#B5E (J. Korean Grassl. Sci.) 17(1):11~18, 1997

A HA Y Y
o .xes

Protoplast Formation and Regeneration of Bacillus spp.
Ki Chun Choi, Kwang Hyun Kim and Woo Bock Chun

College of Agriculture, Chonnam National University

Summaty

This study was to provide the basic data in improving protoplast formation and regeneration of antagonistic

bacteria against phytopathogenic fungi and pest.

The antagonistic rhizobacterium, BS 10!, against Rhizoctonia solani and Fusarium oxysporum was isolated

and identified as Bacillus subtilis. Another bacterium for protoplast formation and regeneration was B.

thuringiensis subsp. kurstakiHD-1 (BT 37669) which have insectcidal toxin in the orders Coleopteria, Dipteria

etc.. Auxotrophic mutants, BS /0/3 and BT 69, were isolated by treating with NTG 300 ug/ml for 40 min. at
377, and with NTG 300 ug/ml for 30 min. at 37C, respectively. The BS 10/3 and BT 69 were converted to

protoplas by treating with lysozyme 300 ug/ml for 30 min. at 37°C, and lysozyme 9 mg/ml for 60 min. at 37°C,

respectively. The frequencies of the protoplast formation of BS /0/3 and BT 69 were 90.00 and 92.83%,

respectively, after 1 ~2 day at 37°C. The regeneration frequencies of the protoplasts BS /013 and BT 69 were

0.52 and 0.10%, respectively, after 4 ~ 6 days at 37C.
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Table 1. Combination groups of amino acids in a minimal agar plate

Group of amino

Number of plate

acid 1 2 3 4
5 Lycine Proline Cysteine Methionine
6 Histidine Leucine Isoleucine Valine
Number of plate 7 Phenylalanine Tyrosine Tryptophan Threonine
8 Glutamate Serine Alanine Aspartate

9# —

* Minimal agar plate contains only glucose without amino acids.

The plate contains glucose final concentration 10 mg/ml and the concentration of each amino acid is 20 ug/ml in a plate.
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A QAL ZAS A3, BS 1013 Gram Ao 2
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o] o] g/ el A ApolE B Fict.
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LikRap e
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Fig. 1. Effects of NTG concentration and incu-
bation time on survival efficiency of B.
subtilis
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Fig. 2. Effects of NTG concentration and incu-
bation time on survival efficiency of B.
thuringiensis
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Fig. 3. Effects of lysozyme concentration on
protoplast formation and regeneration
of B. subtilis
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Fig. 4. Effects of incubation temperature on
protoplast formation and regeneration
of 2. subtilis
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subtilis
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Fig. 6. Effects of lysozyme concentration on
protoplast formation and regeneration
of B. thuringiensis
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Fig. 7. Effects of incubation temperature on
protoplast formation and regeneration
of B. thuringiensis
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Fig. 8. Effects of incubation time on proto-
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Zg 747 9l BS 10132 histidine @ 74 o)
% 9 BT 69 aspartate 274 Wo|F& Ueltth
BS 10132 37Tl A} 308 FQF lysozyme 300z g/ml
& A2 st1, BT 69%= 37T A 402 5 lysozyme
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