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Protoplasts formation and regeneration in marine low temperature protease pro-
ducing strain YS-9412-130

FHANG Xiu'? ,SUN Mi' , WANG Qing-yin' , L1 Guo-ba’

(1. Yellow Sea Fisherios Resenrch Instinse, Chinese Academy of Fishery Sciences, (ingddao 266071, China; 2. College of Marine
Life Science, Ocean University of China, Qingdao 266003, China; 3. Shanghai Fisheries University College of Food Science, Shng.
heai 200080, China)

Abstract: The effocts of several factors on protoplagt formation and regeneration of strain Y'S-9412-130 were
studied such as struin generations, age, lysozyme concentration, enzymolysis time, the pretreatment by Gly

or EITTA and cemotic stabilizer. The results showsed that the protoplast formation rates of the [irg passge
bacterin to the fifth pessage ones were 86.9% ., 70.3% , 66. 8% . 63.4% and 60.2% respectively, and the

protoplast regeneration mites were 10.5%, 18.6%, 17.9%, 18.2% and 17.8% . The bacteria obtained nt
their prophase, met anaphase and stabilisation phase of logarithmic growth were preparcd s protoplasts;
the protoplast formation rates were 72.1%, 70.4% and 60.5% and regeneration rates were 13.4%,
18.9% and 10.4% respectively;ithe resulis also revealod that when enaymolysis on the bactena by 2,5 mg/
ml, Smg/mL, 10 mg/ml. 20 mg/ml lysceyme for 60 min respectively: the prtoplast lormation mies
were 40.6% , 70.8% ., 81.8% and 95.6% . and the regeneration rates were 19.0%, 19.2%, 19.0%

and 10.6% respectively, As the same way, when eneymolysis on the bacteria by 10 mg/ml. lysoeyme for
30 omin, 60 min, 90 mon and 120 min, the protwoplest formation mtes of the bacternia were 30.8%,

B1.3%, B1.7% mnd 82.9%, and the regeneration rates were 19.2% ., 19.3%, 16.9% and 11.2% -
spectively. Another experiment indicated that the strain cultured in media containing S mg/ml.., 10 mg/
ml., 20 mg/ml. and 40 mg/ml. Gly, its protoplast formation rates were 81.0% , 81.1% , 90.3%, 9%0.8%
and 90.6% , and regeneration rates were 19.1%, 19.0%, 19.3%, 12.0% and 9.0% respectively. |t
demonstrated that EDTA had good offects on protoplast formation, but affecied protoplast regenemiion
when its action time beyond 30 min. Selecting 0.6 mal/L KC1, 0.3 mol/L. KCI+ 0.3 mol/1. sucmse and

0.6 mol /L. sucrose as osmotic stabilizer, the protoplast regeneration rates were 10.9% , 19.6% and 15.9%
respectively. [t was conchaded that the seoond passage strain YS5-9412-130 were cultured in culturs modia

with 10 mg/ml Gly for 16 h, then the bacteria were pretrestment in 0.05 mol/L EDTA at 30 U for 3
min before eneymolysis st 30 T for 60 min by 10 mg/ml lysozyme, subsequently 0.6 mol/L sucmse was
chosen as csmotic stabilizer. All conditions sbove were suitable for the protoplast formaton and regenertion
of strain YS9412-130. These results and data would provide important parsmeters for the strmin improve
ment of strain YS-9412-130 through the protoplast technology . [ Joumal of Fishery Sciences of China, 2006,
13C1):106 - 111]

Key words: protoplast formation: protoplast regenerations manine low temperature protease; stnin Y5

9412130
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