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SIPI-226  SIPI-207

Ribotyping  16S rRNA meso-DAP PIV
MK-9 Hy H, Hy, G+C mol% 68.3 69.4
Microbispora rosea subsp. wuxiensis
Microbispora rosea subsp. yuantouzhuensis SIPI-226  SIPI-207
Q938 A 0001-6209 2001 01-0094-07

SIPI-226  SIPI-207
SIPI-
226 M. rosea subsp. wuxiensis. nov. M.

rosed subsp. yuantouzhuensis subsp. nov.
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1.1
SIPI-226  SIPI-207
1
1

Table 1  Strains used in this study
Species Strain designation
Microbispora wuxiensis SIPI-226
Microbispora yuantouzhuensis SIPI-207
Microbispora rosea JCM 3006"
Microbispora amethystogenes JCM 30217
Microbispora chromogenes JCM 30227
Microbispora diastatica JCM 3023"
Microbispora parva JCM 3024"
Microbispora indica JCM 89717
Microbispora karnatakensis JCM 89727

T type strain

1965 - 1999
200433

1999-12-13 2000-05-20
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1.2
28T 14 d
1.3
8 28T 14 d 1
Gordon  Shiring 23
1.4
Lechevalier *  Hasegawa >
Lechevalier 4 Collins 6 7
1.5 DNA G+ C mol%
Marmur Doty Tm 8
1.6 Ribotyping
DNA P64 Streptomyces lividans  5S 16S 23S
rRNA pUCI8 9 DNA  BamHI 37C DNA
1% TAE buffer 90V 2h Southern blotting °
ribotyping
1.7 16S rRNA
PCR 5" TTACCTGATAGCGGCCGCAGAGTTTGATCCTG-
GCTCAG 3" Escherichia coli 16S rRNA 8 27 5" TACAGGATC-
CGCGGCCGCTACGG C T TACCTTGTTACGACTT3' Escherichia coli 16S rRNA
1492 1513 Not 1
1.7.1 16S rRNA PCR PCR 100ng DNA 20pmol
dNTP 200mmol L 2.5U  Taq DNA PCR 30 95 40s 50C
30s 72°C 2min
1.7.2 16S rRNA 16S rRNA PCR Not |
pBluescript KS E. coli DH5a a-
SmL LB 100pg mL 16S rRNA
PHYLIP 10 Neighbor-joining 1
1.7.3 16S rRNA GenBank

M. amethystogenes JCM 3021 U48988 M. chromogenes JCM 3022 U48989 M.
diastatica JCM 3023 U48990 M. parva JCM 3024 U48985 M. bispora JCM 3082
U58524 M. bispora ATCC 199937 US8523 Actinoplanes philippineensis US58525 M.
aerata U48984 Microtetrapora recticatena U 48979 Microtetraspora roseola U 48980
Streptosporangium corrugatum U 48991 Streptosporangium fragile U 48992

2

2.1 SIPI-226  SIPI-207
G* 0.5pm~0.7um
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1 SIPI-226
Fig.1 Aerial mycelium with spores
of strain SIP1-226

SIPI-207
Fig.2  Aerial mycelium with
spores of strain SIP1-207

2.2
SIPI-226  SIPI-207 2 3
2 SIPI-226  SIPI-207
Table 2 Cultural characteristics of strains SIPI-226 and SIPI-207
Medium SIPI-226 SIPI-207
Oatmeal agar Am white Grayish white
Sm deep yellow Brown
Sp none Grayish green
Starch agar with yeast extract Am none None
Sm light yellow Brown
Sp none Brownish green
Glycerol aspragine agar Am white Light brown
Sm white Light brown
Sp none None
Potato agar Am none None
Sm pale pink Brownish green
Sp none Brownish green
Inorganic salts starch agar Am white Light brown
Sm white Light brown
Sp none None
Yeast malt exact agar Am none None
Sm colorless Colorless
Sp none None
Benett agar Am none None
Sm pinkish-yellow Deep-brown
Sp none None
Glucose aspragine agar Am none None
Sm deep-yellow Brownish green
Sp none None

Am Aerial mycelium  Sm Substrate myceliver # BB} Solsibledpidatent F £ T Bt S 45820 http://journals. im. ac. cn
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3 SIPI-226  SIPI-207
Table 3  Comparison of physiological and biochemical characteristics of SIPI-226 and SIPI-207 with
other species of genus mesophilic Microbispora
Strain
Character JCM JCM JCM JCM JCM JCM JCM SIPI- SIPI-
3006 30217 3022" 30237 3024T 89717 8972T 226 207

Milk peptonization d ++ ++ + + ++ ++ - _
Gelatine Liquefaction d - ++ - - — +4+ - _
Starch hydrolysis - + ++ +++ = - +++ - _
Nitrate reduction + + + - - +++ +++ + -
Melanoid pigment - - - — - _ _ _ n
Vitamin requirement + + + + + + + + n
Soluble pigment - + ++ - - ++ +++ - 44
utilization of PYB LYP DOY DOY DBG
D- + -Glucose +++  + +++ 4+ ++ +H+ A A+
Glycerol +++ +++ +++ +++ +++ - = - _
L- + -Arabinose +++ +4++ +++ +4++ ++ + ++ - - —
L- + -Rhamnose +++ - - - + +4++ ++ — -
Inositol - + +++ - - - ++ ++ Tt
Growth 28T + + + + + + + + +

35C + + + + + + + + +
temperature 550(: _ - B B B - B B 3

— negative + slight + + good + + + excellent d double DOY deep orange yellow PYB pale yellow

brown LYP light yellow pink DBG deep brow green.

2.3
SIPI-226  SIPI-207 4
4 SIPI-226  SIPI-207

Table 4 Chemotaxonomic characteristics of strains SIPI-226 and IPI-207 and related Microbispora strains
Strain Cell wall Phospholipids Menaquinone G+ C mol%
SIPI-226 1l PIV MK-9 H, 68.3
SIPI-207 Il PIV MK-9 H, 69.4
M. rosea JCM 3006™ Il PIV MK-9 H, 71
M . amethystogenes JCM 30217 Il PIV MK-9 H, 71
M. chromogenes JCM 30227 I PIV MK-9 H, 71
M. diastatica JCM 30237 I PIV MK-9 H, 71
M. parva JCM 3024" M PIV MK-9 H, 71
M. indica JCM 89717 Il PIV MK-9 H, 71
M. karnatakensis JCOM 89727 Mg, s np AR veen v ionenall 1o ac oo
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2.4 RFLP
rRNA ribotyping 5
5 ribotyping
Table 5 Strain homology by rDNA ribotyping
Organism Sm %
JCM3006" JCM3021T JCM3022T JCM3023T JCM3024" JCM8971T JCM8972" SIPI-226  SIPI-207
JCM3006" 100 63 70 61 65 50 57 62 57
Jomz021"t 62 100 70 61 65 50 57 62 57
Jem3022" 68 62 100 61 70 50 57 50 70
Jem3023" 63 61 61 100 65 57 55 65 55
JCM3024" 58 58 62 57 100 57 67 57 67
JeM8971" 58 50 50 57 57 100 50 50 57
JCM8972" 55 57 57 55 67 50 100 62 53
SIPI-226 63 61 50 65 57 50 70 100 55
SIPI-207 57 57 68 55 67 57 53 55 100

2.5 16S rRNA

SIPI-226  SIPI-207 6
3
6 16S rRNA
Table 6 Levels of 16S ribosomal DNA sequence similarity Percent Similarity
1 2 3 4 5 6
1 |l 83 | 983 | 987 | 9.6 | 97.8 1 | M. amethystogenes. seq
2 1.7 || 994 | 979 | 984 | 972 2 | M. chromogenes. seq
3 1.7 | o6 || 81 | 982 | 973 3 | M.diastatica. seq
4 13 022 19 || 982 | .7 4 | M.para.seq
5 14 | 16 | 1.9 | 19 || 30 5 | R207.scq
6 22 28 | 27 | 14 | 21 | 6 | R26.sq
i 2 3 4 5 6
3
1990 Miyadoh DNA-DNA 7
M. rosea subsp. rosea ! SIPI-226
SIP1-207 7 16S rRNA SIP1-226
SIPI-207 97.2% ~98.7% 98.2% ~98.6% 7

Ribityping © hEDSW I APOTFRATITE S HEER http:// journals. im. ac. on
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Microbispora diastatica U48990
Microbispora chromogenes U48989
Microbispora amethystogenes U48988
R-207
Microbispora aerata U48984
62 Microbispora parvalU48985
R-226
67,
] Streptosporangium corrugatum U48991
Streptosporangium fragiles U48992
76
100 Microtetraspora rectivcatena U48979
Microtetraspora roseola U48980
Actinopl philippi is U58525
167
100 |_Micmbispora bispora U58524
Microbispora bispora U58523
3 SIPI-226  SIPI-207
Fig.3 Phylogenetic tree for the strains SIPI-226 and SIPI-207 with related genus
SIPI-226 SIPI-207 7
SIPI-226  SIPI-207 M. rosea
Microbispora rosea subsp. wuxiensis subsp. nov. Microbispora rosea subsp. yuan-

touzhuensis subsp. nov.

JCM
Jola
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CLASSIFICATION FOR TWO ISOLATES OF MICROBISPORA
PRODUCING IMMUNOSUPPRESSANTS

Li Xiaohong Zhu Baoquan Gong Bingyong
Shanghai Institute of pharmaceutical Industry Shanghai 200040 China

Abstract Two strains named SIPI-226 and SIPI-207 producing immunosuppressants were
isolated from soil samples collected in park of Wuxi city in China. Identification was done by
morphological observation chemical analysis and nucleic acid ribotyping and 16S rRNA se-
quence. T'wo strains contain meso-diaminopimelic acid in cell walls Type PIV phospholipids

a lack of mycolic acids MK-9 Hy H, H; menaquinones and G + C content of 68.3% to
69.4% and two strains have 97.2% to 98.6% homology in 16S rRNA gene sequences and
the DNA homology by Ribotyping are 53% to 70% but differ from seven other mesophilic
Microbispora rosea strains. It could be concluded that these two strains represented two new
subspecies in the genus of Microbispora rosea. We designated the strains as Microbispora
rosea subsp. wuxiensis and Microbispora rosea subsp. yuantouzhuensis. The type strains of
M. rosea subsp. wuxiensis and M. rosea subsp. yuantouzhuensis are SIPI-226 and SIPI-
207 respectively.

Key words Microbispora rosea subsp. rosea Microbispora rosea subsp. wuxiensis Micro-

bispora subsp. yuantouzhuensis
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