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W E.ZOLEEER (Streptomyces roseoflavus ) Men-myco-93-63 52 5 & B 245 E-J& s Ja(S. scabies) B 2K
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Abstract: Streptomyces roseoflavus Men—myco—93-63 was isolated from potato scab (S. scabies) decline soil
and its fermentation can inhibit many phytopathogenic fungi and control related important plant diseases such
as cotton verticillium wilt (Verticillium dahliae) and cumber powdery mildew (Sphaerotheca fuliginea Poll.) In

order to study a number of functional genes in Streptomyces roseoflavus Men—-myco—93—-63, and to achieve
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some engineering strain which producers of some important antibioties. We must find the optimized of the
Conjugal Transfer System of this strain. In this article, The genetic integrate plasmid pSET152 and genetic
damage plasmid pKC1139 used as the starting plasmid, ET12567 (PUZ8002, pSET152) and ET12567
(PUZ8002, pKC1139) used as the donor, Men—-myco—93-63 spores and hyphae used as the receptor,
respectively, the system for the conjugal transfer of pSET152 or pKC1139 from Escherichia coli in to
Men-myco—93-63 has been developed. Different medium, such as MS, PDA, TSB agar, oats medium were
selected for conjugal transfer, respectively. The results showed that MS medium is fit for conjugal transfer
between Men—-myco—93-63 and ET12567 (PUZ8002), and it was confirmed that plasmid pSET152 and
pKC1139 had been successfully transferred to the Men—myco—-93-63, respectively. When spores were used as
the receptor, the pre—conditions of the germination of spores were 50 C heat shock 10 min, 37 C incubated
2.5 h in MS medium, and the conversion efficiency was 107 to 10™. If the mycelium were used as the receptor,

the conversion efficiency was 107 to 107, but the mycelium pollution can not be avoided. In addition, the

coverage time on antibiotics effected the joint transfer efficiency significantly, 16 to18 hours was best.
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LEIRIZR BRI 1 M5 DNA 788585 i A . ek,
PG RN — ML B HOoR A 2 PR i 1
BRIy N S B B A% ] LLBE T 0 A0 A% IR I, A
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pKC1139 Al pSET152 s i 85 B 73 1 ibt A& = ik 5 v i
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No

g TN BB B A7 14 Men-myco-93-63 1 — 4L 1))
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1.1 ##k (Bacterial stains)

P 3 B 75 1) (Stremptomyces roseoflavus) Men-my-
€0-93-63. K W ¥ B ( Escherichia coli ) IM109. DH5 o+
ET12567 ( pUZ8002) 35 th Vi -Jb 4% K 2F By 52 56 =5 £
17 ET12567( pUZ8002) K & #4645 22 F AL (1A, 4
G ra FEH
1.2 4 (Plasmids)

AR AR A AR pKC 1139 AT il AUk AL 45
il rep  NIHE S T B BAR pSET 152" fh ] b Ak K
LAWY IR S W ARAT . I 2 R R YU S (aac
QYIRS HFEAL KT (oriT).
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1.3 PR A by B e X )

B2 T TaKaRa 22 7] ; DNA 7 - AR HED)
TAC PR 2 vl s DNA [HWCR ) &0 T TaKaRa 2wl ;
4 B %% (Apramycin, Am) « 250 il 12 (Nalidixic acid,
NA)JE A Sigma 2 ], < % 2 (Kpramyein, Km) 5%
% ( Chlorampgenicol, Cm) Ji F [E il 71 A &) . HiAth
R 2 WL SCHR[5-10].

1.4 BREpmAF

KRR R 7754 LA LB R SOC!; #4544
5y 3% T TSB 35 IR . PDA. #2421 97 3£ L R.YE. Al
MS 5578 s PO BB A7 B ] A4 - U B5 97 55 4 PDA,
22 JE SR AR B 575 TSBLYEMEY, LB 1 22 3% 5
ZAEF A 50 ng/ml, AR K25 ug/ml, RIAEERE N
25 pg/ml A HAE R 2R 2 AT BN 50 pg/ml,
ZENE [ R H9 40 pg/ml.

1.5 =& A5 40

PAM-1:5"-TCT TCG CAT CCC GCC TCT GG-3’

PAM-2:5’-GCA ATA CGA ATG GCG AAA AG-3’

PAM-3:5"-CTT CAG GAT GGC AAG TTG GT-3’

PAM-4: 5’ -TCA TCT CGT TCT CCG CTC AT-3’
Y e T A R
1.6 XKIATHA 5 BOL LM BR B NESHBIKA
1.6.1 Men-myco-93-63 7, F A1 B £2 (K 3 45 & 4% 74 2 %
e % 8 43 3 PA Men-myco-93-63 11 F1 B 22 R4 52 44
AT B R e A, FARTT1: 2 WCHR[5].

1.62 K @M EEEERENTE AKX
P 40 B 5 PR FF 10° A48, Men-myco-93-63 1 22 {4 & 5,

L7 B (P AR K H I PR BV S 5 A 10°~
10° LA 10 536385 . LAJE fl A IR AT 23 1 5 Ak 1 D M
P B A BB DA 22 Ak B il R
2 BRESMH
2.1 Men-myco-93-63 #6345 £ 40y & 5 fe il

53 9] A Men-myco-93-63 i 1~ Fl 18 22 & 4 2 44,
ET12567 (pUZ8002, pKC1139/pSET152) 4 it 44 , % Hy
ANF A R RS 97 0L, B 46 TSB i \PDA. 2 1
73 RYEHIMS 555558, 45 R M. LU+ 2 44
I, A7 I & 259 50 “CHB 10 min, 37 ‘CHLE 2.5 h
FEMS H5 77 A B A 3 TE 107~10°, 75 H A R IR 2k
PRGOS T DL 22 AR AR,
FEMS K5 FR 356 EREALAOR & 107~10°, {H R 22 35 77 1 72
PR T RS G, TATAS B AT AN Sy 2lidh . DAL,
T MS Br IR A B B 55 R 1 B B B i IR ok

T34, T B P A T A RS A R AR
L1 AR 52 AR B o I )R B S B 5 5 KA Bk
B RS i AU I TR KT 2.5 by f 7 R
KK, O 2R R e — ', B R T
s RV AN, FF A AR BH P 2, L A1 BOA
S K

TRIG I R IW , LA 2 78 o I TR B B e B R 5
Wi WY o AEIX AN S F R, 16~18 h 78 o 25 R e £
(WL 1. WEAT16 h, BB A e 4, 1 HIEN 3
22 R KORE ], B R G I R 2 25 S gl . AT
KT 18 h(WILE 19 h), B 2 AR A KT HE, 28 5 R —
&, HMET o R

F1 A ETEBEHTE N ET12567(PUZ8002/ pSET152/ pKC1139)" 5 Men-myco-93—63 # & 45 #8822 10

ki PUA BB N ) /h AT EY EOHTEY Bt aeRe

13 10° 79 7.90%10°
16 10° 144 1.44x107

pSET152 17 10° 235 2.35x10°
18 10° 280 2.80x10°
19 10°
13 10° 64 6.43x10°
16 10° 107 1.07x107

pKC1139 17 10° 170 1.70x10°
18 10° 170 1.70x10°
19 10°

HE: COAEFT A BRI A KT 15 E. coli ET12567 (PUZ8002) 1 #524 10°/ml; (2) F  F& B 5 B Jim 48 T AR LA H 110 50 1 v A0 e 5
AR BE MBS T8/ Z AT 5578, R YRR T . 2555 2R AT B B 22 Ak A 1O I 34 R Te i 30

2.2 pSET152/ pKC1139 /£ Men-myco-93-63 4 & 4% #
AT P e R T
T R FORE pSET152/ pKC1139 7F 4% & e 1 e

AT AR E TR R AL TR BT H B RN
MS BRIk EAA, R )i, Feak BN 2l B R 1
MS HiJRdt EAK, LRI 4 U, FEPRIC300 A 5 7
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WO MR BN A SR Z AP R N MS 555
BB, REIGUEI R % . R W] Uk pSET152/
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23 BEHEMSEAT M

23.1 pKCI1139 # & % # # b F oy & W K jukE
PKC1139 $5 & M F AL 12 1) 55 22385 55 3 AN ZR0E I
PR 1Y) SGGP MM KE 7Rk rh s 7, SR HUHE 5 B SR, HLIK
B A7 WY B Al R SR B R A e N E.col i
IM109 /2% 32 2 40 Ml vh s 43 B9 45 3 1) Bk 5 A
ET12567(pUZ8002, pKC1139) 1] pKC1139 K/N—5L
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E.coli IM109 1 73 B§ 43 21| (¥ BT KL , Uk 18 3 4 £ 47 11
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F P "

[ 1
5P

6500

1 pKCI139 S B T HIIE
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23.2 pSET152 #4780 pSET152 )& T
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i T, T RS BRI R R B PR R
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DL A2 7 Men-myco-93-63 Jk K 2H S iR AT 4 1,
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BIREd 19 H 286 bp 1 v B 1M 8 42 8 Men-myco0-93-63
TE IR PAIE BL T YBATY 3G Wi IR SE T TR
pSET152 ) i Uy #h %% N\ 21 B B 3 5 % 1 Men-my-
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B AR S PHNME I 22 FCBH N
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1000 —>
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250 >

2. pSET152 #E &5 B4 (L FRIIE
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W RGIEUAT DI A TR AL S — P R
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TR A EI LUH 45 75 () OB 8 5 1T R 22 kg 2 A
BN, TR 22 1) 355 % I T) DA R 8 BT e 2 (00375 % o) RO
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H 1T~ F TSB ¥ A4 3% 5% 55 3% 77 SO B 4 AT T 22 I
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