sk 564 295

J© @ B ¥ Guihaila 14 (3). 280—264, 1994

IR R, 2 A AF0FER
ToHER IR B IR A JR - Hit B B RS oy

E % RRE I P mEE
CHFTE R F R, WA 310013) (A FEHR)

Rae1 7774

A BE fAMEREREAN. REEQHAAREMENEEBRIEN. 0152 KEB+0,25%4
fxe MELEBENEENASHRGASERTS SEHMAMETEEMNMEEMARE 1. frda -
Mg BETEEL. SEHR, 1K8 BRETXETREERESE: BB 3=/,
BRI LIRS 6 XA GES N E. SICEMIIXMISRALISR ISR, AEBHESY &t
EANERERERNLR.
SE|iE REE SR FAERGK BEE £ 4REN

AT A

————

EFFECTS OF SUBCULTURE INOCULUM QUANTITY,
SUBCULTURE TIME AND AGE OF CALLUS
ON PROTOPLAST ISOLATION OF
ARNEBIA EUCHROMA

Wang Li apd Zhang Zhiguo
(Zhejiang Academy of Medical Sciences, Hangzhou 310013)
Wang Ping and Liang Haiman
(Depariment of Biclogy, Hangzhou University)

Abstract The result showed; 0.1% Pectinase+0,25% QOnozuka RE-10 was of benefit to
isolate calli of A. euchromo; the approriate time of enzyme treatment was related to
callus age, Callus age would vary if either subculture time or callus inoculum quan-
tity was changed. The experiment material of isolating protoplast was 7-day callus
when inoculum guantity was 1 g/flask, but 5-day callus when inoculum quantity was
3 g/flask. As the suitable material of enzyme treatment, callus of 15-day and 15-day
subculture period might bhe cultured a fittle longer than that of 13-day and i5-day
aubculture period.
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Fig. 1 Effects of time of enzyme

treatment on protoplast yield of

A, euchroma (Callus age:7 days)
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Table 1 Effects of different combina-

tion of enzyme concentration on
peotoplast yield of 4. euckroma

BB RN REFkEE
Pectinase Onoznka R-10  Protoplast yield
(% %) x10%FW-!
0,1 0,05 0.79120,143
0.1 0,1 1,78£0,295
0.1 0.25 3,13£0,787
0,25 0,05 1,24%0,055
0.25 0,1 2,321 0,359
0.25 0,25 1,510,162

WEHIER: 9K
Callns age 19 days
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B e / A E® P
'é_ Pectinase Single cell yield
Ea (%) % 10%gFW "
o - 0.1 0.080 £ 0,046
2734 54 7 8 9 101112
EflE (/1) Time (hours) ¢ 0.042 £0.023
MR SER 57
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Fig. 2, Effects of time of
enzyme treatment on protoplast
yield of A. euchroma.
(Callus age: 5 days)
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Calles age: 9 days
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Table. 2, Effects of callus age on protoplast yield
of A. euchroma when inoculum guantity
was 1 g/flask

[E=geol)isgE s
B 4 & Protoplast yield
Eazyme combination x10* fFW™?
5d 7d 9d

0.1% Pectinase +0.25% 7.69%1.45 27.6+6.33 16,23+2.57
Qnozuka R-10

0.12%4 Pectinase +0.25% 5.32+0,80 23.2%2.75 16,0+£2.75
Ooozeka R-10 +

Protective additive

BEfLAHE, 153%
Sehculture time: 15 days

F=4 BMEGHATCHNREREEEEER
Table 4, Effects of callus age on protoplast
survival of 4. euchroma

= ke g
B o4 & Percentage of protoplast survival
Enzyme combination (4
AR B R
Callus culture time {days)
4 5d 6d
0.1% FPectinase +0.25% 38.5 71 51,03

Qnozuka R-10

0.1% Pectinase +0.25%
Qnozuka R-10+ 94,7 99 54,48
Protective additive

Sobeuliure time 3 15 days

TR ARKER: 15%
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Fig. 3, Effects of callus age on S15%r A ~ A - — AT S AERAEH15
protoplast yield of 4. ewchiroma when

) RFURy HHEITE R
inoculum quantity was 3 g/flask. Fig. 4. Effects of callus age with
{Subculture time: 15 days)

different subculture time on proto-
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