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1.2 MR R &

WCAE A, 1 000 r/min B .00 3 min, 55555 3E,
1 x PBSPEM 2 ¥k, A 55 4 M A5 R FEU 200 B 247
[25 mmol/L Hepes pH 7. 5,1. 5 mmol/L MgCl,,
5 mmol/L KC1,1 mmol/L DTT,15 mmol/L #§#ig LR
(Sigma,Inc) ,2 mmol/L ATP( Sigma, Inc) , 2 H 1]
i3 (Roche, Inc) 1 /50 mL], &% 52 Uk fl 3
W, 2R W E T 26 GOy B Sk 8—10 K,
5000 r/min B 0> 5 min, W L FH, R
12 000 r/min B5.0> 20 min, EULHE, 732 WM AR o
1.3 {KIMBEFRERIVESL

PA—AN R 9, 10 Wl E S 2R, AL
THBA (ZHE), 1.5 mg/mL 32 & ( Boston Bio-
chem,Inc) ,7.5 mmol/L #§#z LAZ,1 mmol/L ATP,
1 mmol/L MgCl,,0. 1 mmol/L Ji{£k & fi ( Sigma, Inc)
BT 30 CAKWRFFUR S o TEF8 28 B ] 3B im A
2 x SDS Bl _ERESE ik, 100 C &3 10 min, YE4T
SDS-PAGE 738, 5% [ 5 HIAH I i 4K 4T Western
K, 5 A ECL Ak~ 5610 ( Pekin Elmer)
LR .

1.4 R5MBEFRIE R B S (RINIRIESD)

HRAE TNT {44 #3120 77) & ( Promga, Inc) 424
Tk, WSS ARICHRIE . BRINA 1.3 Bk Al
SEAN 10 pLRTEIIA L uL”S fRic Ry, &
30 CHAKIRTTR I, FEFE A I [B] s B A 2 %
SDS #Efiw 1 #EZ% i, 100 C &P 10 min, 1T SDS-
PAGE 735, TS B B3 .
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[Fi] BEL ¥ S 1] 14 Hela 24 i XoF )i 490 I A 1) 5200 . Heela
A 28 Thymidine [7] 254k 24 h J5, BILA & A
100 ng/mL Nocodazole F{35E3E, /05T 14,18 ,22 h
Shake-off HeHSAr 2259 SN . Weds eI FEBEHE A

iR AL, o T 0,1,1.5,2,2.5 h AR RE L
KA 2253 %00 v 5 1 5 Ak 2 R APC/C R 2
JiE¥) Cyclin B Al Securin B [EMFHAR, W& 1 Frw,
PBE ¥ T Nocodazole , 14,18 ,22 h( H Thymicine BT
AT , #5201 Cyclin B il Securin [Gfif 1) 34 %2 0
B FA,

14h 18h 22h
01 152250 1 15225 0 1 15225 Noc.release(hrs)

PSRy v ey —= — Cyclin B
I s - - — | Securin
| T —————— —_—— — — — —— | H5p70

1 Nocodazole BH i AN [a] Hif [] XS 447 42 At 382 236 1) 52 i)
Hela 41l Jfl & Thymidine 8] 21k 24 h 5, BILA & A
100 ng/mL Nocodazole Y5555 , £ 2H ARG I T 7R I [1)
SR , RO BT 6 B 3 5 . FAR BB AR AT im-
muno bloting (IB) il ,
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WG, (H i Walker 2517 3 ot HL g 05 ik W HL A &) il
PRAG AR SSRGS APC/C G i FE v AN R VR o
JEUE UBCHIO0 7EMG i B 2 AT, 58t 1K
2 Fr/NsEs . B K N R Cyclin B, Securin, 4
ML AR Az & Mg R G8J5 Cyclin B, Se-
curin 7] LB R Ff | (L R i o 23 B Sl b A4 i e e 22
18, A UBCHIO J&, 5% B2 AH LL, JiE 4 B A
SEAH AP, $EW] UBCHIO A6 I 25 FE A4 K A5 5
Y KT S APC/C s it A vh i S A 4 B AR .
2.3 HBBEREI APC/C iEF MR R

[A°A Cyclin B J Securin [ i 33 28 24 5 21 ffd
PR i T 3 22 K, Sy T R X R LA, Tl T3
I A R SR A AT IR R, I 0K B M 0
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5 I & 11 %
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2 FRIEl 3 T 7 S 56 359 A 0 2R A Y PN P9 DR
Cyclin B, Securin 4[5 fiff 3 5, Sy S05E SR I (9 #4
SNBIRIEYIRE S B A LA IR 1) 40 e 2 e b
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i, 5 N TR 25 R — B0, R v B v B DTS A K
15, 40 Tk BE AR BT IS W B b, HLJCIR VR EE
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FHLH AR Z I, AR 22 105 40 i P S 56 #6042 T i ) —
AR, RIAREEF U X0 25 381 174 245 R e 5 5 400 i BEL e
4D JE DR A 2 20 L L 9 25 S ol — A 2R R T
JE WiEE Cyclin B KA 2E IR K 200 it o 480 1) 5 A5 A A
18, A PR RENE 1) X2 R Cyclin B [ 4E
RT3 Cdkl T P B AR AR 18, DTS S50 40 A 4 )
JE AR AR 5 2) IR, T XA BN T 2
PRI AA K- B S AR Ak it HL ) B AR 48 R I AR 18
Cyclin B R IR SR AEIR o A SCRT 57 1 1441
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Preparation of Extracts with APC/C Activity and

Analysis of Its Influencing Factors

GAO Yan-fei', LI Teng', CHANG Yan' , WANG Yu-bo' ,MU Rui',CHEN Liang' ,ZHEN Cheng' ,HAN Qiu-ying',
YU Ming”, GONG Wei-li' ,ZHANG Wei-na',LI Hui-yan'"
( National Center of Biomedical Analasis, Beijing 100850 ,P. R. China;

Department of Molecular Immunology! , Institute of Basic Medical Sciences, Academy of Military Medical Sciences , Beijing 100850, P. R. China)

[ Abstract] To prepare the cell extracts with the APC/C activity and analysis of its influencing factors , the degra-
dation of APC/C’s substrates Cyclin B and Securin was used as a marker. Several assays were done to analysis its
influencing factors,including the duration of cells arrest in mitosis , the activity of extracts,the presence of its E2 en-
zyme , UBCH10 ,and the concentration of extracts. The similar result was obtained using the in wviiro translated sub-
strates. Taken together,these assays were the basement to further study the related molecular mechanism.
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Construction and Mitosis Observation of HeLa/GFP—H2B Cell

LI Teng' ,GAO Yan-fei' ,CHANG Yan', WANG Yu-bo' ,MU Rui',CHEN Liang',
ZHEN Cheng' ,HAN Qiu-ying' , YU Ming”, GONG Wei-li' ,ZHANG Wei-na', LI Hui-yan'"
(National Center of Biomedical Analysis',Beijing 100850, P. R. China;

Department of Molecular Immunology” , Institute of Basic Medical Sciences, Academy of Military Medical Sciences, Beijing 100850, P. R. China)

[ Abstract] Accurate chromosome segregation depends on the precise regulation of mitotic progression , including
the timing of mitosis and proper regulation of spindle assembly checkpoint are getten. Though live-cell observation
movement of chromosome ,we could accurately quantify the procedure above. Here , though retroviral infection system
we get stable expressed GFP-H2B HelLa cell line. Together with synchronizing cells to mitosis, a technique is estab-
lished that observing mitosis though time-lapse confocal scanning laser microscopy.

[ Key words | mitosis cell synchronization live-cell imageing
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