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0.25mol L sucrose 100 mmol L MgCl, 0.5mmol L. PMSF
0.19% Triton X-100 1 mmol L EGTA 10 mmol L Tris-HCI pH7.2

50% 30s 10s
700g 10 min
120g 5 min 1 000g 10 min
3 200p:g mL DNase I
37C 30 min rDNA 0.25mol L NH; ,SO, 2 mol L
NaCl 15 min 20 min 1 700g 10 min
1.3
Laemmli 8 4 min
5% 12% Tris- 13~15mA 6h
1.4
45% 10 min
4% 20 min PBS 10 min 1% BSA 30 min
0.1%BSA PBS 1:20 37C 1h 4T
FITC IeG 0.1%BSA PBS 1:40 37C 1h
90 % Olympus BH-2
ILFORD-400
1.5
50mg mL
5 mg mL 500pg mL S0pg mL Spg mL
0.5pg mL 100p.L
137mmol L NaCl 2.7mmol L KClI 4.3 mmol L Na,HPO, 1.4 mmol L KH,PO,
pH7.3 1 h PBST PBS 0.05%  Tween 20 30 min
1% 17500 37C 2 h
IeG 1% 17500 37T
1h DAB
1.6
2.5% 100mmol L PBS
pH7.2 4h 100 mmol L PBS 30 min 1% 2h
20 min - Epon 812 60~
80nm — H-600
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2h Lowryl KyM 60 ~80nm 1%
NalO, 45 min 0.1mol L HCI 10 min 1% BSA PBST-glycine pH7. 4
15 min PBST-glycine 1 :25 1h 4T
A- PBST-glycine 1 : 20 1h
A- H-
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Fig.1 SDS-PAGE analysis of nucleolar matrix proteins.
1. Protein standard 2.nucleolar matrix proteins
showing the 37kD protein by arrow. FITC
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Fig.2 Indirect immunodotting analysis against tropomyosin
1-6 NuM Nucleolar matrix protein CT Bovine serum albumin A
FC DFC G ~F Representing gradient of sample quantity in order Smg
500pg S0pg Spg 500ng S0ng .
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IMMUNOCYTOCHEMICAL IDENTIFICATION OF TROPOMYOSIN IN
NUCLEOLI AND NUCLEOLAR MAIRIX OF PHYSARUM POLYCEPHALUM *

Jiao Mingda! Zeng Xianlu! Wang Xiaoguang® Hao Shui!
Institute of Genetics and Cytology Northeast Normal University Changchun 130024
Department of Biology Changchun Normal College Changchun 130032

Abstract Nucleoli were isolated from physarum polycephalum and nucleolar matrix was prepared
by digesting the nucleoli respectively with DNase I 0.25mol L. NH, ,S0, and 2mol L NaCl to re-
move DNA and most proteins. SDS-PAGE analysis indicated that there were about 20 polypeptides in
nucleolar matrix component including the 37kD polypeptide which was similar to tropomyosin in
molecular weight. The result of indirect immunoflurescence treated with anti-tropomyosin antibody
and sheep anti-rabbit IgG antibody labelled with FITC showed that bright flurescence was observed
in the nucleoli and nucleolar matrix but no bright flurescence in the controls. Indirect immunodotting
detection further verified that tropomyosin existed in nucleolar matrix. Protein A-colloidal gold im-

munoelectron microscopic study showed that there were manv gold particles in the specimens labelled
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with tropomyosin antibody and there were few gold particles found in the controls. Tropomyosin dis-

tributed dispersely in nucleoli.

Key words

mical identification

Explanation of plant

1-3 1-2. FITC IgG
1 2 1500x 3. 4. 1
000 5. FC DFC G 30000x 6
~7. 6. A-
NU FC DFC G 30000x 7.
NU 30 000 X =0.5pm

1~3. Indirect immunoflurescence detection of tropomyosin. 1 ~2. Nucleoli 1 and nucleolar matrix 2 labelled re-
spectively with rabbit-anti-tropomyosin antibody as primary antibody and sheep-anti-rabbit IgG antibody labelled
with FITC as second antibody 1 500X 3. Control nucleoli without labelling of anti-tropomyosin antibody 4. Iso-
lated nucleoli  stained with carbol fuchsin 1 000 X 5. Ultrastructureof nucleolus showing the fibrillar center

dense fibrillar component and granular component 30 000 X 6~7. Indirect immunoelectron microscopic detec-
tion. 6. Interphase nucleolus labelled with anti-trypomyosin antibody and protein A-colloid gold showing that many
gold particles distributed spersely in the nucleolus 30 000 X 7. Control interphase nucleolus without labelling of

tropomyosin showing there are only few gold particles in nucleolus 30 000X . Bar=0.5um.
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