(19) e AR EFNE ERFIR =G

%

T

(10) HIFAHS CN 102621314 A
(43) HiF A% H 2012.08.01

(12) R AR EF|HIF

(21) S 201110032332. 4
(22) HiEH 2011.01. 28

(71) RiEA LR A AR B IR A F)

btk 201203 b3 TT VR AR X SR VL E R [
X 1011 5 501 E A X
(712) KRN kg mlkss kA B0
INEM R
(74) ERRIBNM LR BUREEA R
INF 31224

RIBA B

(51) Int. CI.
GOIN 33/577(2006. 01)
GOIN 33/558(2006. 01)
GOIN 33/532(2006. 01)

BOMZERSS 3 00 B4 12 51 i 1 51

(54) & BREFR

A4 4 R AT BT Cenp—B HTAA R M1 4% f 3
&7
(57) HE

KR NTFE T — PR AR 4 JE VT IE$T Cenp-B
PR IR AR LA & T & E st
Cenp—B HLAARR MR AR, B 1 M B G 3 i
PR AT 4 25 BRI W K, BT IR A B 56 5
P 21 24 25 B A 5L TR I B pl R AR ) — DA R ) B
TR JEE AR T —OUPRS W75 o i b, H A& b
WA SV IUE a FIEARPUIA b IR ET4E 2 A IR
R AR 2 AN TR £, R £8 B0 4 AT Cenp-B
PURE H, TR B8 SRiE co AKRIFKH
[F] 42 G 2 W 52 925, SN Cenp-B HLJR B, A 45 &
EHNRE G BT T L 24040, SKSEHAT Cenp—B 7t
AR i RURE e R e R R R I R e R

— TENZ W T M R R AL S K .

CN 102621314

& ’
/ 7




CN 102621314 A W F E Kk B 1/3 7

L. — P ARG ENTVEDL Cenp—B FUAKINRLE, BFFA AR (1) (53 (2) JHRLT
HERBLPE (3) JIRKE (6), FTIRFER R (D) (E55 3 (2) HIRAT 4 R B (3) (/K
(6) MR (7) B— AR IR m BT AR (7) 19 5 — AR FL A RRE W AE T I (7) b, JURy
{EE:‘FA H

Pk i1 4h &8 (2) BAEA Shrdiik a MERPUE b

iR MAH R AT i 2 B i (3) B BRI (1) FmRsL (5), FriR kg (1) &
A Cenp—B PR, FriR I T4k B) kA SARHLIE c.

2. MRYEAHNE SR 1 Tk IR 4 E 2T Cenp—B HUAK IR LS, JUERELE T ik 4
Fpifk a PP A AP 16 BIaEHUR PN 186 2 FilEHLIR . M EKE A B2 (SPA) .
BEERER G 82 (Protein G) Hy—MpEk £ .

3. MRYEARIE SR 2 Tk (B 4 E 2T Cenp—B HUARK IR LS, FAFAELE T Tk i
LN 16 Z e BEPUAR N FRIR S Y8 IR ARV SR BRI P i — P s IR Pt N 16 B e St
AR SR B U5 P B — Rl

4. WREACR B SR | TR IR R G 2 TS Cenp—B HLARK IR A, HARIEAE T ik &
FRUE a FPIOPUIR A B2 ERE A KA.

5. MRIEARIE SR 1 BTk (A4 4 EHTEHT Cenp—B HUARK IR LS, FEFAELE T - BTk 1)
SRR b PR B FIEFRBUAR ¢ P IIFUIR C RIS SAN RIS A B v P LR Bl 2 v B ik
W — A, A S AR BUAR b P B MEARPUik ¢ FRIBUIR C R AR T 45 A TR b
BEZEY

6. HRYEAURIE SR 5 FT ik i1 R 1A 4 EHTHT Cenp—B HUAK IR LS, JLEFELE T - Tk i
Z g BTN FRUR S YR SRR SR BB BRIR A B — P, BT IR 1 B BB A BRI B IR
T —Fb.

7. RYEARE SR 1 TR B IR 4 EMTEHT Cenp—B HUAK IR LS, JUEFAELE T Tk i
Rl 2k BB 1) Cenp—B Pt £ 11 4y il it JRUR% 4 1A 5 B AL LRI 3R 1S 1) Cenp—B HLJRE A

8. — PR 1AL ENTEDT Cenp-B HUAK IR AR & 75 7%, HASHEAE T, BARBERG T
J 3%% :

R 1, AR A 4 2R A T ) 2%

(1) Cenp—B HiJ5L 8 [ ¥ il &, 18 JEA% 3R 1A S PR AL R [RI3R 47 Cenp—B HLIRE A ;

(2) EARPUIE ¢ Bl 0. IM BRER P B4 pH 7.0 ~ 9. 0, I G ZE - IR B
WEE NN 4 ~ 251 g Btk C, Hikk 10 ~ 30min, 4R 5 MM BSA LW 0.5 ~ 5%, Hitkt:
10 ~ 30min, B, 57 EIFH B UTIE YRS IRPESS 2 ~ 3 I RIKH 5 2 —WIE R R PR A7
WA R, B A CEH

(3) HSPRET Y 22 Al L iy il &, BB I 2 i AR A0 3R (1) #4561 Cenp—B Bt
RN 0.5 ~ 1. 5mg/mL, FLBE T AR 21 Y 22 A0 48 5 oA I 28 b 5 FH A% 5 % 1 8 R
ik ¢ FiRER] 0.8 ~ 2. 0mg/mL, LA 1 ~ 10w 1/cm f04% TR B 41 4 2 1 Fds 2 b, T BR 4T
YR AP E & I U BT 3STCHT & A

IR 2, A T %

(1) eFrpifh a Bkl A 0. IMBRER PRI MAE: pH 7.0 ~ 9. 0, i 2 AR IAEH
WEEIAN 4 ~ 251 g Bk A, BikE 10 ~ 30min, 4R J5 NN BSA &K FF 0.5 ~ 5%, Hii bt
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10 ~ 30min, &0, 3 _F3E, B UTHE FHPEEEDES 2 ~ 3 I, RIKH 5 2 — VIR R R ARAF
BB R, B ACHA

(2) EARPLrk b B H 0. IM BRER BT R4 pH 7.0 ~ 9. 0, B E T IR S %
WEE I 4 ~ 251 g Btk B, HikE 10 ~ 30min, 4R J5 M BSA L WKFF 0.5 ~ 5%, Hikt
10 ~ 30min, B0, 55 E3H B UTTE FHPEBEDES 2 ~ 3 I, RIKH 0 2 —WIE R fRAF
WO R, B ACHA

(3) &5 G HMIHI & A E R B R G, T 5, B S Arbiik a fEssbiik b

RBEJG,LL0.5 ~4u 1/cm K H EWHAE UL IR S AR I, 25°C~ 3T C TR 1E 4 5,
GEOHET 2°C~ ST F4H |

IR 3, FE S A%

W IR AT U R 22 Kb PR B T A S5 R S 2R, R BT 3T R & H

IR A, TE AR ERAR LB BRGNS 22 T IR D IR 1-3 PV 5 BRI AR I 41 4 22 A0 4
GEAE R K B

IR 5, IR 4 P E S RL, VI R 4t 4k o

9. WIRRIESK 8 FITid 1) 7 v, HRHAEAE T, FEPTR 23R 1 1 (2) ™, SARHLAE ¢ 1]
2% 0. IMBRPR BRI iR 4 pH 8.0 ~ 9. 0, I Z A IRIA G WENZ AN 5 ~ 150 g HL
1K C, BiFE 10 ~ 30min, 285 I\ BSA LK 0.5 ~ 1%, fitFF 10 ~ 30min, B0, FF LI,
EUTIE FH YRR BPES: 2 ~ 33K, RIKAH T3 2 — VI IR AR E A U TiE R, B4 CEH 5
HrhPifk ¢ HEDIR 16,

10. WM EESK 8 Prad i 77 v, HARFAEAE T, fEPTR (R0 3R 2 11 (1) o, FrPifk a 1
il 779 0. IM B R 2 b T 15 IR AR < pHAEL A 8. 0 ~ 9. 0, & BF IR MR B i W 22 12
BN 5 ~ 151 g Hifk A, , iEFE 10 ~ 30min, 85 I BSA BEIKIF 0.5 ~ 1%, fiidE 10 ~
30min, B0, 3¢ G, B UTIE B VR IRBESR 2 ~ 3 IR, Kk T4 2 — WG R R AR
DU ER, B ACHEH s Hhdifk A AFEHA 146,

L1, WAUM 2SR 8 FITal I 77 v, HRF AR AE T, fEFTR (K20 58 2 11 (1) o, ehrPifk a 11
£ 7532 0 0. IM Tk R B 2 b TR T AR 4 pHAEL 2R 7. 0 ~ 8. 0, I TH IR IR & i T 2%
BN 8 ~ 121 g Bk A, Hidk 10 ~ 30min, RGN BSA RLIRZ 0.5 ~ 1%, Hisk 10 ~
30min, B0, 3¢ FIE, B UTIE B YRR RPEL: 2 ~ 3 IR, Rk 45 2 — WG AR R AR
DIEER, B 4CE&M. SRGH4HE SPAOD 302 ~ 41 1/cm B T 448, THE&H 1
LA A B EPIA 16,

12. WM ELSK 8 FITad i 77 v, FRp AR AE T, fEFT R K20 88 2 1 (1) o, eFRPiik a 1
il 2% 732 F 0. IM B R PR S iy 1 19 A4 4 pHAEL R 5. 0 ~ 6. b, % R T IR S 518
TN 10 ~ 151 g Frdk A, Hi$k 10 ~ 30min, SR J5 I BSA REWKE 0.5 ~ 1%, Hidk 10 ~
30min, B0, 3¢ 3G, B UTTE FHVEGR DRSS 2 ~ 3 IR, Kk 4> 2 —WItH AR IR A7 00
DU ER, B ACHKH. SRFE4AHE SPA 0D 202 ~ 41 1/cm MU 4548, TG & H 1
LR A R RTEIKE A .

13, WML SR 8 Pk i 77 v, HRFAEAE T, TEFT R (R 2058 2 1) (2) o, hrPifk b 1
il 45 779 A 0. IM B IR B 0 1y A 19 IS AR < pHABL A2 7. 0 ~ 8. 0, & BF 2T IR i W 22 18
I 5 ~ 151 g Hifh B, % 1gG, HtdE 10 ~ 30min, SR JG NN BSA LR 0.5 ~ 1%, fitk
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10 ~ 30min, B0, 77 B35, BHUTTE R VRS VESR 2 ~ 3 Ik, RIRH 150 2 —WIEAR AR AR AT
W DIE ER, B 4CHH, PPk B A% 1eG.

14. WAL SR 8 Frd (1 7774, HRFEAE T, TR 2D 38 2 1) (3) Hh, B il & 4 if bRt
1 a FIGFRHUR b HARFALL 20 ~ 40 & 15 ~ 20 LAV 4, FH BIO-Dot M EALLL 2.0 ~ 41 1/
cm TR AE TAL TR K SR HG L |, 25°C ~ 37T C TR g A3, 45 5 3 EH S5 E T 2°C~ 8 CHIf
BE N s Hrh e brdifk a h iR A A& EKEE A SR, ShrPifk b A E&hrf 186,
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RRAK & R EH Cenp—B Piktail Xk R H B & 75 7%

F AR Gt
[0001] A% BH @ T 1= 2% f v I A, B K 310 B IR 1R 4 %0 9% 12 B 1 AR I it
Cenp—B HTLAR IR 48 S Ho il 24 i N

BREA

[0002] 1980 4F Moroi 5 IR K MPLE 2 Hbifk (Anti-CentromereAntibody, ACA) » H-
BT RoR ACA LT RIFR T B IR A8 i) R et AL IE (CREST Z-60E ) BFIMIET . X
P A A 5 B IR I G 8 A U, 3 A2 A B JR Ol CENP-A, CENP-B., CENP-C, 1H
CENP-B 4 EEHIPURRAL. I AR IS T Cenp—B IIILFRAL vo AR IE A BT 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] %t Cenp—B PR HI Hep—2 4 Ju 52 PRos VA A1 () B2 G 2 5 ARG M B . HoBrJsfr T
2 NS BAVESE DNA. L =2 H 4 CENP-A dr [ (19KD) , CENP-B 2 (80KD)
HICENP-C 7 1H (140KD) o JLrp CENP-B HUJ /L2 Wr &8 2 MEH o BN E R ITA ACA (3
22 ;1) PUAIEH DR .

[0004]  $i Cenp—B Hi & 3= Bt I T — & T X W HEAT M &R G2 ME i AL E (PSS) oy, U
& CREST ZR & iE ( N 85 UL# , Raynaud LR, (08 iz 5 D) B TR L, 45 I A2 AL, 18 20
M H 5K ), AL H 34 50-70 % ACAs X PSS ¥ il J5 8 £F, H IRtk i i I, 75 CREST
ZE A RE R N AR AR D 0 B 0 Bl R 9 AF (Barnshaw W, Bordwell B, Marino C, et
al. Their human chromosomalauto antigens are recognized by sera from patients
withanticentromere antiboedies. J Clin Invest, 1986 ;77 :426-430) .

[0005]  $it Cenp~B i {h T 7€ 25 % % BL tt Raynaud JL % (0 8 % h R E]. T 5
B2 JEU 95 0 % A 26, . Cenp—B B4 1 0 52 4 B O O A 5 522, (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 Jgt A MEAH VTP AL (10% —20% ) o {ELAE SR A filizh ik
SRSE, SLE 1R &M T ss A0k B v, bbb 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 Al SE K =% HI A I HT Cenp—B HT 44 1) J7 ¥ 3 B A7 g I A 22 W BT 77 1K
1 (enzyme linked immunosorbent assay, ELISA). [A] % o & %¢ Ot 7% (indirect
immunoflurescence, IFF) SR EJ757E (immunoblottingtest, IBT) <&t H s 43 #77E (Line
immuno assay, LIA) %%,

[0008] e REENIEVE B 45E T SDS-PAGE [ /43 % 1 F1 ELTSA V2 ) vy 7 ME RN UER I, 1H 5
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VERHXT 2%, SE O SR B0 i PR 77 = /NI 2, N7 BB b A0 5 2 R N R A S 3 =5 gk
AT SEIARATE » (RIS S 52 5 il FEE RV 057 7 WY [) S5 B 53 40 P RT3 1R s bl , a0 iy >R i 2 AN
HAFI RGBSR EE A . B At L et Cenp—B rAdt AR 7] & 3= 2
G P NI o

[0000]  [R)4Z Syl 9 SeiE I VR g il , (A TR ZE Bk N SRR R BR 11 98t Bk B M 22 &5
S R A ER — 2B A RN AIWHR 2, EMEAE s 7405 2 AT P = A= B 1, Ar
YEAG IR M, B AR 7 LA 2 2, A I IR TR, tHANTE 5 v 8 s A XA

[0010]  Ze A e 73 A ik 2 B H 10000 RS0 28, BT R PEAH N A 22, (R I AN 3 5 e
HFEAS HAT I o

[0011]  ELISA VAR A H T il AR AN g , R B, Harde) 2 A ], (ERAE LD
BB, T 2 UOMAEAIBEGR, S8 A S I AR i = /NI e, B 5 SR BN 5 41 52
i), e BERR A, N 22 T b G e 2 B R N SR AE B MY SE S 55 rR AT SER $RAE, 45 SEIR A k1B £
A,

[0012] A4 % EHTiE (gold-immunochromatography assay, GICA) +& W iK1 4
PRACHAR, BUBAR S A /s B2, LA IR ET 4E 2 MRk 4 [ AH , 38 1k 6 40 280N A ot 5
TEJ2 M 2% bk, e A ) 5 45 G 8 BRI Rl 2 ik Candui stk ) &
G SN, I SR ET YR R TR RE B PUR (BRI ) e AL G g5 S N T A 48 v 2k T
T 1 A TR AT DL R 28 2000 4% 77, 49 31 DL SE 50 5 21, 1 B PR IS I i) B 1 (Sikowicz G
et al.One-step chromatographic immunoassay for qualitativedetermination of
choricogonadotropin in urine.Clin Chem. 1990 (36) 1579-1586. ) . 18 F i5f FUERE S nee
BIFE S E, HOr PRI R 2 L 2R A0 (5 47 R R AT B BRI MR 45 SR . B ARG T
TIEAHEL, AT i TR, A2 5 ~ 10 408, 8R4 N /s I, B fel 3 L Padl, s AR
AT it is TS

[0013] {1 H B A e M 7 1, H AT E S sy b I 7 — 285000 B 5 S e KR 4K 4%
74, (BT Cenp—B PRI M o e 1 4040 [F N Ah i 37 EATS A IRl

XRAE

[0014] AT WY By ik R (R B AR TR D T 50 i A TR 24 I A A 5 R IR A < J 2 Mo i
BBt Cenp—B FUA IR I, [R5 YK Cenp—B Bt J5 2 11 3 F BBk 4 JE Ay, SR A TR) 4%
PRSI A HIDT Cenp—B HUAALIN , SEIL R Re 5  veir R« AR P O IU TE E, Puad
it 12 tH T Cenp—B PUARRIPHTEREAS , BETRIE [ S0 4 B2 Wi AT T R G AAE o

[0015] A< Y i B iff gk (R B AR i 2 —AE T J i — P 1A g2 Mt Cenp-B B4 Ae: M
KA.

[0016]1 AT WY i i vk A B @2 — A TR (it R R R HTEDT Cenp-B HTAA I
AR T 1

[0017] 1D AR WY 5 — T T ) — Al B 14 g JR Mt Cenp—B JTARAS IR 4K, BLFEATHE
GG N IR AT Y 0 AR R, BT RAE f 2 L B 5 B R PR AT A 3 BB R K
JEAB I 0 8 R 1 B JERAB 1D 5 — DR W £E BT Jee A b, B AEAE T -

[o018]  FTIR & & AT EFrPIIR a MEFRHLIAE b ;

6
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[0019]  PITiR FRIAHBRET 4k AR b VB A R IS 5 2, Fridk (A4S I 2 (45 Cenp-—B
FURE B, Ik i S 20 A Shrdiik c.

[0020] 2, Frik e hrdiig a PP A BPIA g6 HrnEDUA P 186 2 wufEdi
R EEBREE A BEE (SPA) VBEEKRR G 22 (Protein G) Fy—Mak £ F.

[0021]  FrREIHTA TeG 2 suBEHL A A B« U  FU Sl s B i — e

[0022]  FrREIHTA TeG 5w FEHLIA A “FUR sl SR T i — it

[0023]  FriREFRPifk a BEIPLA A PLE RN WA IR A B H .

[0024] TR EIEARPUIA b THIBUAR B FIBARHUIA ¢ TRIHLAR C RN sAS [F] IR 4 5200 B i
e 2 s BT T — A, o SARPiiR b PRIBUAR B MIEARPUE ¢ PRIBUAR C 7] A%y
AL SRR Y

[0025]  JiTid i) % pa B Hi 1A O BLUS S B d 535 SR sl BV B — ol B pe BT AA A B
P e R Y — A

[0026]  FITiR I ARPLIA b HHHIPUIA B ILLE K o TeG, AN B FR P ¢ thEIPLIA C Lk N
FPiR 18Go

[0027] v ik RS I 2 b 404 ) Cenp—B it Jit 8 A 0y 38 I Ji 4% 3 2 o I A0 2k DR 3R A5 £
Cenp-B LR EH.

[0028]  Jrik Cenp—B Pt J5 £ [ A 2 i K JW A B Do A% 3 a2k (1) v o A0 255 B B SR A5H i 21 2
o

[0020]  JITIR AR AR B NI | L3R A2 LR AS

[0030] MR ¥E A & BH MV H 19 8 78 B P 4R 0] 38 o B Kohler 28 (Continuouscul tures
of fused cells secreting antibody of predefinedspecificity[J].Nature,
1975 (256) :495-497) & 56 $ R [ 2% 2T 98 5 Uk AT ) £, 8 P Al o = 20 DNA vk 8 AT
il & (0L 2E B & F) 4816567) » “H 51 [E P A7 H Clackson % (Making antibody
fragments using phagedisplay libraries[]J].Nature, 1991 :624-628) F Marks &
(By—-passingimmunization :Human antibodies from V-gene libraries displayed
onphage[J]. Journal of Molecular Biology, 1991 :581-597) iR +y A MW B AT S JEE
&

[0031]  HRAE A & B N FH (1) 22 v e pi AR wl ol i R 2 iE 5 (S e A SRR J7 32 . (D,
2000 :15-26) @i G2 BhPIA 1% o

[0032]  AKHI SPAProtein G I JEZRIE M EHAZEN, i J. BT E 035 ()
FrORESLINAR RS . (M], 2002 :1228-1232) IR 1 KA B IR A% R L s AL SE A

[0033] A A % BH A5 — U5 I AR — i AR 2 S ATVt Cenp—B LA MK 4% 1) i) £ 771
PZARAR FH R 3 255 3 R IR 4T 4 25 B e 5 W 7K SRR AR L [R) 20 e, FLRPEAE T 5 V%
BFEA LT PR

[0034]  JUIR 1, AHIRET 4t 35 A4k (¥ 1l %

[0035] (1) Cenp-B HiJi & il &, 3 SR A% ik v B AL ZE R 3R A Cenp—B FLJREL T
[0036]  (2) &AFPUAR ¢ A+ 0. IM B ERBH R 1Y B4 <8 pH 7.0 ~ 9. 0, B2 THIL 1K
SRR 4 ~ 25 1 g HiAk C, HiEHE 10 ~ 30min, SR J5 I\ BSA EAWKE 0.5 ~ 5%, 1
$ 10 ~ 30min, B0, 55 FIE, BrUTHE YRR BERR 2 ~ 33k, RIKH 70 2 —WIEH R I I

7
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FRETTEER, B 4CE&H

[0037]  (3) FHERLT 4 2= BB 1) il 2%, F BB B 2 VR B IR (1) il 4418 Cenp—B $LJR
HAEWRE N 0.5 ~ 1. 5mg/mL, f04% T4 BR £T 4 25 A IR AR I 28 b 5 A A0l 2 o i
BB ¢ TS 0.8 ~ 2. 0mg/mL, LA 1 ~ 101 1/cm A3 TSR 4T 4 2B s 2k b, il
PR AT o 2= B T o & 1P DU BT 37O T

[0038]  JBIE 2, 55 &K 4%

[0039] (1) <Awnbifhk a (K45 0. IM BREZ PRI ISR pH 7.0 ~ 9. 0, i@ Fp IR 1E
VRN 4 ~ 25 1 g Hifk A, PikE 10 ~ 30min, RGN BSA 2 4UKEE 0.5 ~ 5%, it
F 10 ~ 30min, B0, 55 B3, BUTHE AP BESR 2 ~ 3k, RIKH 52— WILH AR 1R
AR ITIE R, B 4CEH

[0040]  (2) EARBLlk b [KHI2E H 0. IM BREZ PRI IR pH 7.0 ~ 9. 0, #Z T2 FH IR 1K
BRI 4 ~ 25 0 g HiAk B, Hil: 10 ~ 30min, 285 I BSA LKL 0.5 ~ 5%, 4ii
# 10 ~ 30min, B0, 55 FIE, BUTHE YRR BERR 2 ~ 3k, RIKH 5 —WIEH R R
PR ITE R, B ACEH

[0041]  (3) SEAHIHI % A PR AL TR (R IR I, BT )5 B AR Pk a AIEhrdt
AbIRE )G, LLO. 5 ~4u 1/cm [ H SBHERLE AL BE R IEIE |, 25°C~ 37T C T G145 &
B EEGHE T 2C~ ST F&H

[0042]  JBE 3, FE S EVKI 4%

[0043] K 3 38 4T 4 st 48 AL PRV AL BRSSO S 8 AR R T ST IE &
[0044]  SDIR 4, £EJERAR LR AR B F4 B R WG 22 0 A8 20 38 1-3 BTl 58 B RS FR 41 4 2 A
BT, 4 B R S BRI K

[0045]  JDIR 5, XD IR 4 PrifilfE 5¢ mrIat kL, DI a4tk

[0046]  TEFTARFIDIR L 1) (2) o, Sbrirh ¢ Wil & 0. IM BRI UR 15 i 744 pHS. 0 ~
9.0, IHFZTHRAA SR EEIMA 5 ~ 151 g itk C, Bkt 10 ~ 30min, ZRJ5 I BSA &
WRE 0.5 ~ 1%, Hi#k 10 ~ 30min, B0, 77 _L3F, Brotie PRSI G 2 ~ 3 K, KXH 1
I3 VI AR RAT R Ui T, B ACA&H s Bk ¢ hEhifi 186G,

[0047]  {EFTIRMIZIR 2 19 (1) o, ARPUIR a B8 777508 B 0. IV B B2 B0 2% b 1A 1
WEAR G pHAE 2 8.0 ~ 9. 0, B Z A IR SV IZ M 5 ~ 150 g Hiik A, , B 10 ~
30min, ZRJG I BSA FEEIRIZ 0.5 ~ 1%, HiFF 10 ~ 30min, B0, 57 L35 R U0 VS
Bk 2 ~ 3k, RIKH 50 2 —WIEE R RAF R DT Ve B e, B 4 CEH s Hh Pk A Y
FHLA 1g6.

[0048]  FEATRIKIDIR 2 19 (1) 1, SARPUrR a (14 5752 A 0. IV B R A 22 3 v 18 1 i
G pHAER 7.0 ~ 8. 0, IZ BRI ARG HSEZ M 8 ~ 12 u g HLK A, Hif: 10 ~ 30min,
SRIG IO BSA ELIRIE 0.5 ~ 1%, HEFE 10 ~ 30min, B0, FF L35, B UTiE PR R PES
2 ~ 3, RIKH 5 2 —WIE AT RAZ RIS DI A, B 4CH&H. R 4EFr SPAOD
30 2 ~4u 1/cm R T4, TG &M PPk A B EPTA 186,

[0049]  {ERTIAMIZIR 211 (1), SARPUIR a W18 77508 BT 0. IV B R B0 22 ph o 18 1
XA pH A A 5.0 ~ 6.5, AR TH I AR G MR I 10 ~ 151 g HLIR A, BTt 10 ~
30min, ZRJ5 M BSA BRAUKHE 0.5 ~ 1%, $idt 10 ~ 30min, B0, 57 B35, EUTTE HPEGE

8
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ek 2 ~ 3, RIKH 153 Z — WA FR BIORAF R DT R, B 4°C a8 M o 2854 44w SPA
0D 20 2 ~4u1/cm Wiy TE5GH, TG &M s HrPHirk A B HEEKE A T

[0050]  TEPRFDER 2 1) (2) 1, SARPUR b I £ 773208 A 0. IM B BR A G v s A 1 R
A pH{EZR 7.0 ~ 8. 0, I BT IR SN M 5 ~ 15w g HLIA B, 16, it 10 ~
30min, Z8J5 I BSA LK 0.5 ~ 1%, Hidt 10 ~ 30min, B0, 57 B35, B oTie F vESRE
ek 2 ~ 3, KK A53 2 — WA R RAZ MO I vE R, B 4°C &M, HrhHiik B
IgG,

[0051] Pk (D8R 2 19 (3) o, ¥ il 25 WF ) S bR Pk a MEFRPUIR b 2 AR LE 20 ~
40 1 15 ~ 20 LR A, H BI0O-Dot BEFEALLL 2.0 ~ 4 1 1/cm Wiy £E TUAR 3 1) 8 H5 ik L,
25°C~ 3TCTRIGLE G, i GRS FE T 2C~ 8CHHEE N & s Kb &brdifka
[RIPLIAR A AR A S E, SRR b A SRR 186,

[0052] TR IR It B ARt — 5 pH R B 1 o R A S e PR e 14 4 52 BT 5 ) . A
R E F0 BE, A A AR id i 2 A A TR R IR AR 4 L Aucl- AR O S 7 R, B
TE AR X AR ) — iR A . B i T 3 A e RS AU S IR A A (7] 5 P10, 4 T 75 1)
FAFBAIR, 75 B R ERm E SL R R AN S VR T L pHe —RBER UL, BUARKRIC BT 77 22 R
AT LA A i BB B IR 0 e VR 198 TR 5 o AL Bk PR 2 1 R 5%, FLURFE A 0.1 ~ 0. 5M, pH 2 5 ~
10,

[0053]  ATR I EE 3 A, V) E] R AR 58 LA L 2 Amm AT Smm P A

[0054] A& B 1K s A 4 2 MV BT Cenp—B F A4S IR 48 119 B, 32 s PEAS U ifn v
Pt Cenp—B A, Gl B2 W HL 1A 5 & P AT I %2

[0055] A% %z BH Fy kS S0 Jisd 3 EL Ak Ay 3 FH 51 02 BT 44k 1) B 20 26 JA B CENP-B HiR 85 1, 4
PP a FIEbR e 1gG VE M IAR AR I E AW, Wik T 45 6 5, R IR B2 A A6 ) ifn v #F
i RS E AL Cenp—B Pifk. KBS, FEAEE S Z M ik ah B 45 & B IR R K & brid B
EH, HoA N 16 RIEArPiik a 85 G 1e6- Shrdiik a EEY), B TR, A
1gG- EhrPiik a B WS IR AT 4 22 AUk 3l 1) 57, 5 M35 #F & A BT Cenp—B HLik, Ik
N LgG- Ehrdifh a EEY)-5 04 TAHBRET 4k 22 g BRI ZE %) Cenp-B $LJR R B R L
SRR LA RN, TG FRPUE (a)— A TeG—Cenp—B i J5i 85 1 = BEAK 2 &1 1 4l 8k B9
TERTINE b, B s BT R R ALt 4t s T B 41N 4RIk Bl A, SAnfe 186 5
0BG TERH IR AT 4 22 A A B 45 82 BB TG R A e (1) S i o M. B 8T i 4R
TR 8 B TE USRI R ALt 47, 2 RIR S5 A W) 4k 88 )2 A BIOK 3 b, PR AR RS
DA AR IR I R BRI 45 R 25 S AR S P AN A it Cenp-B FLfk, Ebrdifk
a BIIEAINZE I, A5 AL AEAN R 2T 4 32 B0 4k 2 A I B 1K) Cenp—B Bt R 8 R A Sz X
N, PR AEAS DN S b 3 IR 2160557, AR LA a 4RSIk ) 1) 5T RIIE W K2, TSGR
TG AkELUk 3 v i 55 A4 TR 4T 4 32 A4 L ) T £ Ab E it TeG R A e 1) F 358 [
MR, BT & e s 2k BB R AL (40, BRI AR s 4 b R B 4% ) kg B PR &5
%,

[0056] A% BHHG R PR T2 3R PR A A i IR g I NBIAR AR 4, SEIL T it e e &
R e A I ME RS . 55 1 AT T IR R Ak ELTSA SRR G AR, U5 E # 2 A F
ZAb, RS2 37 A G2 R, A B )5 B 510 4%, JAse 46 B . hAAS % B [ R 48
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A ke | R | R L, BEWE AL T B DRI T 1 PSS, AR A K Fs Wnia i g
7 RIS, A1 B AL 2 2 S0 = RIS L PRSI ) 5 5K

[0057] AT (RS 7 A L AR I A

[oo58] 1. A B MR MEAE T HE IR B R IE T Cenp—B PUls #E A E RN H IR 2 M
AR, KRR i T H A I R , G 1o i (A< il 4R mT PR 7 228 HH 5T Cenp—B TR T A7 FHHE A
A CHEATHIR T 25RU/ml fIFEA ) .

[0059] 2. AKHIMIPL s A AR . AR BT RN Cenp—B TR KIR I 48 75
FIRZ R TR A RIBTA TG B SPA BEPROTEIN G iR CfiiR BuPi R 8 1, A1 414K
Bt b, HL Al Bl W S it AR B 1, TSR ORI T B A 24 2 R TR
JAE A

[0060] 3. HEAJFHIH THL Cenp—B HUAKIN A AL T IEAH b, AR IR 4E R A V2
FoA 75 Fr AN BE EE LRI A, WA U I TRV AT (B ~ 10min) s AN TR EATATRe RIS, W SLHR
AR D2 RURS A 53 AR (R (6, U — 25 S, 3 AR N SR /85 DI Al e AN 5 X
FETCRERELR, TEHive U, A7 38 75 8, Sl il fRAr 24 M H .

Ff ] 152 BF

[oo61] &l 1 g A< BH (1) 1 25 4 7 =

[o062] & 2 AR BRI 25 Fon B K

[o063] I

[0064] [ 2a IR I0FEG, )RV 3 ~ Smin B BIAGII X D Fifs 6K EAHNALE FH
PREELL 5

[0065] &l 2b Fr7n Ay « 4% X E AR X D 357 tH ISR 41 (4% iy » &5 3% O PH M S U BH I o
TrAPL Cenp—B Pk

[00661  [&] 2¢ Franhy W AESEHIIX E HHI— 40 40 45y, R X D AN ISR 4L 4%
g 5 B, U B IS AN E T Cenp—B PUAA

[0067] [ 2d.2e Fron2hy (WHEHIX E AL A4, IRl X D &5 407 HE,
H U8 B R KR

BAXHEA

[0068] A B I ads () JI A< S 2 IR AT DL Cenp—B PLAAKT AR, @il 1 Jror, il 4l
FEJERM 7 b — 0 1) 575 — MO/ AE F 45 B HORS W B I 41 4 25 E Bl 6 3. 45 & 48 2 R 1,
e K#E 6,

[0069] 552 FAMH GARPUA a FIGEFRPUA b, AP a BIPUAE A N EPiR 186 &
PRPUARB R BT TG SARPUIARSCHIZER BT A [ (SPA) EhrPiiRsk BEEKH G 5 I & FRPUAE 5
SARPUAR b IR B R 186

[0070]  FHFER AT 422 Pk 3 By BRI 4 Flids4k 5, il 4k 4 B4 Cenp-B PR
WA, L 5 AHE ShRPUAE o, SARBUE ¢ PIRIBTE N EHTR 186,

[0071] N1l &5 A FL A4 St 9 K0 B I, 0 — 0 TR A & B

[0072]  SEjifs] 1 Cenp—B HiJr & H i+

10
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[0073] W T ALK Cenp—B B Ji d 1 42 18 ik 55 (R v [ R M) R FE A 2 1A, AR R A
JA R R IEFAR BN IE H A AIER) Cenp-B Bl H . HAr, Cenp-B B & HRIE T
AR TREPUR S .

[0074]  SEJtfh] 2 Uk

[0075]  Hifk A KPifk C itk B IR IR Tk fil . HAditk A PN a6 Pifk C &
PR B — T IE eI F a2 IR (se) BRI (ip) 73 5 4k i) 5 g2 I RIAZ 5l i
"+,

[0076]  TEJL¥4 0. 05mg ~ Img HPzdilF (o3 mlExT IL=Fe ) 5 3 54 RK] Freund’s
SERM N AT BN ST BT ST AE S e N 2 3R 5, — N H s 1/5
2 1/10 JEWIE RN 1gG ¥ Freund” s 58 2 MNR-G WA 2 50O BN B2 T vE 5 TN s Sz .
7T~ 14 KRJG¥ s, JE migHiN 1e6 M. A ahi oo 5ok B 20 R 2 6 3.
TEVEZ Sz OB TR IR T A4 2 sa BEDUAR I 7732, B, BREeig 58 (e s i H SER 7
Do Ik AR G0 2 (1) 30 4y [m] i J 4 Y 4o 440 M i A= A, 491 T e 5 Ry e A I Rl
ik Epstein-Barr Ji 841k, JF HLif % 6 R I8 B MIPTA $g EHIA (Kohler, Milstein.
Derivation of specificantibody—producing tissue culture and tumor lines by cell
fusion[J]. European Journal of Immunology,1976 :501-511),

[0077] WAl ik KW B 5 A% 3 02k 5 A 5 DR SR il £ Bk A b I T 4H R R ER R A R
MR E 6 EE, REBRIETES W T ElaE 5w (4 F LB iEeg . M,2002 .
1228-1232) , B SE R AL ) B A A A BR R A 2 I BREER B G dE

[0078]  SEJiifd) 3

[0079]  JRAA < VR i) 2%

[0080] Kt 0. 01 % ] HAuCT, ¥ I 2 i , S 3g0 0 A\ B¢ 100mL HAuC, ¥ I I 21
TR, B A, ARG R IR VI A, A NG IRAT &, 06 7 ~ 10min HILZE B KRS
Zrth, BT SLIEE (0. 45 um) &, UIBR 2P RS B v BRI A 245
il 24 T I B AR G A W N 40 75 < 325 5« o U Ve AT ), 3 HE B e R A AR & PR AR R T
TEVIINT FEH .

[o081]  Horb A ] B J5i 5 vl DL AT AR IR =8 (Frens 1973) VEEIR — A5 R — 4 (Slot
5 Gueeze 1985 4 ) i, PLIE A HATAR IR =8, SEPLEHATH 1 % Frisg e — 4.

[0082] L rf By IR A5 A8 . 0 0 i, AT R IRe i fb . HOK RN 2 B i alik, i
P 18. 2MQ

[0083] ARGV R & IR D, S WS I EC s 7 V0 R

[0084] 1. HAuCl, FyBCH « FH B A K B AR S SR, BC A 1 % %, ‘& 4°C & HL A 38U A
Ho 1000mL 1% HAuCI, ¥WEC 7T :10g HAuC 4L /K E 28 E 1000mL.

[0085] 2. 1 %ATAEIR —BIIIECH 1 % FrAR IR — 81 (Sodium Citrate) FIECH] : FHEBZEKE
fift Sodium Citrate, L% 1% %, 0. 22 um gt PRECHLH .

[o086] St 4

[0087] AUk BHIVI IR PR 4x E T2t Cenp—B HLAAT IR AR il 25 5 v, RARFR 0K .
[o088]  DHE 1, BHMR 41 4 25 A0 4l 1) il 4%

[o080] (1) KA SEHfF] 1 i) J7 % #% Cenp—B PR EH ;
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[0090]  (2) EPHifk [eG BARPUIARIHIE -

[0091]  FH O. IM AR PRV S5 3 il & A& pH 7.0 ~ 9. 0, BRI ST 5%
AN 4 ~ 251 g “EHiM IGG, HitkE 10 ~ 30min, SR 5 II A BSA AWK 0.5 ~ 1%, HiH
10 ~ 30min, B0, ¢ BIF , B UTHE PR RPESR 2 ~ 3 IR RIKH 93 2 —VIE IR R A7
BB ER, B 4CEH ;

[0092]  (3) AHERET Y= BAR I 3 Il e, A S A B Cenp—B HLIR R A RIKEE N
1.0 ~ 1. 5mg/mL, i FE BIO-Dot 2%, WiiR TR A 4k 5= /B (NC) _EARIINZR 4 &b, FEir g &4
2 ¥iig, PREEE R 2 29 9. 5mm, A§ Cenp—B PR 88 ALY TAHIR 4T 4E R AR 4 |
[0093] H M S FPie TG #kE3) 0. 8 ~ 1. 5mg/mL, LA 1 ~ 101 1/cm H BIO-Dot
INAS R TR AT 4E I (NC) _EAENTWROKER 6 ) das g 5 Ab, PRV K E 6 2 9mm.  F il 45
4 5Lk 5 ERIE B2 5 ~ S8mm, BAZ N FHANIAS) . 37T CHET, e & H .

[0094] AT A HUAL B G2 P v] LR IR £, Bk R £, B IR AL, Tris—HCI 8K Tris— BERR 2R,
B g £k, LR 2, 5656, LS It B I A Rk — @ pH TS 1 i B A0 28 (1 Ak I 242 [ fu bl
T NC L, LG h i pH {29 6 ~ 9.5 Ju [l W, ik R 6.5 ~ 7.5 [ G2 P a [l i,
HEAE N pHAE R 7.0 ~ 7.4 YN« Mgt g,

[0095]  HHP [PJAHER 4T 4 2 e (NC) W] LI ATARS 7 b AL AF R 4T 4 25 i, S&SAE99. whatman
Sum.millipore M135.sartorius CN140 2%, {# ) H A& ) NC AN 2 A g B R D5k, H 2
FERFRIN E P, Bl JLAR NC AT DA A IE . AR A8 11003 AN R 36 i v PR SR R AN TR 9%
TPV AL BRI, 55 B RSN 48 BT RS V8% R0 A8 AN [RIRE BE 1) 22 B, 0 2 AR KR B 0 4k 4%
ANBEYE), Y BUR IR BRI G, (R s A 3 4R IE B 11 NC i

[o096]  JBE 2, 4E A HVK 4%

[0097] (1) EHLA TG SFrBUARIHIE H 0. IMBRER BN AT SEHEH] 3 2% I I 1A 4 pH
8.0~ 9.0, MHZTIRIEESEREEMAN 8 ~ 121 g FHLA 16, HiHE 10 ~ 30min, 2R )5 0
A BSA BZIRFE 0.5 ~ 1%, HidE 10 ~ 30min, B0, 57 FIF, BP0 YRGB PER: 2 ~ 3 1K,
KK A5 2 —HIE R IRAE G DTE A, B 4CHH

[0098]  (2) i TG S hrPUIRRIHI &  FH 0. IMBRER B 17 SZiE 5] 3 % R4 pH (H 2
7.0 ~ 8.0, HEHZTHIRAEEEREEIMAN 8 ~ 121 g iy 16, HiLFE 10 ~ 30min, R J5 A
BSA RAIKAE 0.5~ 1%, HiF: 10 ~ 30min, B0, 55 LI, B UTIE FHVERIRUES: 2 ~ 3 I, K
K53 2 — W TR R RAF O DE s, B 4°C & H

[0099]  (3) Zi& Il LM R NRILRIE 30 7380, 3T CHET, ¥ FEPTA 186 BH5
PURFIG 1g6 BArPLiASL—E M HHIR G 5, F BIO-Dot {¢#§, LL 0.5 ~ 4 1 1/cm [ FH 2 Wi
IRTETUAE R SR I |, 25°C ~ 3T CHEE, fr TiRse e Jafa s A ik 2, 4558 2 Iy,
B 2C~8CH&M. BT 2C~S8CTHHEEF&M ;

[0100]  &5&EPHI &k FE A, AT DT A A28 rh i A 48 LR LR

[0101]  (a) & 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) & 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 ;

12



ON 102621314 A WO P 9/12 Tt

[o106] LA 1) 42 i v A2 22 i (d) , BRI DR & 2 A DXl B BH MR A o 1) oK 43 7
PROCLIN™300 A1 NaN, AL B S VE T, 7 Tween—20 BA ZeV5 MG /KIER .

[0107]  FEHIA 1gG SARHUATIR 16 SFRPLIAZ A VRS Lufln] LUK IR TR 75 5T -
[0108]  JE I FUSL I FE AN E fy TeG & ARPUAKIF) 0D20, A BIO-Dot Wi 1 1 1/cm Wi+ Fitkh
PSRRI b, H 0. OIMPBS 24 FAESZ i, BV BEAT 210U 1) B0 € i B 1 2%, 17 e TG 42
RO OD Wi 1u 1,

[0109]  BHJGHEDIN TeC ArPURIATE MR R L Z 0D 100.80.60.40.20, 2K Ji5 K+
% TgG SARPUARRE R 2K Z 0D 20, A BIO-Dot LA EFEHTN TG EhrPi ANy 196 &
PROLRTR- S 3 1 1/ cm W T Ab PR 4 1R 2R MR 5L, 5 1l & PR BR 4T 4 R A 3. 45 5 3
2 FEARE 1 IR KE 6 AR UCRE G Tt 7 b, AR I i 2 25 (A T B P v R
X% o FEARYE < 1P I35 RSN 2. 4 T4 5 W28 [ 45 B R AL — BO KR, IR 7 2
LA MY B I, B A3 TE 4 i RIS oD, BRI XL A & ol i A0 15
0D20 ~ 40 BT E 2K,

[0110]  JDIR 3, A H 2%

[0111] K e £T 4 i g 46mL/ v, M3 S Wi T BB AT 4EE b, T 37T CHLT /5157
FE SR FE R R R, &

[o112] 2 DIRW] DL i B 46 LR LA -

[0113]  (a)0. 05M Borax.0.0IMPBS(pH 7.0).0.1 % Sodium Casein.1 % 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]1  (c)0.05M Tris—cl (pH 7.0).0.0IMPBS.0. 1% Sodium Casein.1% PEG20000.2%
Casein.0. 05% NaN,,

[o116]  PLIEMIZEM A2 L2 (a) , BRI A & HAT DX BF BE PR A o ) B K 23 #3, Na, A2 BT
FEEH o

[0117] DR 4

[o118]  E SR AT IR R I BT

[o119]  FEME IR Y] B UIALRFE il E T R PVC il B RS AR 55 S B BTG 28cem, 35
2. 4em, B 5 E S H .

[0120]  WRKERIERD] < FHERACH LR R K AR D) il B PYC il R JECAR 554K FE BTG 28cem, 5 3em
il R K B, BT B TR) 2% FH

[0121]  S5G B EEY)  HEDINLR 454 215 PVC il B AR 55 K B2 BE G 28em, B8
2. 4em, BT S A2 H o

[0122]  AHERET 4 AL LB D) < B AR IR AN IR 4T 4 22 Sk U Rl 55 PVC il B ) JEG Al
SR FRIK: 28cm, B lem, BT %M.

[0123]  HLAHPRET 4 = B AR 3. 45 G 8 2 FE AR ER 1 IRUK R 6 ] 1 TR KR 2 B AE PVC
TR R AR 7 b, ORI » 22 2R TRV B N AR HITE 25°C~ 37°C, IE 20% ~ 30% .
[0124]  JDIR S

[0125]  UI4&  IDI G ALK AR DI I 80 A, B A A 08 P 42— BRI A 2. 5mm ~ mm (1]

13
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T, BEH LAY, R RERS H = N RIS (RISSPHMEREAS ) , 477 B R IR W 2d,
B ICARRE S 40 WP 8 ok o R e A A% 7=

[0126]  ZH3E . A%E o 1 A B O U) I 3R A6 20 25 8 46 I ik 4 B, A0 It 7 ) I 3R 46
FRIRE i, &5 L 7 B 6 AR 0 X R 42 1) X, 2 28 2 (1) 3L B R 48 Il 7E 25°C ~ 37°C, I J&
20%~ 30% . FF5TEEF UL OIS B RSN B, T 4 ~ 25 CHREOLIRAT o
[0127]  7F FIRRAR G E LD Cenp—B FUAAAKL I X 4% KT il 2 L B s 25 ¥ VR I G & 7 V4%
wre

[0128]  1.0. IM B R PR IEC il - B ZE /K EC ), 0. 22 wm YRS, & 4°C &M, A8 —1
H o 1000mL 0. IM K,CO, ¥WRAC T :13. 8g K,CO, :#BAI/KE A S 1000mL.,

[0120] 2. 10% BSA HEC ] - A4 KB, 0. 06 % B &4 (NaN,) , 0. 22 um fEpER, & 4°C
2 FH, A O R . 1000mL 10 % BSAYSIREL /7 :100g BSA, 0. 5g NaN, ; H34li7K & 25 2 1000mL.
[0130] 3. & #¢ 2% »h W 19 E i :9gNacl. 1. 15gNa,HPO,.0. 23g NaH,PO,.10gSucrose.
0. 5gEDTA ¥ T+ 1L B4k, i 8% T 4 C & H .

[0131] 4. PRV RO CRAT R T L

[0132] 2% BSA.0.05% (NaN,) .0.01M pH 7. 2PBS,0. 22 u m eI, B 4°C4H, HRIAH
fil. 1000mL bR icBEiE AR AV /7 :20g BSAL0. 5g NaN,.0. 01MpH 7. 2PBS 5E 2% 1000mL.
[0133] 5. EArM BRI -

[0134]  1000mL FBEVE HIEC ] 2. 423g tris, 10gBSA, 0. 2gNaN, % T-#B4li/K 7§, 1 pH 8.0,
SEAF] 1000mL .

[0135]  FIM BB SRR B TAEMR A G, I\ 20% Sucrose Fl 5% {1 R .

[0136]  SLJifs] 5

[0137] S 491 (A0 S Ak 4 JE AT Cenp—B HO ARG IR 46 A sl 4% 5 v, HOD IR AR b 5
) 4 AR TR, FORBZ LR PR 2 b (1) BISEPTA 186G SbrPu A i il & 20 1R 4 4
HERE A B (SPA) EhrPuihnml &, Bk

[0138] I pH 9.0 0. 2M BERZE M 1T B A4 pH {22 5. 0 ~ 6. 5, = RIA S
ZEME NN 10 ~ 15 1 gSPA 2[4, FitHE 10 ~ 30min, 4R 5 M BSA 4IRS 0.5 ~ 1%, Hitkt
10 ~ 30min, B0, 55 B3 B UTHE PRGBS 2 ~ 3 IR RIKH 5 2 — WG R fRAF
WAy R, B ACEH

[0139]  IZSEHERIIR 2 A EK BT A 251 (SPA) SARPUIRMIfR TeG SFrPLik L R KVR
A He s mT DAAK RS 4 19 7 50T

[o140]  SZJEfH) 6

[0141] %S5 (1) S A4 4 2 ML Cenp—B UK IR 4C 1 il 4% 7 5, HOD IR IE A b5z
Ja ) 4 AR R, SRR S PR 2 b (1) BISEPTA 186G SARBUR i il D IR 4 4 i
BN 16 BARPUARI I, BARIT -

[0142] A O. IMBRBRAF T IR G pHAE 7. 0 ~ 8. 0, I ZTHRIA SR BRI 8 ~
12 g BB 16, HiFE 10 ~ 30min, SR 5 A BSA ELUSE 0.5 ~ 1%, HiFF 10 ~ 30min,
B0y, 3 _IE, B DT YRR IRVESS 2 ~ 3 IR, R +0 2 — WIUE R B AR AF R DT e
=B ACHRH.

[0143]  IZSEHEBID IR 2 RPN 186 AT R 186G EFrPUIAZ [RIIRA L AT LA
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W IR S 4 1) 7185 T

[0144]  SCjtEfH] 7

[0145] 2S5 () S A 4 JE AT Cenp—B HO ARG IR 46 A sl 4% 5 v, HOD IR A b 5z
FE) 4 AR, SOREZ S P IR 2 F (1) IEEBTA 16 Shrbu iR il 2 5 3R 2 4k
BB G S EShRPUA &, AU -

[0146] I pH 9.0 0. 2M BIERZE G I 1T A4 pH {22 5. 0 ~ 6. 5, = IR IA S
ZEMEBIN 10 ~ 151 g BEERE G 2R 11, BidE 10 ~ 30min, ZRJ5 I\ BSA B4R 0.5 ~ 1%,
PidE 10 ~ 30min, B0, 7 B35, B UTIE PRI PER 2 ~ 3 RIKH 170 2 — VIt AR
R ER, B 4C&H.

[0147]  ZSCHEHD R 2 FIRERR B G R A ShrPUIA R 1e6 Sbriiid 2 [ IR A L]
LUK B8 S tis) 4 ()5 64T

[0148] AR BHHL B FKIK ) Cenp—B HLIR 8 A 5| AN BIR ARG JZHTIEDL Cenp—B P A A
4K, fE LI MR FEAS () PT Cenp—B HUARBIAS I, B8 DI | 5 5 H 4 B i2 W b AT 1 R G lidi4b
iE o

[o149]  SZjfafs) 8

[0150]  AEAALLEE

[0151]  EAf 1 ~ 5ml, FAREEE 5 4815, 3000 ~ 5000g/5min ~ 10min, B FiERI433)
R IAEE VAT, B0 100 1 1 L AR IRE S o

[0152]  FHAAEIIAESSIREL L b I 50 ~ 70 0 1 FEARTFERE, 23 e . 8l S
MIEREARZENR I 3 ~ 5 1 TAET b, 5 ~ 10min WEL4EE G, MR 4t H AR vt Sk sz B
PR L5

[0153]  Sjitifs] 9 KR oA U AR PR 1 e PR A

[0154]  ZSEJER] I PR 4Bt Cenp—B HUAR IR AR K S brPiik a IPLIAR A PRIk H SPA, BT
b [HUIAR B AR 1eG, FLik ¢ PR N EDTR Te6, X HARACEAT M1 AR PE BEEAT LR P
fili o

[0155] 1. AR MhikEs

[o156]1 1.1 37°ChnsifaeiE

[0157]  iR4CE T 37 CUbAT Mk SEge, B R M = P s i b AT DU, o i B B 2
Fih (4 10 40 ) BT FHMERT & S it s 25 BER AR AR AR e . 4 M HIGE R ER,
JE A ot ARSI 25 SRR A TR, 5 A B B 228 S B B MR 6 500 100 % o BHBHE 25 o4
10 43T Cenp—B FLAARBH M MLIE AT 10 4341 Cenp—B LA FH M 1135

[0158] 1.2 4°CHamhEsc

[0159]  KHRARE T 4 CHAT W AAS E MRS5S, 4 H B FH = g st R, (R 2 ot [ 1
M2 5 (4510 4 ) BIBIBHPERT A 3 I PoRE 2 Bk IR 4t i As e k. 12 A JE 453
TR JFAE ARSI 4 SRR A TN, AN BB S 2 S BABR R A RN 100% . 18 4~ H J5 45
RN, S5 S I BHMERF G805 100% o 24 A H ki g 5 8o, HI—1
BEATE . 24 DL g B IR ARAE 2 ~ S8 CIAE, 2 FE N R FE R

[0160] 2. iZW REFE

[0161]  MIEIRH USR] 100 8012 M R R HERET TR (PSS) 9 AIiE , 100 43 /31211 PBC
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i NI, B I AR G R AR B B 5 Ve A 1Bt T IS 2 1) PSS 95 A LT BF
TR Smin [ RITT -

[0162]
FEA Y FEASL P FH
IE R A2 PSS 9 A 100 39 61
I R A2 PBC 9% A 100 82 18

[0163] KR4 b Gt I S LA XS 100 B3 B IARK PSS # ALiLI% , 7T BAR BLAT T CenpB
BV P HORE AR 61091, IMEREA SR 39 ). 4T 100 4352 4 PBC o AT
51 CenpB L {ATHE HIFEAKSUR 18 11, I PEREACSUR 82 B DR BB 513

[o164] PSS IIZ W RAME (%) = 61/(39+61) X 100% = 61%

[0165]  PBC iz W RIEME (%) = 18/(18+82) X100% = 18%

[o166] 3. & WHE St

[0167] AN R S 0 4 R 5 16092 395 300 43, FE (4 SROROIKR s iR AR SR 1 5
(5 BT K B0 i Bk I 3B TR0 Bmin S48 5 SR A0 T

FEAZL HEREs BH A
300 289 11
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