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BIFM(30 g/L KCl 1 36 g/L H#&®E, pH 5.6) B &5
A AR A AR R R I 4X10° /mL,
1.3 AR PR A B B R A R

TR PR DA TR 1) e Ak T T S BRSOk (7 gk
FFIFA MRS, B 200 pl B3k IR AR 4R (4 X
10°/mL) T 2 mL BB L4 IMA 10 pg B pGreen
I 62-SK-EGFP Jii ki f1 10 pg i pGreen [l 0800-
DsRed2 Bk, 1827, UK i # 30 min f5,45 CH#H%
5 min, T K E#HE 2 min, RIFFIRBEERE 30
min, IR AW T 6 fLk . A% &Y PEG/
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A, AEIRAE 40T Young leaves of oil palm plantlet; B. jifgn}
P JE AR T Oil palm mesophyll protoplasts.
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Fig.1 Isolation of oil palm mesophyll protoplasts
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concentration of PEG 4000(C) ,time of heat shock (D) ,concentration of MgCl, (E) and volume of

washing solution(F ) on transient transformation efficiency of oil palm mesophyll protoplasts
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Fig.3 Two plasmids co-transformed into oil palm mesophyll protoplasts
JfL 3 3 b oy B AR AL 28 8 R S AR AN
B¥ . Sambanthamurthi ZE5 )\ Z IR 5E 35 9 rh 43 85 8

3 it i

JEAE AR A A0 R RE L TR ) T 2 A TR
DNA , H 15 B 2 35 Ji 3 0, fig 5T P b 545 52 30 4540
Al a2 ) = AN S L) S 2 S ) VAN
qRT-PCR & I 5 A ) R A B =0 I uk 1 i 5 R H
JREk A S DNA [ BAE S, %245 0 A5 9 3 R Y
IhbeH & wEE X, Bai 200 F) 1 K 2 5 A4 ik
PEAT T W40 E A7, K& B OsSPCH 5 7 T 40 f 4%
OsLrgB & fir T M- &4 ; [a] i #) H] qRT-PCR #5001
e miR393a HIH 3L R J5 Y K 22 I A o 4k o 4
FE PR 238 K P, DT IE B T P 25 1) ) L 1) O &R
Lin %] A4S 9 5 A i A K T CRISPR/Cas9
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Isolation of oil palm mesophyll protoplasts and establishment

of transient transformation system

WANG Yifei, LIU Xinxing,ZHANG Qing,ZHENG Yusheng,L.I Dongdong

College of Tropical Crops,Hainan University s Haikou 570228 ,China

Abstract The method of isolating and transiently transforming oil palm leaf protoplasts was estab-

lished. Protoplasts were isolated from leaves of oil palm with 30 g/L cellulase and 8 g/L macerozyme for

3.5 h,and collected by centrifugating at 2 000 r/min for 5 min at 4 °C. The dual plasmid transient co-ex-

pression system was optimized with green fluorescent protein (GFP) and red fluorescent protein (RFP).

The best transformation efficiency was the obtained when the plasmids were mixed with oil palm proto-

plasts with the mass ratio of 8 : 1,heat shocked at 45°C for 20 min after placed on ice for 30 min,and in-

cubated at room temperature under the dark condition for 30 min with equal amount of PEG/Mg*" (200
g/L. PEG 4000 and 100 g/L. MgCl,). It will provide a novel method for further identifying the function of

the genes from oil palm.

Keywords oil palm; plantlet; homologus expression; protoplasts; transient transformation; func-

tion identification; planlet regeneration; subcellular localization; protein-protein interaction

(FTAE %3 .k & 40)



