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Abstract: To optimize the method for protoplast isolation from loquat, pulp and seeds from young fruits of
loquat cultivar ‘ Xingning No. 1’ were employed as materials for study of protoplast isolation with enzy-
matic digestion. Key parameters, including enzyme types and concentrations, digestion time, and shaking
speed, were systematically optimized by evaluating protoplast yield and viability. The efficient protocol for
isolation of protoplast from loquat young fruit pulp was the digestion with combination of 4. 6% (w/v)
cellulase RS and 2. 6% (w/v) macerozyme R-10 enzyme for 11 h with shaking speed of 50 r/min under
dark. The yield and viability of protoplasts was 1. 66 X10° g ' protoplasts and 62. 29% . respectively. For
isolation of protoplasts from young seeds, maximum efficiency was achieved by digestion with 4. 4%
Cellulase RS and 2. 6% Macerozyme R-10 for 10 h under dark with 50 r/min of shaking, which produced
7.583X10° g ' protoplasts with 90. 83% of viability. This efficient protocol for isolation protoplasts from
young fruit pulp and seeds could overcome the seasonal limitations of traditional mesophyll protoplast
systems in loquat, enabling year-round protoplast preparation for genetic researches and breeding.
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