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1.1.4 PEG-1000 Koch-Light IPTG X-gal Promega
Thiostrepton Thio Squibb
&Sons Apramycin  Am Suh Joo-won
HITACHI FOTO DYNE UV21

Cole Parmer Ultrasonic homogenizer
1.2
1.2.1 S.spiramyceticus F21 DNA 5
1.2.2 DNA 1 DNA USA Biol01 Geneclean 11%kit
1.2.3 Southern blotting Boeheringer Mannheim DIG DNA Labeling and Detection
Kit GC% 50C
1.2.4 Thio 25pg mL 28C 10~14d

28T 58 ~60h

1mol L. NaOH pH8.5~9.0 0.1mol L
NaOH 2:1
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X 9cm 3 000r min 20min
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Fig.1 Construction of integrated plasmids for homologous recombination
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23.1kb
9.4kb —» «-7-0kb 6
4.4kb -
23kb — . . . |
. S. spiramyceticus F21
2.0kb < gy, b y
2.3
WSJ-1 DNA BamHI
Pst1 ist Southern
2 WSJ-1DNA 2 ist S. spiramyceticus
Southern F21 DNA BamHI
Fig. 2 Analysis of the chromosomal DNA of W§J-1 DNA
strain WSJ-1 by Southern hybridization using ist 123456 7 8

s

gene as a probe

1.ADNA Hind Il 2. DNA of F21 3. Bam HI-digested
DNA of F21 4. DNA of WSJ-1 5. BamHI-digested
DNA of WSJ-1 6. PstI-digested DNA of WSJ-1

1 WSJ-1
Table 1 Growth status and
fermentation potency of WSJ-1
No. of passages =~ Concentration of Fermentation
mycelium % potency pg mlL
F1 33 823
F2 35 950
F3 37 835
F4 28 803
F5 33 780
X+SD 33.2+3.35 838+£65.9
F21 pWHMI 450 +70.8
2 WSJ-1 Thio

Table 2 Number of colony on the Thio-containing plates

after successive passages of WSJ-1 strain

No. of passages Thio + Thio — 3 WY1
F1 760 740
F2 188 211
F3 101 91 Fig.3 TLC of the fermentation
F4 260 >70 products-biotechmycin of WSJ-1
F5 440 470
1.Spiramycin 2. F1 3.F2 4.F3 5.
X+ SDh 409 + 269 416 +264

F4 6.F5 7.F1 cultured in 37C 8.
F21 pWHMI 201 560 Biotechmycin
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WSJ-1 DNA BamHI 2.3kb WSJ-1Pstl
1.9kb  6.6kb 7.0kb
2.4 WSJ-1
2.4.1 WSJ-1 WwSJ-1 5
3

WSJ-1

F21 pWHMI 450pg mL WSsJ-1
2.4.2 W§J-1
Thio 2

WSJ-1 5 Thio Thio
Thio 36.1%
WSJ-1
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Construction of a Stable Bioengineered Strain of Biotechmycin"

Shang Guangdong Dai Jianlu Wang Yiguang
Institute of Medicinal Biotechnology CAMS & PUMC Beijing 100050

Abstract A stable bioengineered strain WSJ-1 of biotechnycin was constructed through homologous
recombination using a temperature sensitive plasmid pKC1139. The ability of maintaining the zsr se-
lective marker in the mycelium of WSJ-1 on the non-selective medium upon successive passages indi-
cated that WSJ-1 was genetically stable. The growth status fermentation potency as well as the fer-
mentation product-biotechmycin components were greatly improved. Southern hybridization demon-
strated the integrated status of the exogenous gene the 4” isovaleryltranferase gene into the chro-

mosome of S. spiramyceticus F21.
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