

[0170]  (A@RERRIE ) 2WiRE R (%) = 289/300X100% = 96. 33%

[0171] DL B A s BH (R R 1 AR PR e » 55 T A J B JEAR ) L e St )7 =, S 7E A R B
Ry E 2 .
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