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Tobacco Mosaic Virus TMV ™V
Nicotiana glutinosa Ky N. tabacum var. Ky
T™MV Ralstonia solanaceance Xanthomonas canpestris
pv. oryzae MGC-803
RPMI1640 Gibco BRL 10%
100pg /mL 100pg/mL MTT Fluka
CM-sepharose Fast Flow  Superdex™ 75 Amersham Pharmacia Biotech
Centricon-YM10 10 ~ 100kD Millipore
Tris SDS
1.2 TMV
Gooding 2 200 ~ 300nm
1.3
2 4 ~ 5h  10000r/min 25min
PBS  Na,HPO,-NaH,PO, pH7.2 PBS 0.0Imol/L
CM-sepharose Fast Flow PBS
0~0.5 mol/L. NaCl A B B Su-
perdex™ 75 0.15mol/L. NaCl
20000 T™V
y3
C
1.4
SDS-PAGE B 4% 15%  Bradford
1 G-250 0D
Bradford B
1.5 N-
1.6 y3 ™™V
0.01mol/L. PBS pH7.2 y3
20pg/mL 5~6
Y= 1- / x 100
1.7
10" ~ 10°/mL
100pL 7TmL
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6 Coprinus comatus 795
% = - / x 100
1.8 y3 MTT 16
96 24h PBS
100p.  0.2mg/mlL. MTT ~ PBS 37C 4h MTT 200pL
DMSO 90% DMSO 10%0.1 mol/L -NaOH pH9.8 37°C 30min
0Dy, 3~6
9% = 1- oD / oD x 100
ICy, ICy, 50%
1.9 y3
17 25 uL 0.02mol/LPBS
—0.2mol/L pH7.2 25 pL 25 pl.
2% Imin 4°C 1.5~2h
2
2.1 y3
CM-sepharose FF
A B 1 AB SDS-PAGE ~ PAGE
B y3 Superdex™ 75
C 1
C SDS-PAGE ~ PAGE
C Superdex™ 75 y3 2 3
07 5 008
0.6
05
s oal —=— Optimized
8“ osl —a— Unoptimized
02}
01t
T s 9 13 17 2 25
Tube number
1 CM-sepharose
FF %6 11 16 21 26 31 36 41 46 51 36 61 66
Fig. 1 Ton-exchange chromatography of the protein crude Tube number

extract on a CM-sepharose column

2 y3  Superdex™75
Fig. 2 y3 purified by Superdex™ 75

molecular seive chromatograph
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KD | 2 2.2 y3 SDS-PAGE
974—| — o
62— — Superdex 75 y3 SDS-PAGE

3 14.4kD
43.0 — | —
310 —| | — 2.3 y3 N-
y3 N-
201 — NRDVAACARFIDDFCDTLTP GenBank
SWISS-PORT P83477
144 — M i
— ODy 0Dy
3 y3 SDS y3 30% y3
-PAGE 2.4 y3 T™MV
Fig. 3 y3 SDS-PAGE Y3 12.5;1g/H]L
f y3
e TMV 83.0% 3
1. Marker 2. Protein y3.
™V AAVP
FBP  YP46-46 v3
1
1 y3 ™™V
Table 1 Inhibitory effects of different proteins on TMV

Author Mushroom Protein ~ Molecular weight /kD Concentration/ prg/ml.  Inhibition rate on TMV/%
Sun H Agrocybe aegerita AAVP 15.8 200 84.3
Kobayashi Lentinus edodes FBP 23.0 6300 50.0
FuM] Plearotus citrinopileatus YP46-46 27.4 0.24 50.0
WuLP Coprinus comatus y3 14.4 12.5 83.0

2.5 y3
3 1.562pg/mL
ABO AB4 2° 0.781pg/mL
MTT ICy  12pg/ml.
30% ~50% "
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Purification and Activities of an Alkaline Protein from Mushroom
Coprinus comatus

Wu Liping Wu Zujian Lin Qiying"  Xie Lianhui
Institute of Plant Virology Fujian Agriculture and Forestry University Fuzhou 350002 China

Abstract An Alkaline protein y3 can be purified from the fruiting bodies of mushroom Coprinus
comatus by means of CM-sepharose FF ion-exchange column chromatography and Superdex™ 75
High Resolution molecular sieve chromatography. The protein has a molecular weight of about
14.4kD by SDS-PAGA. Some activities of y3 have been detected and the result is the following
the inhibition rate against Tobacco Mosaic Virus is 83.0% when the concentration of y3 is 12.5pg/
mL. y3 is able to agglutinate rabbit and human erythrocytes at the concentration of 1.562pg/mL and
0.781pg/mL. Using an assay system based on mach cancer cell line MGC-803 y3 was studied for
its inhibitory ability against celles multiplication and the 1Cyy is 12pg/mL. The N-terminal sequence
is NRDVAACARFIDDFCDTLTP which has no homology with other sequences in Genbank.

Key words Purification Tobacco Mosaic Virus Lectin  Anti-tumor
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