£ I 12 % H100:30—33,1994
Chinese Journal of Bictechnology

HEEVRE T IR R £ RAFZFHHR

RER ITEYW HEZE
(FEBER LGP EERAR, L& 200032)
i E MHERMIET RS B e E A . #8750 2E6T o B8 A0 38 % JB A R = s i
AL ETMREEE S, MEERE. BRI R "3 M b T s, SRS
HUSEOR R REARSREER, A RREAMZ S, HerRGHHERDSbg%E
rER#sb ., BRERSHTER, SR NT R,
XEE BEERas, FEeREER ELEE

MR BV WA ER TR SRS REYRHE G AR S8 EREE, X
REEMEH— SRR F O TR, P DNA EERLEERAF -2 HER
B EREMS S RE, REEROBERRMES. A, #50w] 8 S8 FE fik
BERGTHLE,

H AN R R A RIS, B 1974 FE WA ST A IGE. RREERN
P A B A R I A R A A AR R LM R AR 0 L U SR B AR TE B B
IR EEWAER, LR B R HRETT, WA S AR . BN Glinelius™ g T E{RIE
B, TS A NRFEORABAR D, 2 A FRAEREHSEMEEY Y, 0
RomE H IR AT SE T IRRh IR A R R A R — R EH E AT TR,

1 AR

1.1 e

R H I AV 3E (Brassica mapus L) ARSI 2 8”MNTH 7 7,45
B LT H M L RB I _ L R BB (R BT R T T M TS K e R 7—8 NIRRT
¥ 70% ZEBEM A 3R AR B B B KIS HCH 4 BB 30 BRI 20 434, AT R
K, REHTEARE 4—5 R HEMILHE MS BHREW EREELR, RIS
ULHH, A SCRT I BB b B A 25°C L R 12 /BT 3. 5kErg - em s TR B S T 1
1.2 FREFRFHSE

WA 4 REBRKY lom @ TR, MU 0. 5—1lmm BEHHE B TR 139
HREEE R CPW SR BB S L /ANAT AT B N B/ HE 48 IR b B AL 9
(25°C, 50r/min, BEF), BB 40 F: 1% 47 48 # 5 (Onozuka R-10), 0. 2% 55 #7 g
(Macerozyme R-10), 0. 5% £F 4k 3 F§ (Sigma) f 3mmol/L MES (2-Nmorpholino
ethanesulfonic acid) ,#F T I 9% B EBWAIN R CPW LB W (CPW-9M) b, RS E
100 B2 M1 38 » 38 it} 5000 /min B0 5 4r4h. B CPW-OM MR 4 BAR PR, A
B VTREHA MR CPW R RER W, EENEERAEAR—MELTd,

FLF 199242 6 A ¢ BB,

© PERFRHBEMFARAATIKSGwEET http://journals. im. ac. cn



10 #A BiRRE HREMETERRERERFHTR 31

CPW-9M Z 10ml, iR S5 B&.CWCER IR AR, 5535008 B R A& BRI SRE PCMOY B 4
Fh—K . PCM B FE 7 A e B8 KMep ORI S M sURE B °% RUR SR 4 1% 1 B,O7,
BL 0. dmol/L HEWIEREERERN . HENRZBNAAO. Img/LRERFRR T
F).2,4 —EERZE2,4-D)1. 0 f 6-EELE LB (BA)O. 5,

1.3 EEREIEE

131 HWHEERERAPCMEFEAERERBEZEE N 2X10°/ml, I 2. 5ml, EAHR
60mm FYIEFR M CFRDIESR. BRIMBBSHE A 0. 2%gelrite BT MILFHEPM)
T ERXHE—SER, PM ST K+ 3% 88 +2,4-D 0. 1+BA 0.5-1. 0,
1.3.2 BERTHE SAMEERE Y 4X10°/ml WEEFE PCM BER S S 1. 2% 58k
AWM R PCM (RIL BRI OCAB IO ERBESE, MARHILF (KRR %
2. 5mi) . $5IEF REEE F Parafilm #3555, B8/ HEE B IR MM/ IR 5N
BAE R PM W F RN . WHEMEEEH PM, BT RERTSWR, A
FHBEE 0.2% gelrite # PM _EHITIRF. |
1.3.3 “BUR &3 HEA LR BIEEE R 4 X 10°ml R EFRE PCM BERS S
1. 2% JEEh S BRI PCM S BIRS, IS RIERL Y. S0—R%E s W%, 8% A%
sopl, #EEMEE /S A PCM, M AR “S BB R "B EN =42 . BE/NAKESS,H
PM 4% PCM, —E {5 T H PM, 3105 & "5 . # BB S 0. 2% gelrite 4 PM L
TR, ' '

T EREFO R R AR 10 REEEREHT UEREESR 12 /N H RS
¥6 (1. 5kErg em % s DRMA TSR, MHHAEKE Imm B HBEE 0. 7% HAEH PM
bR R L IS R R A R TR TR B (10° AN FUE R RE T R TR
WA MAGASED .

1.4 EKOHBENBE

{E 3—5mm K/ EHHRNEB R b5 2 (DM) |, S FHER . DM B4 i
T K+ 1%+ EXRE TS 0+BIE Z B TAA0. 1+0. 7% IAE. Y LBIRER
F 1—2em BLE R T A S AR TE BAO. 5 ) MS EMRIEHERM H,ES
iR, BARGRARER HH 3 X IABRIELT. BFATSKER TS,

2 H#R51E

2.1 BFPANNEBRANEERFFRIEHORW
MREFFTEARRF TR, N 1 g TEMGER)TTHH AL 2. 9X10° MREAR
1 0 R A R AR TR 3R MR AR S W3 1. 6 10° AR, REBREBFTAER
EERGTHE, TRESKERS EUERI &) . WRE 100 HTREITTE, MAREE
R BERERETHA AESEF 3. 5-—4. 0X10° MEAFE. fbFEREBEFS
THESRERENFXERK. EXEMNEERAEIAZEHEBREN. XY= 2
BUTRMEERKHITREARBIER. B8 RFETHIRBE. WEN 2. 7T0.FEHN
12.7% KRB RERE S RFRES —FEG. Lo F770FE FHHEM I B

© PERFRMEDHARAATIRSHEST http://journals. im. ac. cn



32 4 B I B % #H 10%

MRS AER AR RIMFE(B. campestris)H A, MBEHFELRRETRHE, THE

EEW%T@W JRAERHET R MBS T3 H 8 (B. oleracea) F W R 4 (kg9 43 24
BERZWEAKR. B R, EEURHGAEEEMNEREREESEX.
2.2 FREFENRERGEFEELTWE
2.2.1 RAREBYRERKESR 2 RBEFEHKEE fHEEHTE K. 43
FEAUBEFRBEER 1-2). £7 RKETARPE,“S 257K 23.7%:“TH 7
57 18.3% 3T 3, PR T LUBE PR FAL AR (BEUR 1 -4A) X8 Mg
ERRE BRIEH 0.2% gelrite B PM F I , 7 W 4B MUK AR LA B HIR L BE S o B8
T, DEHSEETE LORNETRMUH M,
2.2.2 [P REREESR A RFESE W5, 16 T A PR 7T L4 b i gl
K, AR TIEFIBEE R /DR, BA RGO B PM ISR I (B 1 -4B). FI, i
RASEIEF TRREEEBEE 0.2% gelrite 1§ PM R .G KRBT,
2.2.3 “BRIRETEERAERIESE 4 KABRE KOS, SEERFREHEL, iR T’
BB AL 7 KM R 15 MIKAEHHMNEE.$ 10 RABRREED Sk E
RAABGHAER-4C) . XRHRERE—2 23 . BRS8N REFELFRETR
ENRARBERE (R D, EXEREMR, ERARRENELERAEE SN AGEA
LW AR "EENHEATREMEGEREERS 108 LG 2. EETHA
B B — RGBSR B T R A AR AR SR,

*#1 FRABKFENEEL 2 S TEMEERHEIIEENRN

Table 1 Effects of culture methods on the division speed of hypocotyl protoplasts* {cv. “Yunbei 2

Cult thods Time of the first cell division Time of the formation of visible calli’
u
tre metho (days after plating) {days after plating)
Thin liquid later 2 21
Agarose solid layer 4 16
“Agarese island” 4 . 10
2.3 HE¥NBLETBE %2 THEBRFECSERERRAENE@ -
5 4 g;! 7 PM 4 K 3 3—5mm Table 2 Effects of culture methods on the efficiency of
) , lony Formati
KB B 1-5), % DM EH S ¥ colony formation+

By Ak, e Rk B, B 5 A B T Cul.tur-e n}ethods “Yunbei 2”7  “Ningyou 7"
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PM @&k E K (CKF 1A, &1l
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HGUEFI DM EUR .2 ARBERRE (e, doas
HAREFAREL P —H a8k Al FEER 6, K&l BENGan
AR, “ZdL 2 BYMAMLIREY 14. 9%, “Til 7 87K 23. 4% . HLHMEFERE
VT A RM FESAEMRGER -7, WEE DM LEREK, BREEBER.EE
PR, AR TIRB Rk, ERAZSNHAKBRIIEHET, REHERRR
R (B T -8), AR B BERTHREM B & e 7 W H ISR T e sh s 4

“Agarese island” 830 440

* Efficiency of colony formation; number of calli
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Study on ijocot‘yl Protoplast Culture of Rapeseed

Cheng Zhencdong Wei Zhiming Xu Zhihong
(Shanghai Institute of Plant Phusiology, Academia Sinica,Shanghai 200032

Abstract Protoplasts were isolated from hypocotyl of two rapeseed (Brassica napus
L.)cultivars “Yunbei 2” and “Ningyou 7”. Light treatment during seed germination
could apparently increase the division frequency. The purified protoplasts were cultured
with three different methods. The method called “agarose island” was found sﬁperior to
the two others (“thin liqﬁid layer” and “agarose solid layer®”). Protoplasts cultured in
the “agarose islane” divided more rapidly, and developed into calli more frequently.
Shoot r;agenerati'on occurred when the protoplasts-derived calli were transferred onto
differentiation medium. Individual shoot was rooted on the rooting medium. Whole
plants have been transplanted into pots,and grow well in the phytotrpn. The “agarose
island” method might be suited to the genetic transformation of protoplasts because the
liquid medium surrlunding the “island” could be conveniently replaced without disturb-
ing the microenvironment of protoplasts plated.
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Cheng Zhendong et af. ; Study on hypocotyl protoplast culture of rapeseed Plate 1

1

Freshly isclated protoplasts frem hypocotyl of Brassica napus

2. First cell division

3. Cell cluster regenerated f}om the hypocotyl protoplasts

4. Small calli regenerated in “thin li;:]uid layer” (A),*agarose solid layer”(B) of “agarose island”{(C) culture
5. Calli transferred onto differentiation medium

6. Shoot formation on the protoplast-derived eallus

7. Whole plant regenerated on rooting medivm

8. Regeneuated plants growing in pots
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