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Abstract: The effects of different factors, such as age, lysozyme dosage, enzymatic time, the pH value, temperature, osmotic stabilizer, and

penicillin, on protoplast formation and regeneration of Bacillus strains DC-12 were studied. The most suitable hypertonic buffer, culture time,

pH value, lysozyme dosage, reaction temperature and time were HM hypertonic buffer, 7.5, 2.0 mg/mL, 37 ‘C and 60 min, respectively, with

which the rate of protoplast formation and regeneration were 95.8%. If 0.6 mol/L NaCl was used as the regeneration hypertonic buffer, the rate

of protoplast formation and regeneration was 21.6%.
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L1 BFP: 2FARE~ A DC-12 (ARSER =30,
112 WA KRFREE: ERRGR A
1.1.3 VA RIBEHA R :

FH TG B 25 U HERR AR BIOE B R i T e L E
PINE B SRS R R IR EEIA 1.0 mg/ml, iR
TR, A H. WEEE: Sigma AT .

1.1.4  EBIHER

MR HM 3 (%): NH4C10.1, TRis 1.2, KCI
0.0035, NaCl 0.0058, Na,SO4- 10H,0 0.03, MgCl,-5H,0
0.426, Hi%&iHE 0.2, FEEHE 170.117, pH 7.5,

1.1.5  FAEEFRE (DMy)

TE: 1 mol/L BEHEZEN 500 ml, 5% 7KAANE
100 ml, 10%FE#EFE 50 ml, 3.5% KH,PO4 f1 1.5%
K,HPO4 100 ml, 20%7ii%i## 25 ml, 1 mol/L MgSO,20
ml, 2%AIMIEE A 5 ml, 4%3E0§ 200 ml, pH 7.0,
1x10°Pa, 20 min K.
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EEFRIE b, W1k 24 h, FREERRE] LB kR TR,
37 °C, 180 t/min, }53% 14h, ARG 1%L
AZFIEA 40 ml LB AL TR 100 ml =,
37 °C, 180 r/min, #kZE{LE;FE4.5~5 h, £ ODfH
215 0.8,

(2) B FREERE LRI R HR, 6000 r/min T 2
O 10 min, 75 LiER, HAEBSKRGE 2 e, #
F HM SRS 1 IR, BeaH HM T, filk (2~5)
x10%A~/mL IR, B BRI A MOE LR
AR, TR EEGEE D, 0/E A.

(3) HA HM R HEE 2/ =fR (100 mL)
W, BN, £ iR pH {E FK
T ORI — B [A]

(4) BU_Fabmg i fa i s AE R, SERITE 6000
r/min B0 15 min, F#% BiER, H HM GRS 1K,
I Ja B TSR HM

(5) W ERFAFAEE 0.5 mL, 7 HTCH
JKF HM W3- T 2 YRR, RS = MR LR AT
SR, TE R KFRRES: LB PR, HM VR RS DM;
PR, BRNLER 0.1 mL, RRAMHFEVRE R 3 I, 30 CF
B9t 24~36 h, ITHBEERE TCREKMREN AN
IANEEL 0/E B HM JB0Rs RN AR IR AR AR ZORT
RIS, 12/E Co
122 JFAEBUARTE BRI A 2 1T

JR AR AR TE B (%) =(A-BY/A

JR AR AR AR 2 (%)=(C-B)/(A-B)

Forr: A AMCPRRTRVE R B NARMBEAR I BRv%
s C AR AR BRSO a2 B 2L

2 ZR51He

2.1 BRI E R

1 AT, WEEEN 0.1 mg/ml B, ZHfkEAR
REFC T 7K ARABA,  JR A AR IR/, 3BT RE B
WEEAMINR, ShRhEIE T MBRREE N 0.4 I,
JRA SRR AR B2 N RS, X TR T RRR R T
SR A AR UK AR, S R RS, Mok
A 0.2.0 mg/ml FERRARRE .

RN AEBEKE RS BT E RN

7 B3/(mg/mL) 0.1 0.2 0.3 0.4

BT R % 753 84.7 86.8 88.7
B % 154 17.9 13.3 9.7

JE: 37 CHEfE 30 min, B&7% %453 50000 Ulg
2.2 PRIV R AR
7 2 BEERATIE)N R A B BN B A RSN

24

Bl fi7 0 18] /min 15 30 45 60 75 90 105

o R R E Y% 495 738 843 91.6 929 943 94.8
A R% 223 202 186 168 102 53 42

AR MREA 02 mgmL, 37 CHEEMR, BEER{LA
50000 U/g

2 JBEAE I T RS, SR AR AT R T G
hn, 60 min BRHA R = R NRRUE RS, BRAR I AAA
T B S 1] (O HERS B340, (E A 60 min 2 Ji5 FAE 2
SRR, T R Je DT AT TR e SR A o A
B, AFITFA. B, 60 min i B AR A
2.3 i pH €

7 3 AN[E] pH Xt R B A AN & 2

BafiE pH 55 6.5 75 8.5
BAREHREY% 696 798 953 87.6
FAEMY% 142 15.6 19.7 18.8

E: BHABREH 02 mg/mL, 37 CHEEE 60 min, BEE
#4524 50000 Ulg. (% 4R ).

350, JFAE BRI R AE pH 7.5 A B i s
pH i O AR T JE A BT AT, 1 pH % F
AN EZE AR, BT LAEd% pH 7.5 i FERGAR pH.
24 FSARIR R R RE

T BT AN = AR T A A F A, GG
WAL GEAK g A I TA) SRR AH [ B ) S AR sk, AT
S ol BT R AR A TE R, s D S
Vg AR, 2 4 &1, 35 C NRERHRIRE .

4 TEEREX R R A ARG

BE/)C 25 30 35 40 45
AR R EY% 768 813 961 958 795
A E/Y% 208 213 238 178 97

2.5 WSINE RN SR AR FUATE B AR RS2
HIEE 5 P, SIS B3 SO AT SR A B A
%, XECRAHREIRE S 2R, WTRER R N
FANHI R AR, T A BEF ARIR S A R,
HAER AP IR INE B R .
5 RINEBRSEWEERAFRFEE NN
FEERE (ugml) 50 25 12 0

JB A TARTS R Y% 758 826 908 947
A E % 196 204 213 232

E: BHE R A 02 mg/mL, pH 7.5, 35 CHEEE 60 min,
B %45 % 50000 Ulg
2.6 PR FREE P ANRNEE AR E A R AR B A
A R

H% 6 AIA1, NaCl, FewE, H gl A B i
ERZEAKR, (BH RIS, TREHEE 2 I SEE R




(AR BB

Modern Food Science and Technology

Vol.23 No.5(4& 95)

BUA S VS GRS, AR o ki,
NaCl e 5o X Mk i, HAEE, #i%k$% 0.6 mol/L NaCl
BIR S S vh RS E N P AR R IR IS S AR RE 7 o

* 6 TEISEETREFXREEREEERR

BEEMZF (06mol/L) KCI  NaCl EiE HEE

FAERNY% 148 216 227 234

E: EEERRE A 02 mg/mL, pH 7.5, 35 ‘CEE# 60 min,
Bl % $-45 4 50000 U/g

3 Zhig

DC-12 JFAE A e FE I ORI AR 2 R DL R
HM S EHIERRIE R4, /& pH 7.5, BRAEN 0.2
mg/ml (FEEEALT A 50000 Ulg) A1 35 C IS N
fift 60 min; LA T TR EAE A TE RN 96.1%:
LL 0.6 mol/L NaCl &% kA g /i) DM; A= R 775k
AN 21.6%.
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