31 Streptomyces
Streptomyces spp. D230704 0245704

(Punkum, 2007)
311 (Soybean Agar)
Streptomyces  Spp.
(soybean agar slant) ( ) 30 57
4
1-2 (Punkum,
2007)
312 4
Streptomyces 0. 4
c4( ) 50 250
30 200
5 5 50
30 200 5
6,000 xg 15
1 10
4
32 Streptomyces
321 Streptomyces
Streptomyces . 4
c4 50 250
30 200 5

5 50
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A 0 ] 200 0 1 N I 5 ]
6,000 xg 15
1X TE ( ) 6,000 Xg
15 Ix TE 2
Ix TE
6,000 xg 15 -20
322 (Song et al., 2004)
2 SET buffer
( )0.4 lysozyme 1
37 30 10% SDS
( ) 01 protenase K
05 55 2
2-3 5M NaCl
( ) 1 3 1
30
4,500 xg 15 2
1
4500 xg 15 70%
1 4,500 xg 15
7
100 RNase A ( )
20 37 1
phenol/chlorofornvisoamyl alcohol (25:24:1) 1
5,000 xg 15
15
25

3M sodium acetate ( ) 01



5

15 10,000 xg
2
7 IX TE 50
-20
323 16S subunit of ribosomal DNA
(Polymerase chain reaction, PCR)
75-150
16S rDNA PCR A (5-AGAGTTGTCCTGGC
TCAG-3) forward primer H (5'-AAGGAGGTGATC CAGCC GCCG CA-3)
reverse primer (Rintala et al., 2001) 31
1% PCR
1,500 bp
31 16SrDNA
Reagent ( )
TM Molecular biology Grade - 10
EmmeraldAmp PCR Mastermix (Takara Y 125
Bio, Jepan)
A (forward primer) 10g™m 05
H (reverse primer) 10pM 05
75-150 ng/gl 2
25
Hot start %5 5
Denaturing A 1 ‘
Annealing 53 120 "30
Extension 72 1 -
Final extension 72 10
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Germany)

, 190

QIAquick column

750 5

EB

325

primer A (5-AGAGTTGTCCTGGCTCAG-3)

2

QIAquick Gel Extraction kit (Qiagen,
PCR

QG 3
50 10
QIAquick column

15870xg 1

15870xg 1

15,870 xg 1
2%

16SrDNA
16SrDNA)
( , BASE, Singapore)

forward primer primer H (5'-

AAGGAGGTGAT CCAGCCGCCGCA-3'), primer strepE (5'-CACCAGGAATTCCGATCT-3')

primer strepF (5’-ACGTGTGCAGCCCAAGACA-3) reverse primer

(Genbank® database)



27

33 Strepiomyces spp. D230704 0245704

331
Strepiomyces spp. D230704 0245704 ca
| 6,000 xg
1 2

Streptomyces spp. D230704 0245704

20 Streptomyces sp. 0245704
hexane ethyl acetate ethyl
acetate (crude ethyl acetate)! Sephadex LH-20 column 38X 5
( )
8 P1 P8
thin layer chromatography (TLC) ( ) *H
NMR spectrum ( )
MTT assay ( 3.4.2)
( 3.4.3) P7 silica gel column
chromatography [ P7A1 P7A9
TLC
MTT assay ( 3.4.2)
( 3.4.3)
hexane

MTT assay ( 34.2)
( 3.4.3) ethyl acetate hexane
(water crude ) reverse phase silica gel column chromatography
( ) 8 w1
TLC ‘n NMR spectrum
MTT assay ( 34.2)
( 34.3) 2 reverse
phase silica gel column chromatography 1
2A1 2A12 iV [ TLC
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MTT assay ( 3.4.3)
( 3.4.3)
Streptomyces sp. 0230704 ethyl acetate
Sephadex LH-20 column 38X 5 ( )
6
Al A6 TLC
MTT assay ( 3.4.2)
( 3.4.3)
A6 A6
Sephadex LH-20 column 38X5
( )
MTT assay ( 3.4.2)
( 3.4.3)
NMR

Mass spectrometer (MS) MOLDI-TOF mass spectrometry ( )



Metabolite 910 Streptomyces sp. D230704 5nunmas 20 ans

29

anAAIY hexane
4
Crude hexane extract fufimaeannsana
anadde EtOAc
Crude EtOAc extract dowditdennmsaia
Sephadex-LH Column chromategraphy (Crude water)
| (MeOH 100%) Reverse-phase CC : Resin
(20°%H,0: MeOH)
8 fractions (P1-P8) )
fractions (W1-W)
fraction P7T(23 mg) |
$i0, Column chromatography fraction W2
(80%EX0 Ac: 20°6CH,CL,)
Reverse-phase CC ; Resin
9 fractions (PTA1-P7A9) (0%, 0:NMsOH)
12 fractions (W2A1-W2A12)
fraction P7A1 fraction P7A7 [ l

fraction W2A3 fraction W2A8

fraction W2A11 |

Streptomyces sp. D230704



Metabolite 010 Strepromyces sp. 024570413313105 20 A

anaa 8 EtOAc

Crude EtOAc extract dunmaedInnsana

(9N5u)

Sephadex-LH Column chromatography(CC)

(MeOH 100%0)
v

Sfractions (A1-A5)

v

fraction AS

Sephadex-LH Column chromatography(CC)
(MeOH 100%%)

6 fractions (ASB1-A6B6)

v

Compound ASB6
(Dark red powder)

Recrystallization @ )0 MeOH

Dark red powder

(5 Haanin)

2 Streptomyces sp. 0245704
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RAW 264.7 ATCC No.TIB-71
Dulbecco's modified Eagle's medium (DMEM) 10% fetal bovine
serum (FBS) ( ) non-tissue culture treated 5%
37
341 RAW 264.7
RAW 264.7 1,000 5
DMEM (DMEM
freezing media) ( ) 10% DMSO (viv) 1
cryogenic -80 1
34.2 MTT
MTT assay RAW 264.7
5x105 96 100
1 37 5%
( 3 )
37 5% 24
MTT 5 ( ) 10
4
formazan 0.4 N HC1 isopropanol ( ) 100
microplate reader (Biochrom,
England) 540 (%ocell  viability)

(%cell viability)

= (OP test-OD blank) X 100

OD control -OD blank



ODtest
ODblank
MTT 10

ODcontrol

34.3

100
0.4 NHC1 isopropanol 100

32

Griess
RAW 264.7 5x105 100
% 31 5%
1 ( 3)
50
1
50 LPS 100
( ) IFN-y 10
( ) ( 100 ) 24
ps  IFN-y
3 5% 24
nitrite ( )
100, 50, 25, 125, 6.25, 3.125, 15625 0
50 «( 3
50 %
sulfanilamide ( ) 50
NED ( 50
10 microplate

reader (Biochrom, England) 540



= (NO test-NO min) X100
(% inhibition against nitric oxide production) OD max "OD min
ODtest LPS IFN-
ODmax LPS IFN-
ODmin LPS IFN-
35 Western blot
351
RAW 264.7 24 2x105
500 37 5%
1 500
37 5%
1
LPS 100 ( ) IFN-
10 ( ) 500
IX PBS ( )
500 IX PBS A ( )
200 A B
( ) 30
vortex 10
7,500 xg 4 5
-80
352 BCA assay
-80
BCA protein assay kit
reagent reagent A

reagent B reagent A: reagent B (50: 1)



( standard curve) Bovine
serum albumin (BSA) BSA 1,000, 500, 250,
125,62.5, 31.25 0 %
10 10 ( 2 )
10 96 reagent
37 30
Microplate reader 540
35.3 Western blot
SDS-polyacrylamide 12-15
30-60
2X Laemmli ( ) 11
100 5 heat
box SDS-polyacrylamide Protein IIl system (Bio-Rad, USA)
SDS-polyacrylamide 1
molecular weight marker 2.5
Protein Il system 100 90
PVDF (GE Healthcare, USA)
transfer ( )
transfer Transfer-Blot® SD (Bio-Rad, USA) 3
3
3
90 90 1
blocking ) 2 rocker (Labnet International Inc, USA)
blocking
3.2 60 4 1
60 IX  PBST



blocking ( ) 3.2
4 60
X PBST 5 2 15 2 (
horseradish peroxidase; HRP) (Amersham Biosciences, England)

chemiluminesence autoradiography

32

Mouse anti-(3-actin Ab* 1: 10,000 5
Rabbit anti-INOS Ab* 1:2,000 5
Rabbit anti-phospho-p65 Ab* 1:4,000 3
Rabbit anti-total-p65 Ab* 1:4,000 3
Rabbit anti-phospho-SAPK/INK Ab* 1:4,000 5
Rabbit anti-total- SAPK/IJNK Ab* 1:4,000 5
Rabbit anti-phospho-p44/42 Ab* 1:4,000 1
Rabbit anti-total- p44/42 Ab* 1:4,000 1
Rabbit anti-phospho-p38 Ab* 1:4,000 10
Rabbit anti-total-p38 Ab* 1:4,000 10
Rabbit anti-phospho-1KB(X Ab* 1:4,000 10
Mouse anti-total-IKBE Ab* 1:4,000 10
Sheep anti-mouse-HRP Ab** 1:5,000

Donkey anti-rabbit-HRP Ab** 1:4,000

Goat anti-rabbit-HRP Ab* 1:4,000

* Cell signaling TechnologyL(MA) *x Amersham Biosciences (UK)
354 chemiluminesence autoradiography
chemiluminesence autoradiography
A B ( )
PVDF 1-2 rocker high

performance chemiluminesence

I nC'mK
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fix 1 (air dried)
IX PBST 5 2 15 2
36 MRNA
361 total RNA
RAW 264.7 24 2x105
500 37 5%%
1 500
37 5%
1
LPS 100 ( ) IFN-y
10 ( ) 500
RNA TRizol® reagent 1 reagent
5 lysate chloroform
1 TRizol* 1 500
15 2-3 12,000 XD g 15
4
phenol-chloroform RNA
(400-450 TRiZ0I® 1 200-
250 TRizoI® 500 ) RNA isopropanol 1
(500 ) 12,000% 15
4 RNA  75% ethanol 1 (
500 ) vortex 7,500 Xg 10
4 RNA 5-10
DEPC-treated 20 55-60

10 RNA -80



36.2 complementary DNA (cDNA)
RNA NanoDrop
cDNA random hexamer (Qiagen, Germany) 05
PCR
DEPC treated 65
5 5
33
33 cDNA
Reagent ( )
5X RT buffer* IX 4
dANTP mix** LraM 2
RNase Inhibitor* 20 ulreaction 05
reversase transcriptase* 200 Ufreaction 1
Total volume 15
* Fermentus, Canada, ** Qiagen, Germany
cDNA
25 10
42 60
10 10
Bioer Life Express (Bioer technology, China)
cDNA -20
36.3 (Quantitative real-

time PCR, qPCR)

3.4
35

MJ Mini personal Thermal cycler (Biorad, USA)



34 gPCR

Molecular biology Grade water

SYBR green (BioRAD)
primer A (forward primer)
primer H (reverse primer)
cDNA

Total volume

Hot start
Denaturing
Annealing
Extension
Final extension

35
()

[J-actin
MINOS
mTNFOL
miL-6
miL-10

%
%

12
12

5
60
5
52

10 pM
10 pM
0.5-1 ng/pl
10
5
30
1
10
)

125
0.75
0.75

25

40
40
40
40
45

Y

38



3.7

19

t-test

2

IBM SPSS statistics

Pvalue < 0.05
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