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Table 2 Effect of various factors on survival rate of protoplasts
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ISOLATION AND CULTIVATION OF PROTOPLASTS
OF CALOGLOSSA LEPRIEURII

Zhou Yihong Wang Sujuan
(Shanghat Fisheries University, Shanghai)

Protoplast, as an important medium in genetic engineering, have been iso-
lated from some genera of seaweeds in the near decade, Using the eombinative
enzyme of 3 % Sea snail enzyme, 3 % Cellulase Onozuka R~10, 1% Macero-
zyme and 0,5% Pectinase, viable protoplasts were isolated from Caloglossa le-
prieurii (Mout, ) J, Ag. {Ceramiales, Rhodophyta), The protoplast viability
was confirmed by exclusion of Evans Blue stain,The protoplasts and its absen-
ce of cell well were observed and confirmed by Calofluor White, reduced os-
molarity, electron microscopic examination and sclf-fusion, About half number
of protoplasts survived and divided with high ratic when cultivated in thin L-
quid layer of modified medium No.5 (MES as basic medium, supplemented
with MS medium vitamins and 1ppm YAA, 1,5ppm KT), Regenerated plantlet
appeared after 45 days, Tetrasporangia appeared in the blade of some regene-
rated plants after 4 months,

Being big, polynucleal and regencrative, protoplasts of C, lepriewrii show

prospect in the field of cell fusion and genetic operation of seaweeds,
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Explanation of Plate
g1 Plate T

FAEMGESES TREMEE, TiF=20um
Protoplast broke in reduced osmolarity.bar=20pm
BRam R mRESEE L, TH=05um

Electron micrograph of a piece of thalli after 4h enzyme incubation . bar=¢ 6pm

HESSREN T B HKRE AR &, T4 =40pm
Isolated protoplasts from thalli of C.leprieurii.bar=40um
MifE LhE g, WAREARER

Picces of thalli after 1h enzyme incubation, showing intact septs in the tissue

WMETHHSOREFRE, TERMRBEP)., BNTELERR, TiR=2pm
Electron micrograph of newly produced protoplest showing absence of any wall, iniact plasma

(Pm), nucleus(N) and other cell organs,bar= 2 pm

En Plate 0

WFOOXME EMM, TH =200um

Regenerated plantlet after 80 days. bar = 200um
FEEREMAME, TH=20um

Self fusion of protoplasts

¥ REHEREEE, TIR=201m

Protoplast changed its shape after 3 days culture,bar=2oum
¥ o XBEFERE—RTH, Tif=20um

First cell division after ® days culture, bar=20um
BRISRESHEEM, FHF=20um

Regenerated rhizoid after 16 days culture.bar=20um
ANFATEAEEER HR44T), TH=t0um
Tetrasporrangia formed after 4 months culture, bar=80pm
MEEFRKEENRE R (R4, ThH=1mm

Regenerated mature plants after 4 months culture,bar= 1com
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Zhou Yihong et al,, Isolation and cultivation of protoplasts of Caloglossq lep
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