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1. EXEHEEIT48 (Streptomy-
ces mycarofaciens 1748) gy A iR (i,

2, TEHER1326 (Streptomyces -
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FM TS A AR I L TR R pSMY 1 A S T 25

L e (=W E B (Tris &
WO pH7,2(0,25M):100ml1/1000ml;s (3)
KH,P0,0,0025%;(4 )NaOH 0,01%;(5)
CaCl, * 2H,0 0.295% ;(6)MgCl, «6H,0
101200 (7 )f B e HIFH 2m1/1000m!
(ZnC1,0.004%,FeCl; *» 6H,0;0.02%,
CuCl, * 2H,0 0,001%,MnCl, » 4H,0
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(NH,) sMO;0,, + 4H,0 0,001 %) ;(8) 5
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(2 REBARURERY ER&MY
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WEERG IR 25 E BRL 20 w42 AL A0 48 i ik
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Ef 1D 48 vh % , EcoRI-BamHI | Pstl-
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FEiDB ik, B37°CHE 16hSET0CH
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(M) BEREpSMY1 DNABY S B4 1k
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BREYHEREREHTH, 65°CHRIE30
min, FHIE SR, WA 12ml G305 (1:
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DNARES, KA SRR 584 W,

Lb & Bk BITR DNASF(H 1), B
BEXls & BIK pBR322 DNA4Y T4
XA, RAE AR E (pBR322:pSMYI
=1:2,529), WEHT 8 H7.17x 10°HE

/R

B 1 BpSMYIDNA a g
Fig. 1 Electron microseope photograph of pla-
smid pSMY 1DNA

(Z) BB pSMY1 DNABH) R4S IE
F 57 IR il 4 73 T8 45+ B X TR pSM -
Y1HEATEEE), MHEIKPIE - H3 10 B &7
DNA F B3, FTLIHEETEcoRI AOPstI4 5
HoSMY1EH — 0 5 (& 17 1 -2e.)
XholXpSMY 137 404 (B T -22),
SallX{pSMY1H AN H (EhR T -2 ,
BamHIX pSMYIHE A4 45 (&R L -
2 o FEHRNISEER TR B ik &
7, FADNAKIBgl I B340 B 19 1 2
REN H 4 F RO EIEE, £REEN
LZETEEN, MMriig IR E 54 F
B (BRI -2a.b; B 2) , 4R ETpSM
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Fig. 2 The relationship between the distance of
DNA iragment migration and their mole-
cular weights
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Table 1 Number and molecular weight of
plasmid pSMY1 DNA fragments after endo-
nuclease digestion

P oy 1 KFE#ER 2 FR
Restriction Numper of] Molecular weight-
endonuclease fragments | (Md)
EcoRI | 1 R
Pstl 1 boTar
Xho! 2 { 5.82 1,35
. P 2.54 1,86 1,36
Sali 5 1,06 0,35
3.59 1.76 0,77
BamHL 15 0.59 0,46
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(2) REEADRIHR B pSMYL-
DNA s & B3 1) B 1
R ARSI SC IR EE R, AT RS

®2

FEpSMY1 BRI EELIY "izrﬁlﬁﬁﬁﬁ%%,
FMT8E— B E R DNAHIT T X M )
LU, HRmE2.

BHEpSMYIDNASTRARSEA TSN AR IABSBERES TR

Table 2 Number and molecular weight of plasmid pSMYIDNA fragments after double

endonuclease digestion

PR A 1 BT g h B ¥
Restriction Number of
endonuclease fragments
Pstl-EcoRI 2 4.29
Pstl-Xhol 3 5,10
Pstl-Sall 6 2,54
Pstl-BamHI 6 3.49
EcoRI-Xhol 3 i 5.01
EcoRI-Sall 6 | 2.54
EcoRI-BamHI 6 3.38 ,
Xhol-Sall 7 2.54 |
Xhol BamHI 7 1.76 |
Sall-BamHI 16 1,76 |

2
1
1
1
1.
1
1
1
1
1

.88
.35
.36
76
35
86
.76
.56
L35
52

a ¥ R
Molecular weight(Md)

[ .
RER ; ?
06 1.02 .o 84 0.35!
770,59 - 0,50 0.46 |
.81: ‘ | '
.36 | 0.91 | 0.35 io 15
L77 | 0,59 | 0,46 . 0.21
L06 | 0.70 ! 0,66 lo 35 0.30 |
.22 | 1,02 70.775 0.59 0.46
36 | 0.86 ! 0.59 | 0.36 [0.35 [0.34 [0,12

I e I = S~ R

0.11

EcoRI-Xho LB IpSMY 1/5 4 2] =
FHE (BRI-4b) , 5Xhol & i 1)
pPSMY 145 RIEL3Z, #03 EcoRI 7 & 7
XholE§ HIpSMY1IA F B, KA
HF5.01MdF10, 81Md - 4 Fr E%s PstI-Xh-
o E§ UIpSMY 11 45 3R 5 X hol L Bg 7 pS-
MY1HI 5528 Bibk, F|HAPstI A7 5 7 Xhol
BEEIpSMY1RTA R BN, BAFBRW A
5,10Md#10,72Md (B fR1-4a); Pstl-Ba-
mHI B pSMY 1 5 BamHI & 8§ HJpSM-
YIRERM® (AR -de.D) , & H
PstIfZ S 7EBamHIE 1) pSMY189 A B B2
ML, A KB 03, 09Md R0, 50MA A B
By Xhol-BamHIM % 1) pSMY15 Xhol
BamHI4r ] 8 BT pSMY 11 45 5 4 EB 3%,
F X hol BF¥IpSMY 1B F BN I 7 Ba-
mHIF Y] &, TiBamHIEEIpSMY1HB,C
D.EFBrh g AXhol# 1l &, Xhol i =
M R EBamHI A B V) pSMY 1] A B
M, HARED KL, 35Md, 1,22MdRI1,02
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Md (E ik 1 -4d) ;3 EcoRI-Pstl ¥ E§ 1
pSMY1/5 234, 20Md 2,88 Md — &}
B, ZAFAMBEEDLLS HERZE (F
I I -5a) EcoRI-BamHIM EHIpSMY1/HY

LR 5BamHI B pSMY 1B 45 5 4 L,
FH BHEcoRIM {7 B BamHI B Bl pSMY 1
AR BN, #AREBIHN3,.38MdFI0,21
Md (EHIE L -5¢) 5 Sall-BamHI X E £
PSMY1SE B IR BE R ik % £ 7] 1
Wi MR BIEA 4 T RECK B (B
1-6c) , HEANTHB BT TRE
by P BRREBE R R JRHE KL JIBY, MR
8 o P MIBL BE R B, VI MER| T
BEDWANRE (AJRI-6a) o thE
Sallf1BamHIUME L)pSMY1 £ 45 S, W
PAE BSall B pSMY 1#0C, EF Btrp %
HBamHIMES LI 535 Xhol-SallZEy 47
pSMY15Xhol,Sall4y B B EFEI pSMY 1K)
gE R ML, £ Sall BStIpSMY1#JA D,
E F Bt N i 77 Xhol A9 4 &, Xhol &f
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PSMY 1R AN 6, —7ESalllE ) psS-
MY1H)B)J BN, ¥BREREA1,56Md fl
0.30Md, % -— 7 Sallf§¥IpSMY1HCH
BW,,BCHEEIR0,70Md 1 0, 66Md(E
ke I-6d) ; Pstl-SallEpSMY 1 45
5 SallEFEE) pSMY 1A &5 W A tb, K
FAPst 1 fif J5 7 Sall 8540 pSMY1 BB 3 B
We KB EW KL, 02Md F10,84 Md ([F
I 1 -6e) ;5 EcoRI-SalliXEE{IpSMY1 =
7E NS B B B Ok v ] R I b R R B R &
BB, BRERBES PN, BEiEE
BERRIRTEH Y, FH e wBEER R
B KPS 4 B (BRI -68.1)
HSall AR pSMY 1 88 540 b, 3% I Ee-
oRIfZ F 7 Sall B Eg 4 pSMY1 I D B B2
M, DK B 50,91MdAFN0,15 Md —4&
FB., REXEEERRITTLL & H % 5
EcoRI,Pstl, Xhol,SallfIBamHI X T
PSMY1DNA 4> F 14 Bt L S A% br B
B BRI R Pt e EE L 15 (1 3)

B3 JEPpSMY1 DNAmgtnE
Fig, 3 Restriction map of plasmid pSMY3 DNA

(M) BRApSMY1 DNAXIEZE 8
E1326 M ¥k B H B AT R

LLEFURE pSMY 1 Jg¥db 3¢ 30 iy 4t 4k
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DNA, PIAREIURAEEE 5EE v 1326 3
SRR, BT B RS L2, 2ug-

PSMYIDNASE(R], 1 x 1072 #5550 1

132609 AR, fF 29,3 % 10"/1\“-&“1%%,%
FRA G | AR S0 BE AU i, F A R
EREEER, K98 x 105 BIE B K

B4 pSMYidib3|4 HE % W 122650 B K M

WA,
Fig.4 Pocks formed by transformation of pSMY1

into §.lividans 1326

P5 FapSMY1 MEHERFAEEINECL)
MEERT(2 )&Tﬁmﬁﬂﬁﬁ%&&ﬁ%ﬁf&m%ﬁ%ﬁj_
T JE R B RE ‘

Fig.5 Pocks formed by pSMY1-carrying strain
s.mycarofaciens 1748 and transformant -
on the lawn of plasmid non carrying str-.
ain g lividans 1326
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ISOLATION AND CHARACTERIZATION OF PLASMID pSMY1
FROM MIDECAMYCIN-PRODUCING STRAIN STREPTO-
MYCES MYCAROFACIENS 1748

Gong Limin Wang Yiguang
UUnstitute of Antibiotics,Chinese Academy of Medical Sciences.Beijing)

A plasmid pSMY1 from midecamycin-producing strain Streptomyces myca-
rofaciens 1748 was isolated, The molecular weight of this plasmid was esti-
mated to be 7,17Md by agarose gel electrophoresis and electron microscopy.
A restriction map was constructed with restriction endoniclease EcoRI,Pstl,
XholI, Sall, and BamHI, both EcoRI and Pst] give single site of restriction
on this plasmid DNA, pSMY1 was introduced into S,/ividens 1326 by trans-

formation and the pock-forming ability of pSMY1 was confirmed by the tran-
sformed S.lividans 1326,
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Gong Limin ot al,:Isolation and characterization of plasmid pSMY1 from
midecamycin-producing strain Streptomyces mycarofaciens
1748
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1. EsrpSMY: DNA G kA 2,5 pSMY1DNAGEcoRI, Pstl, Xhol, Sall #1 BanHI4+ 21 ® 4 5 4 s 3%
M8 AR R 13265 L T BDNA Bk B 4 . R4 pSMY: DNA % Pstl-Xhol, EcoRI-Xhol, XhoI-BamHI
FPstl-Bam™HIa &g 4075 el 3k 7 5 . W3 pSMY1 DNA % EcoRI-Pstl, EcoRI-BamHI st E M & E 6 Jf
pSMY1DNA £ Sall-BamHI, Xhol-Sall EcoRI-SallsnPstl-Sallw: #4757 it 3k

t . Electrophoretic pattern of plasmid pSMY1 DNA 2. Electrophoretic pattern of plasmid pSMY1 DNA

after digestion with EcoRI.Pstl, Xhel, Sall and BamHI, respectively.a.pSMY1/EcoRI; b, A/Bellly <,

pSM.Y1.d . A/Hind I se.pSMY 1 /FeoRT f.pSMY 1/Pstl g 0SMY i /Xholsh. 3. /Hind I ;i.pSMY1/Sall, j.pS-

(F#E30M)
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MY1/BamH | 3 ,Electrophoretic patters of plasmid DNA from transiormant of S.tividans 1326 a.DNA
from 8, fividans 1328,b, DNA from transformantye. DNA from S.mycarofaciens i748 4. Electro-
phoretic pattern of plasmid pSMY1DNA after double digestion with PstI-Xhol FcoRI- Xhol Xhol-BamHI
and Pstl-Bamlll respectively.a, pSMY1/Pst | -Xhol; b, pSMY1/EcoRI Xkolye. a/Hind [ ;d, pSMY1
/Xbhol-BamHI, e, pSMY1/Pstl-BamHl,{, pSMY1/BamHI 5, Eler.f:ophoretic pattern of plasmid pSMY
DDNA after double digestion with FcoRI-Pstl and EcoR T -HamHI, respectively,a, pSMY1/EcoRI-Pst], b,
3/HindX s ¢, pSMY1/EcoRI-BamHI; d, A/Hind X 6. Electrophoretic pattern of plasmid pSMY1 DNA
after double digestion with Sall-BamHI Xhol-Sall, FcoRI-Sall and Pstl-Sall tespectively, ¢, d, e f,
€: agarose gel elctrophoresis; c. pSMY1/Sall-BamHI ; d, pSMYi/Xkol-Sall; e, pSMY1/Psil-Sall; f,
pSMY1/EcoRII-Sall;g. a/Hind L. a. i, b, h,polyacrylamide gel electrophoresis, a, pSMY1/Sall BamHI,
. pSMY1/EcoRI-5all, b h,a/HindY .
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