41 168 I’DNA Streptomyces Spp D230704
0245704
Streptomyces Spp. 178

165-ITS Restriction fragment length polymorphism (RFLP)

Streptomyces Spp.
RAW
246.7 2 Streptomyces  Sp.
D230704  Streptomyces sp. 0245704 Streptomyces Spp.
Candida albican (Punkum, 2007)
Streptomyces
sp. 2 165 rDNA  Streptomyces
sp. D230704  Streptomyces Sp. 0245704 165 rDNA
41 42
(GenBank) Streptomyces sp. D230704
1200 bp
Streptomyces lanatus NBRC 12787 Accession Number AB184845 Query converage
99% Max icentity 99% Streptomyces sp. 0245704
1000 bp

Streptomyces yokosukanensis Strain NRRL B-3353 Accession Number — Query
converage 9% Max icentity 1009%
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> Streptomyces Sp. D230704
CTTTCCAACCCGGGAGATGCCTCCCAGGCTCGTATCCGGTATTAGACCCCGTTTCCAG
GGCTTGTCCCAGAGTGAAGGGCAGATTGCCCACGTGTTACTCACCCGTTCGCCACTA
ATCCACCCCGAAGGGCTTCATCTCGACTGCTTTTGATCGCCTGCGATCGACTGCAGAC
CCGAGGTTAAGCCTCGGGCTTTCACAATCGACGTGACAAGCCGCCTACGAGCTCTTT
ACGCCCAATAATTCCGGACAACGCTTGCGCCCTACGTATTACCGCGGCTGCTGGCAC
GTAGTTAGCCGGCGCTTCTTCTGCAGGTACCGTCACTCTCGCTTCTTCCCTGCTGAAA
GAGGTTTACAACCCGAAGGCCGTCATCCCTCACGCGGCGTCGCTGCATCAGGCTTTC
GCCCATTGTGCAATATTCCCCACTGCTGCCTCCCGTAGGAGTCTGGGCCGTGTCTCAG
TCCCAGTGTGGCCGGTCGCCCTCTCAGGCCGGCTACCCGTCGTCGCCTTGGTGAGCCA
TTACCTCACCAACAAGCTGATAGGCCGCGGGCTCATCCTTCACCGCCGGAGCTTTTCA
CTCGGTTCACTTCGTCCTCGCCAGTCCCACCTTCGACAGCTCCCTCCCACAAGGGGTT
GGGCCACCGGCTTCGGGTGTTACCGACTTTCGTGACGTGACGGGCGGTGTGTACAAG
GCCCGGGAACGTATTCACCGCAGCAATGCTGATCTGCGATTACTAGCGA

4.1 165rDNA  Streptomyces Sp. D230704
ChromasPro 15
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>Streptomyces Sp. 0245704
CGTTCGCCACTAATCCACCCCGAAGGGCTTCATCGTTCGACTTGCATGTCCATTTCAG
CAGGGAAGAAGCGAGAGTGACGGTACCTGCAGAAGAAGCGCCGGCTAACTACGTGC
CAGCAGCCGCGGTAATACGTAGGGCGCAAGCGTTGTCCGGAATTATTGGGCGTAAAG
AGCTCGTAGGCGGCTTGTCACGTCGATTGTGAAAGCCCGAGGCTTAACCTCGGGTCT
GCAGTCGATACGCAGGTGAGTCGTCCCACCTTCCTCCGAGTTGACCCCGGCGGTCTC
CTGTGAGTCCCCATCACCCCGAAGGGCATGCTGGCAACACAGAACAAGGGTTGCGCT
CGTTGCGGGACTTAACCCAACATCTCACGACACGAGCTGACGACAGCCATGCACCAC
CTGTACACCGACCACAAGGGGGACCCTGTCTCCAGGGTTTTCCGGTGTATGTCAAGC
CTTGGTAAGGTTCTTCGCGTTGCGTCAAATTAAGCCACATGCTCCGCCGCTTGGCGGG
CCCCCGTCCATTCCTTGAGTTTTAGCACTTGCGTCCTTCGCCAGTCCCACCTTCGACA
GCTCCCTCCCACAAGGGGTTGGGCCACCGGCTTCGGGTGTTACCGACTTTCGTGACGT
GACGGGCGGTGTGTACAAGGCCCGGGAACGTTTCACCGCAGCAATGCTGATCTGCGA
TTACTAGCGACTCCGACTTCTTGGGGTCCTGTTGCAGACCCCC

4.2 16SrDNA  Streptomyces sp. 0245704
ChromasPro 15
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431 Streptomyces sp. D230704
Streptomyces spp. D230704
20 1 2
NMR( 44
A
A MJ
B
44 NMR Crude ethyl acetate  Streptomyces Sp. D230704 (4.6A)
Streptomyces Sp. 0245704 (4.6B) NMR Bruker AV400

spectrometer 400 MHz 'n NMR CDCI3
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ethyl acetate hexane (crude

water extract) reverse phase silica gel
8 w1
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column chromatography
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4.3.1 Streptomyces Sp. 0245704
Streptomyces sp. 0230704

acetate crude ethyl acetate
methanol
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(

Mass spectrometer (MS)
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6
A5B6
NMR

MOLDI-TOF mass spectrometer
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Mass spectrometer (MS)

AGB5
401.724 m/z

dihydroeponemycin (Bennacer et

'h NMR(  4.12)

MOLDI-TOF mess spectrometer ( 4.13)
399.781-

Bennacer

., 2003)

‘h NMR spectra MOLDI-TOF mass spectrometer
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dihydroeponemycin
(Molecular weight)

(Form)

(Formula)

(Solubility)

414 dihydroeponemycin

dihydroeponemycin

400.51
(powder)
(dark red)

c 207367276

DMSO

NMR



44 dihyaroeponemycin

RAW 246.7 LPS  IFN-y
RAW 204.7
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416 dihyaroeponemycin RAW 2467
inverted microscope (OLYMPUS, Japan)
40X (A) RAW 264.7 , (B) RAW 264.7
LPS and IFN-Y 6 , (© RAW 264.7
DMSO, (D) RAW 264.7 DMSO LPS IFN-y 6
, (E) RAW 264.7 dihydroeponemycin 100
, (F) RAW 264.7 dihydroeponemycin 100

LPS IFN-y 6



45 dihydroeponemycin 0 RAW 246.7
LPS  IFN-y
dihydroeponemycin INOS NOS
MRNA RAW 264.7 dihydroeponemycin
100 1 LPS  1FNy 6
INOS  + quantitative Real-time PCR
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(DMSO) ¢ 4.17)
INOS Western blot
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dihydroeponemycin IL-6 TNFa RAW

246.7 LPS  IFN-y

pro-inflammatory

cytokine IL-6 TNFa 1 mRNA
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4.7 dihydroeponemycin
RAW 246.7
dihydroeponemycin

Toll-like receptor 4 (TLR4)
dihydroeponemycin
Western blot
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423 dihydroeponemycin
MAPK RAW 246.7
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Western blot (A
ERK1, C
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