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Conditions for protoplast preparation and regeneration
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Abstract: The effect of EDTA pretreatment,cell age and the concentration,temperature and work time of lysozyme
on protoplast formation and regeneration by Sphingomonas sanxanigenens TP-3 were studied. The results
showed that when cell age was 18 h,pretreated by 10 mmol/L EDTA,using 60 ug/mL of lysozyme,enzymolysis
at 32 °C for 30 min,the protoplast formation rate and regeneration rate respectively reached 96.1% and 32.2%.
This work lay the foundation for protoplast fusion to breed good microbial strain.
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Fig.1 Fermentation growth curve of strain TP-3
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Fig.2 Effect of EDTA pretreatment on protoplast formation and

regeneration of strain TP-3
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Fig.3 Effect of concentration of penicillin on protoplast

formation and regeneration of strain TP-3

NS 45 R ] LA Y, 75 8 35 AN WAk B AIR

TR A AR AR R AR AR T 20 wg/mLI, A
B 2 A AT U E BRI B (R BEGR 9T s )s» th
T MOAF G R B, S0 ek R R A % A0 i e R
TR B IR AT R AR Y BRI .
2.2.3  BES R BUAT S S RS2 R R X
J A= T (R i g P AR AR L, AT B AR R
A0 i A= AR AR XS 20 0 53 LRI, X 1 1) ek
Phs, 5 1 IR T AR R AR B ) T A o A4 ol
w5 F AR 2, SR A B 4T

100 140
05| —— B
- BER [
8 % 8
¥ 85t 130 %
= iﬂ
2 g0t [
125
75+
70 : : : : : 20
6 12 18 24 30 36
B ()

Bl TR RO S5 AL AT Jl e 5 A 2R 1 5
Fig.4 Effect of cell age on protoplast formation and

regeneration of strain TP-3
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Fig.6  Effect of temperatures of lysozyme on protoplast formation

and regeneration of strainTP-3
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Fig.7 Effect of operational times of lysozyme on protoplast

formation and regeneration of strainTP-3
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