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ABSTRACT

Embryogenic cell suspension cultures of B. striata were established as transferred selected
embryogenic callus into liquid medium, Protoplasts isolated from embryogenic cell suspensions
were electroporated in buffered solutions containing plasmid DNA of pBI121. Transient GUS
(beta-glucuronidase) activity measurement and selection for kanamycin resistent showed that
expression of foreign genes and stable transformation were achieved.

GUS transient gene expression was increased by increasing DNA concentration of pBI121
plasmid and affected by the level of the applied voltage. An optimal level of GUS activity was
obtained after electroporation with a pulse of 200—300 voltage/ 1180 uF. Protoplast viability

was up to the 80% at the optimal voltage.

N B
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AdulF 3—59 8 z-eH2] embryogenic cell suspensions
o] 20—30 ml/gram(fresh weight)9] A& (15%,
Cellulase RS, 0.5% Dricelase, 1% Macerozyme, 0.05%
Pectolyase Y-23, 04 M Mannitol, pH 53)& 4-5A|7t
Ao dFAAE el sAH15).

ALZZFE % DNA

Ao ALR-E DNAY E. coli®] GUSH AR} CaMV
9] 358 A promoter®} nopaline synthase2] termi-
nater (NOS-ter) Apolel] 4Hds]o] Qa1 FAASRS 1)
g e EA FAAE NPT-1 SAAE Agrobac-
terium 2] Ti-plasmid®] T-DNA border seguence (LB}
RB) Alole] 7}A]1L 1+ plasmid DNA (pBI121) (17
)& AHEEtAch PBL21S FA& E. coli HBLO1YIA
gl

Plasmid DNAS] &2 % Bacterial Transformation
Plasmid DNA (pBI121) (Fig. 1) E.coli HB1012 9]
£4L Maniatiss(16)8] hgdl wed g on, E
coli Z%-F plasmid DNA®| &2 & E. coli HB101& LB
WiX](10& / I, Trptone: 58 / 1, Yeast-Extract, 108 /
I, NaCl; pH 70)914 OD 05—17tA1 W33 F ak-
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Fig. 1. The plasmid DNA of pBI121 used in
the transformed experiments.
LB, T-DNA left border: RB, T-DNA
right border: npt, neomycin phospho-
transferase gene:; Tet, tetracycline
resistence gene: NOS-pro, nopaline
synthase promoter; NPT- I, neomycin
phosphotransferase gene: NOS-ter,
nopaline synthase terminator; GUS,
beta-glucuronidase gene.
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Electroporation

Embtyogenic cell suspensions2 F-E] #-2] ¢ zl¢he] 4y
AAE electroporation buffer(18) 2 13] A3 3 ¥ APt
AlA (1X10° protoplasts / ml), 20—80 /& / ml2] plasmid
DNAS} 37 electroporation chamberd] 331 voltage$}
capacitanceS 2Z}7] @28t 4T 3lo)A single pulseZ
electroporation &%t} Electroporationo] 4 z}gte]
FEAA = 4CAA 1087 FA AFITUA 4P A
g WAZ 13 A3 F ejkaldoi(15).
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Fig. 2. Effect of electric strength on the tra-
nsient GUS activity of electroporated
B. striata cells.
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Fig. 3. Effect of concentration of plasmid DNA
on the transient GUS activity of elec-
troporated cells.
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tance ¥0F ofgl HExEY MEQ N, agu
AHE-E & pulse®| S1¢LE Gl 5ol Qsixe Jakg wo
11 (18, 19, 20, 22, 25), ElectroporationA] voltage$} capaci-
ance & F7he H¥AA Y AEE YoJME FAE
A g Azt E91g wHFU] Wit 43R
Ao AEgo) WY R FANUA FAxe BHL
HAYZE & F e FA voltage®} capacitanceE A
%aaqum.

34, plasmid DNAS] %-& 10~80 €/ m 2 Q&
fFRAze Wwdo] fFoH F7HE YehAH(Fig. 3).
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A (B. striata) Q) VA 5EAR FE F LS embryo-
genic callus?y @EMalal o] 94 7HL- embryogenic cell
suspensions €] 32 3F & A A o] clectroporation W
& ARS8k reporter geneso] TrO{QUsF pBILZL plasmid
DNAZ Eqetn 1 HRE HAsdth Y Aol
9ol GUSO #A4-& plasmid DNA %9 Z71¢} 3
=A vehdom, 200—300 voltage / 1180 uFol A GUS
o] g4 2 AFAA ] MEE(viability)o] 7HF F%
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