22 4 Vol. 22, No.4
2001 10 Journal of South China Agricultural University Oct. 2001

: 1001— 411X (2001) 04—0052— 03

PEG

szl xim A, FARL % EE
(1 g R KFHEBH»TFHRAFR TS, TR T NS5106422 HFHKFHEBFER, K% FHEHE)

PEG , s

s (
) ( ),
, s PEG
;s PEG; ;
: Q944 : A
. 1.2
. 25 C (¢ 10%-
s 20%+30%6.40%.50%5.60%570 % 80 %6.90 %5 « 100 %
\ 30 min), 1 ¢ 100% ,
, . 55 C 55 C » 30 min
(=9, [ [PEG Wercaoo vemiso= 13, )¢
. . . =12y, )]+ 30 min, 55 G
. I (PEG : =1:1),30min 55 G
II(PEG : =2 1), 30 min,
, . Lot 55 G (PEG ) 30 min, 55 C;
Bednara ' PEG . 1 PEG »30min, 55 G 2h
PEG . 0.5mL
1998 . 1.3
, Bednara (1o PEG , 30~ 50 #m.
PEG . . , 2-3 PEG,
» 25 min )
. « ().
Bednara [ PEG 1.4
. : 0. 1 mol/L NH4Cl
1.1 3min;PBS 3 ( Smin); ¢ 0.1% Tween 20
(Onza sativa 1. ) AP IV , 20 min; @ 1% BSA ( ) 10
. min; 1anti-o wbulin, PA026 sigma, PBS 100
. P 4y C ¢ 10% L ) 1 h, 37 'GPBS 3, 5 min;
1% % 0.01%TritonX— 100, PEMS  2(anti-mouse kG, F0257, Sigma, PBS 200 )
., pH7.2) 1~2h.
: 2000— 11—21 cAFERA94), B, HE AR FHBEXF L GHF HERRFREEAL

H ;‘UJI%J?}:\ (19657 )7 %7 ﬁ#r;ﬁv fﬁ}__]:
SEE A RAE A ST ME (39600008); FIh A HE A4 FB (71021)



1 h, 37 ‘C;PBS 3, 5 min; PI( ) , C .
1 min; PBS 3 ; ATF (anti-fading fluoresence PEG
solution) ; Leica ,
PEG
2
PFG 9 ( )’

(G C J.a PI s i b , ( ) The figures are arranged so that
the micropylar endsCamow) are pointed © the leftdownwards or right downwards. Pohotographs labelled ” a” are stained by Pl showing structure of
cell; photographs labelled ”b” are stained by immunofliorescence, showing microtubules(amow head).

la. macrospore mother cell, 1b. microtubules of macrospore mother cell, 2a. » one-nuckated embryo
sac. 2b. microtubules of one-nucleated embryo sac, 3a. middle stage eight-nuclkated embryo sac  3b.
microtubules of middle stage eight-nucleated emhiyo sac 4a. egg cell, (X 730). 4b. microtubules of egg cell,
(X730
1 PEG

Fig. 1 Photographes of micwotubule labelled by modified PEG section

, butyl-methyl methacrylate, Gubler

L , (slide coated with polylysine solution)
, . PEG s
, PEG , . Bednara
. . PEG - pRG ,
s ; 3
PEG . . @® ,
, PEG s s s
Bednara ' PEG s
s , 3d
, 2 @ Tween 20  BSA



54 22

[5 HUANG B Q. SHERIDAN W F. Embiyo sac development in

©) PEG , Bednara the maize indeterminate gametophytel mutant: Abnomal nucle-
PEG PEG4000 PEG1500 ) ar behavior and defective micwtubule organization| J] . The
b ¢
1:3 Plant Cell, 1996, 8:1 391— 1 407.
b

[ 6 HUANG B Q, SHERIDAN W F. Female Gametophyte in

maize: Micwtubular orgnization and embryo sac polanty| J .

@ , 50 “m,

The Plant Cell, 1994, 6. 845—861.
’ [71 HUANG B Q, RUSSEIL S D. Fertilization in Nicotiana
s tabacum: Cytoskeletal modificatiions in embryo sac during
( ). syneigid degeneration| J] . Planta, 1994, 194. 200— 214.
[ § ) . ,
(. » 1996 38(9):
. . 677— 685.
! [9 BEDNARA J, WILLEMSE M T M, VANLAMMEREN A A
M. Organization of the actin cytoskeleton during megasporoge-
nesis in Gusteria verrtcosa visualized with fluorescent labelled
[ XUSX, HUANG BQ, YE X L, et al. Changes of micmotubu- phalloidin] J] . Acta Bot Need, 1990 39(1).43—48.
lar organization during the embiyo sac development inricd J] . [ 10~ BEDNARA J, LAMMEREN A A M van, WILLEMSE M T
Acta Botanica Sinica, 1997, 39(10). 889— 893. M. Microtubular corfigurations during meiosis and megas-
[2] XUX YE X L Changes in the micotubular cytoskeleton porogenesis in Gateria verrucosa and Chamaenerion angusi-
during megagamelogenesis in the embiyo sac of Cymbidium Solium[ J] . Sex Plant Report 1988 1: 164— 172.
sinense] J] . Chinese J Bot, 1995 7(2). 126—132. [1]] WEDD M C, GUNING B ES. Embiyo sac development in
[3 ZEESY, YE X L. Charges in the pattern of organization of Arabidpsis thaliana. 1. Megasporogenesis including the mi-
the micwtubular cytoskeleton during megaspogenesis in crotubular cytoskeleton] J] . Sex Plant reprod, 1990 3: 244
Cymbidium sinense| )| . Protoplasma, 1995 185: 170— 177. — 256.
[4 WEDDM C, GUNNING B. Embiyo sac development in 4ra- [ 12 GUBLER F. Immunofluorescence localisation of microtubules
bidopss thaliana: 1. The cytoskeleton during megagam etogen- in plant root tips embedded in butyl-methyl methacrylatd Jj .
esid J] . Sex Plant Reprod, 1994, 7.153—163. Cell Biol Int Rep 1989, 13: 137— 145.

Improved Method of PEG Embedding Section Being Used in
Investigating Microtubules in Plant Embryo Sac

ZHU Hong-liang', LIU Xiang-dong's LU Yong-gen's XU Shi-xiong
(1 Plant Molecular Breeding Research Center; South China Agric. Univ., Guangzhou 510642 China;
2 Department of Botany, the University of Hong Kong Pokflun Road Hong Kong)

Abstract: Improved PEG embedded section method was described. The method made it easy to operate and the results
were obviously clearer. Ovaries of rice were conducted by fixing, dehydrating, embedding by PEG in small centrifuge
tube, cutting section by razor, vacuum gluing section, labeling by fluorescence antibody, and then micotubules in em-
bryo sac were observed and photographed by confocal laser scanning microscopy. The fomer gluing section methods (such
as poly-lysine gluing section method) blocked severely the conjuncting between microtubules and antibodies, vacuum glu-
ing section method being founded by us resolved the pwoblem, the new gluing section method was the main reason leading
to improvement of results. One most obvious feature of vacuum gluing section method was without sticker. The method re-
solved all problems caused by sticker, and the method was suitable for the situation that needed gluing section but sticker
blocked the later conducting, and the method was possible to be widely used in other researches.
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