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Protoplast isolation and plant regeneration from leaves of Rhodiol a sachalinensis
L IU Jianfeng, CHENG Yunging, CHEN Zhi-wen
(Jilin Normal University, Sping 136000, China)

Abdgract : Objective To isolate protoplasts from tube plant leaves of Rhodiol a sachalinensis and re-
generate plantlets after protoplast culture Methods Preculture treatment and sze of explants, enzyme
concentration, mannitol concentration in enzyme mixture related with protoplastsisolation were studied to
determine the superior optimized conditions Results Explants could be used to isolate protoplast without
dark preculture, and leaf length should be longer than L. 5 cm  The best incubating enzyme solution con-
tains 1 0% cellulase Onzuka R-10, 0. 5 % Macerozyme R-10, 10 mmol/L CaCl; - 2H:0,0 1% MES, 0. 7
mmol/L KH:2PO. , and 0. 5 mol/L mannitol. The enzyme and explants mixture were shaken for 4 h at 25

The protoplasts yield and viability were 39 43 x 10°/ g fresh weight and 78 6 %, respectively. Purified
protoplasts were cultured in medium /2 MS+1 mg/L 2,4D+0.5mg/L ZT +0. 5 mol/L mannitol + 500
mg/ L hydrolysisof caseininitially with shallow liquid layers, and calli formed within 40 d After calli were
trandered to MS+1 mg/L 6BA +0. 1 mg/L NAA , adventitious buds were induced from calli. Shootslon-
ger than 2 cm rooted within 30 d when they were trandered to 1/2 MS medium Conclusion The study
provides the scientific base for protoplast fuson in polyploidy breeding of R sachalinensis

Key words: Rhodiolasachalinensis A. Bor. ; protoplast ; culture; regeneration
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Fig. 2 Effect of leaf size on isolation
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Tablel Hfect o celulase and pectinase combination
on isolation and survival rate of R

sachalinensis protoplasts

Table2 Hfects of enzymaticdigestion time and mannitol
concentrations on yield and survival rate of R

sachalinensis protoplasts
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Isolation, differentiation and plant regeneration of R sachalinensis protoplasts

7-tube plant rooted 8-tube plant after transplant
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Establishment of ISSR marker technology and optimization of its system in Prunellavul garis
LIAOLi, GUO Qiao-sheng
(Institute of Chinese Medicinal Materials, Nanjing Agricultural University , Nanjing 210095, China)
Abgract : Objective To establish and optimize the ISSR-PCR reaction system for Prunella vul garis
and lay foundation for its genetic diverdty research Methods The snglefactor and orthogonal design
were applied for optimizing seven factorsin the ISSR-PCR reaction system including Mg®* , dNTP, prim-
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