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RE URFLERKEZERREREREECR ES T REAK)MT THEEENBOKUR. #2550
FRNE_BMESUESEAFLRBR CELPRRRABMBENER. SR, 3HRRYBHEE
BRABBHESROMEABRE. BKMWRFRBMEDP, T1%ETAFELN, KT CREST MK #
ARXEBEHEEEFREAEER. WE_BHERBMBES, 19%% CREST i, 5XEEBEEXR,
EAHBAEHEIREAAIRCKFERRY. LAUBR CEFAZRYPRABELEEZYE, (& CREST
MR 6%, BERTNE, BRRUEWABRAMNRCEABHUY, HENBUTESRPEELR
i, EERBEAYLRENELIINEEH, R CREST BitE, CREST REkigyESMilzsy
FRBERFHRAIROKE.
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ANTIKINETOCHORE ANTIBODY STAINING TO DISCRIMI-
NATE BETWEEN TWO MICRONUCLEUS ORIGINS

Wang Xu, Liu Suqing, He Zhengji, Qiu Yujie
Department of Biology, Yunnan Normal University, Kunming 650092

Abstract Antikinetochore antibody staining (CREST staining) was applied to distinguish

micronuclei in vivo induced by spindle poison colchicine (COL), mitotic arrestant

» EFARPNZESRAHERERSEE ~ « HIE—4F



hydroquinone (HQ) and polyfunctional alkylating agent mitomycin C (MMC). Three
chemicals significantly induced micronuclei in polychromatic erythrocytes of mouse bone
marrow. About 71% of the micronuclei induced by COL were CREST positive, it indicated
that those micronuclei were formed by whole lagging chromosomes. Only 19% micronuclei
induced by HQ were CREST positive and no significant differance from the control. HQ
was considercd, therefore, a clastogen. The frequency of MMC—induced micronuclei
reached 5.45% but only 6% of them appcared CREST positive, MMC may extensively
damage the kinetochores and induced CREST negative micronuclei, CREST staining will
give some supplemental information about ancugen detecting.

Key words antikinetochore antibody; aneugen; lagging chromosome; acentric fragment;

micronucleus; bone marrow celis

EFIAEEHARBZRISITREG®R
B, EROES HEm ZHEB T
WERABEE RN, MEEY B LHF LN
Rkl REERAKER, BERTF
BRERLBEXIX 2 KXEBEMNRE. IF
Sk, A MBERADSIECD. M C-oH
B DNA §8445%, AHE RS
2EABERERE, HERRYFIRAE.
1980 4E, Moroi ZEHITHE R Z T K IE
(progressive systematic sclerosis) B # Il
BRRARFLAINE (antikinetochore
antibody) @, EXAKBREMHA CREST &
S (BRUE. BHERIAR. REEH
%E. HBUFEL. BAMETHRER), &
FIRHE L SR AT HEEEIOERE
R CREST i, WARTFER., HE2ELR
OB NRINMAE RIS TN B G
Bk T LRI IR S R A TE B
BOT®, Miller &t E /D RERNES
i, 2RTERIFRMOTEES? AR
CREST R sk I F, BB N K HIIER
bR 5 & FI 1R it — 2R 4B,

RATLL CREST #fadk, 444877 %
3HLSYENRBHODREFERNME
BIER: 278430 I8 A% A B
K{lE (Colchicine, COL), & 44>
HI¥xt %= —HK (Hydroguinone, HQ) R #&

e ke L Fl £ R B K C(Mitomycin C
MMQ).

MR E*®
1. KR BB

TRRBIMAIEAMELEIAR, W
BEZEA¥IYE, 10-12 A, K&
25-30g.

BREEET I REENE, XHHES
. TR Z 4 AT LA SR K B
MEXssy. ZRFENR 70%LDSO,
COL ¥} 2mg/ kg, HQ & MMC 4+ 3%
120mg / kg X 3mg/ kg. 43 24h f57, WS
T Y, BREEHEZT Sm 418
ke, 1000rpm B.L Smin, HF EHER,
B FEXENENE, ERER, ¥R
®F, —20C FEEEE 20min. Y
B 1% AL 5%Giemsa (pH 6.8) Hifh,
20min, FEERE H 5K 1000 gL Qe
41 B8 ( Polychromatic erythrocyte, PCE)
R, KK LT CREST R f
B®-20C{R%.
2. CREST 35

) B TR B BT R B 42 LK
(IR BH#THERGEHEEERBEIAE
mmE, THAFHAMEEXER (FITC)
WG FHA 1gG, HHILRMBREL



VRIKEEBRIY, SFHEGH.

BEE%®HE 0025% SDS &
0.1% Triton—X100 & Smin, IEFHEERHE 2
K, & S5min; T, WM S0ull $1
(DPBS 140 iR, & 0.01%FXKK)
TR AHE4LL, th18x 18mm F .
BEA& 37CHETFE 1h; DPBS Rk H 3
K, & Smin, FT/ERM 60u11:10 BEHEK
O#3 (& 001% B XKWE), MERFE
BA&+ 37CHEF 1h; DPBS ek 3
W, %& 3min; 0.1%Hoechst 33258 fx i
20min, DPBS ¥ 2 K, B X 3min, ZEIE
Kepge, BT, DHMEHE (pHI.8)
HE, AABHERE., §FZEEST
100 NS, BEMERNELIN
A,

7E 330-380nm A EII KT, TR

Hoechest 33258 REHHHRBEABEZES
5, 380—490nm Bf., B FITC-F i A
IgG MERICHREAREL I ERBEAF
ERNELINRAREEN, EREK
T, AHRKRFANELA, SARKREBRY
REARLA,

Rt

H 1 =) 7"k CREST i a)5,
380-490nm K 5 MR B & B BEA KAy
%, REAQHOKEATHNRATERAN
# 24 p7 (Centromere) T EE X R, 4N
Baf, H2A-BRHASKRPEELAN
M. ABBRFE, BERRE—HE
MELR, CBPHZEHITRL, HED
BHRRHEHELE, TRERREL

Tab 1 Micronucleus (MN) analysis in mouse bone marrow erythrocyte by CREST staining

CREST
chemical dose treatment animal number of positive negative PCE
interval number MN () (%) freq. of

(mg / kg) (h) MN
control 0 24 4 23 18 82 030
COL 2 24 3 100 mn 29 232
HQ 120 24 3 100 19 81 2.25
MMC 3 24 3 100 6 94 5.45

wmaAxEAF, PCEMBK®RNA  ESTRIMRNE.

2.32%, WHATHTEY 100 B, 1%
EFH 4K, J CREST H#E, FAEEL#E
HYEAEF G COL IBERNMEE A
BAESREAATLR. EBREMNIELN
COL EHABMREAEFBREN, Hxt
RTF 9% MM BERFEHEHEEERE. 4
COL XA BB ERER THRAK
SPREH RS2 BN EmE?, B
B PR B 4 24 B (gap) Y JE B ZE BY AF
F MER4HEAMENER, K4
SERPRTERBR AN, %M™~4% CR-

HQ W ERM AL RBHAERE
EHEHAOD, Miller WHE LS RMH
M-y REEEREBERERY, B
HQ BEMEEK, 47% 5 COL#&XM
BEEUBEFRERL?, BHAMNG—F
IHHQ AFBRALHELNREAEKEA R
wEREKFEENNEARY. BELE
B%&H T, HQ & PCE F A MBI KB X
2.25%, H{XH 19% F I CREST H#,
ExtEHELL, BFHQ XHBHMEE
NnEEFELER. BBRUENREEENR



BRSO AT, BRI HQ BB R BB
aEkZERE, FEZAER. XBTH
—H Y, RHTRESERERRNRE
PR BT K S M T & B CR-
EST fitk. b, FEHHR HQ ML
S RA TR EBER BRI, R
R EE R AAREHBN.

MMC WiR4E$, PCE fifEREER

JBEH, 1K 5.45%, {H#& CREST 44T+,
X 6% FHH CREST i, #) MMC
BRTAENBEILFLXERELRE
K., BEMNE, MMC 4+ CREST
HEMNELBBEMRTHE (18%), B
XM TR ERRE, vigS g Ramg
etk L — R BER N EF LN S
ZFELRXIHFEHR CREST [, #ERX
B REELRRERFE LRI
trid. BF MMC ZE/PDRHEA KRR
FHRESHNRAANBUAEZEPTEYZ
BB, EUHRAFBEROENSE
WELRMTRIIBEH, ATELKE
¥k R % &I CREST FAtE.

TR RIUEEA: CREST R iy

S 3 T L 3h 4 4 40 B Ak A I R R 4
LB HERR AUARAR.
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