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X X IP-X

1P-X 1P-PA1
IP-PA1 3 Lipid A 0 1P-PA1

IP-X
L L
200pag/ml
1mg/mg solid
1P-X ELISA
ELISA IP-X
IP-X 5
761-0301 2217 16
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TSI
TSI

3%

27

TSI 15.35¢g 250ml
8aml

EB20

90>=<15mm IWAKI

Model680 BIO-RAD
version 5.2.1)
SLI1-220 EYELA
MIR-162 SANYO
MPM-1  IWAKI

UT-305HS SHARP
TX-160 TOMY

1g
10ml 30sec><10
16 64
1001 37

121
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Ryu /

3 KOH 5pl 1
10
LB -80
TSI
TSI
Ryu
TSI 37 18
24
1
1
ID
ID EB20
20
Ryu TSI
EB20 ID ID EB20 code 06626
37 24
ID EB20 G )
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A. 4.7>10° 0/5 0 0
B. 4.6>10° 174 1 1
C. 3.9>10° 2/5 2 13 2
D. 9.2>10° 0/2 0 0
E. 5.6>10° 2/8 2 1
F. 2.9>10° 8/21 8 1
A. 5.1>=<10* 5/6 5 4
B. 1.7%<10° 5/9 5 4
C. 9.7>10° 4/4 4 27 2
D. 1.2><10° 5/5 5 4
E. 1.8><10° 8/13 8 4
A. 1.4%<10° 10/12 10 2
B. 2.9><10° 5/5 5 2
C. 3.3x<10* 6/6 44 1
D. 1.9><10° 12/14 12 2
E. 3.3>10° 11712 11 3
A. 1.8><108 0/6 0 1 0
B. 2.5%107 1719 1 1
A. 3.4>10° 1/11 1 1
B. 3.9>10° 2/19 2 5 2
C. 9.2>10° 2/20 2 2

107 15/18 1 1 1

91 13
44 1
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NO
HPLC

RAW264.7  ATCC(No.TIB-71)

IP-PA1 Pantoea agglomerans
Prestained Protein Marker, Broad Range Premixed Format Cat No
7708L NEW ENGLAND Biolabs
Cat.No:30642-41

X
X 30
LB 1 3L 30
7000rpm (HITACHI SCR-20B)
X
X
X IP-X Westphal
5.4¢g 54ml 100mg/ml) 90%
65 70 10 4 10000rpm
65 70 10
4 2
320nm 210nm 270nm
X
DNA DNase I  (50U/ml) RNA RNase A
(20pag/ml) K (100pag/ml)
320nm
210nm 270nm
YM-100
X IP-X
BCA Protein assay kit PIERCE BCA kit
I1P-X

10



260nm 320nm 1.0 0D 50p1g/ml

DNA
Limulus assay
Limulus assay
Limulus IP-PA1
B_
B- G MK B-
G MK
SDS-PAGE
15% Tricine-SDS-PAGE 5pg/lane
HPLC
DGU-20A3 LC-20AB
SPD-20AV
CT0-20AC
TSK gel G3000SW  ¢7.5>300mm
LC Solution
1.0mg/ml 201
100mM - pH 5.0
1.0ml/min
210nm
25
IP-X
RAW264.7
(NO) NO RAW264 .7
(10%FCS
50pag/ml 60pag/ml RPM11640 ) 8>=<105 /ml
100 1(8><10*  /100pal) 96
6 20 37 5% 501
96 Griess

11



12

5
X X
X LB 1 5.4g 5.4qg
5.4¢9 crude( ) IP-X
290mg(Limulus ) DNA 60mg ( D
IP-X
IP-X ( D IP-X Limulus 120mg
IP-X 40% DNA 0.6mg IP-X  1/100
IP-X 42mg ( 1 X Limulus
IP-PAl 120mg 42mg
Limulus IP-PAL 2.85(120/42) IP-PAL
3
1P-X 2
54 .6% BCA
6.1% 260nm 320nm 1.0
oD 50 g/ml DNA 1.3% IP-X >3-
X 1P-X
Limulus |DNA Weight
(mg) (mg) (mg)
1P-X 290 60 NT
IP-X 120 0.6 42
NT not tested
1P-X 1P-PA1
1P-X 1P-PA1
54% 67.6%
6.1% <0.5%
1.3% <0.5%
B-glucan 1.7ng/mg NT
Limulus / 2.91mg/mg 1mg/mg
main: 5kDa main: 5kDa
minor: 10 12kDa 25kDa 40kDa |minor: 30kDa 60kda
NT not tested



IP-X

(SDS-PAGE)
IP-X  4kDa 6kDa 1 25kDa 40kDa
1P-PA1
IP-PA1 HPLC
LPSe IP-PA1 IP-X
HPLC
= —
T & x
(kDa) n o o
83.0 _
62.0—
475 —
325—
25.0 —
165 —
—
1. SDS-PAGE I1P-PX
9VA (MW43,000)
Vo LPS 5Nase(MVV14000)
A\ A\
LPSe
IP-PA1
IP-PX
| | | | | |
0 5 10 15 20 25 30
Retention time (min)
HPLC IP-PAl IP-X
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X
X
1P-PA1
1P-X
2.85
Pantoea agglomerans
X 19
1P-X 1P-PA1 1/3
1P-X SDS-PAGE HPLS

20mg

90%
5.4q
Limulus

Limulus

IP-X

102mg 102/5.4=18_9mg

19
IP-PA1

Limulus

IP-PAl

14

IP-PAl

30mg

NO

2/3

1P-X

290mg

NO

/9



1P-X

IP-X Lipid A B
IP-PAL

RAW264.7  ATCC(No.TIB-71)

IP-PAl Pantoea agglomerans

IP-PAl
IP-X
RAW264 .7
(NO) NO
(10% FCS
50pg/ml 60pag/ml RPM11640 ) 8><10° /ml
100 1(8><10*  /100pal) 96
6 IP-X  IP-PAl 4000ng/ml
10 5 2
401 g/ml B 2
1P-PAL
96 1001 20 37 5%
50l 96
IP-X IP-PA1
IP-PA1  IP-X 1P-PAL 6
96 crude IP-X IP-PAl 0128 ( e)
10prg/ml 0.05ml/well 4
(PBS)(pH7.3 7.7 ) 0.05%
( Tween20 ) (PBS-T) 3 3%
(BSA) 1
PBS-T 3 6 IP-PAl
0.05ml
5 1%BSA Igé M A
(Sigma ) 0.05ml/ 1 PBS-T
Img/ml p- ( )
0.1iml/ 1 2
0.05ml/
415nm

15

RAW264.7

Griess

PBS-T

5



1P-X
IP-X 0.98mg 980 1 5min 37

HPLC LC-20A
RF-10AXL

TSK-gel Sugar AXG 4.6mml.D.Ix15cm

70
0.5mol/L pH8.7
0.4mL/min
1w/v% 3 w/iv%
0.5mL/min
150

Ex.320nm Em.430nm

TSK-gel Sugar SCX 6mml.D.1x15cm

60
0.16mol/L pH7.6
0.3mL/min
1w/v% 3 w/iv%
0.5mL/min
150

Ex.320nm Em.430nm

16

1mg/ml



B Lipid A
IP-X RAW264.7
IP-X  1ng/ml Limulus
RAW264.7 IP-X
IP-PA1
B Lipid A
B IP-X
IP-PA1 RAW264 NO
IP-PA1 B NO 1/1000
IP-X 1/5 IP-X  IP-PAL Lipid A
Lipid A
IP-X RAW264.7 NO
NO B
~*~IP-PA1(PolyB-)
% T IP-PA1(PolyB+)
2 IP-X(PolyB-)
= 7 IP-X(PolyB+)
0 0.1 1 10 100 1000 10000
(ng/ml)
RAW264.7 NO
+ IP-PA1 IP-X  Limulus

1P-PA1
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IP-X IP-PAL

IP-X IP-PA1 ELISA
( D 6 1P-PAL
IP-X IP-PA1
1 IP-X 1P-PA1
4E11 34G2 20-A8 [32-G3 49-F2 [86-F12
PBS(-) 0.049 0.05 0.055 (0.048 [0.047 [0.049 |0.053
IP-PA1 0.05 0.444 |0.775 [0.559 [0.768 [0.537 [0.466
IP-PA1 0.047 0.463 [0.756 [0.578 [0.667 |[0.526 [0.644
IP-X 0.048 0.049 [0.049 [0.052 [0.05 0.052 |0.048
e 0.046 0.048 [0.051 [0.046 [0.048 [0.059 [0.046
IP-X
2
2
Hg/mg
19.9
29.1
8.01
n.d.
3.09
n.d.
n.d.
43.6
37.4
0.990
n.d. not detected
IP-PA1 RAW264 .7 NO Lipid A
B 1/1000 IP-X 1/5
IP-X  Lipid A IP-PAl
IP-X IP-PA1
IP-PAl
IP-X 0
IP-PA1 O
IP-PA1

18
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LB

5L

10

S%

90

X 37 48
20
90 20
X 121
90 20
1 10
X
37
X
X
X LB
37 24

19

5L

105

LB

30L

(120rpm)

90 30
200pag/ml

0.5



30L

5L
1L
1mg/mg

10L

k500 000 >4
Qow—"v

(@9
O
=t

<
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30L

ELISA

ELISA

activity

1mg/mg

20 ppm

2 ppm
3000 /g

300 /g
8.5%
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1P-X ELISA

IP-X IP-X
B-cell

BALB/c 6

P3-X63-Ag8-U1(P3U1)

1P-X 90
Dulbecco ” s Phosphate Bufferd Saline (Sigma)

Anti-MousePolyvalentimmunoglobulins (1gG.A.M) AlkalinePhoshataseConjugate
Antibody developed in Goat SIGMA
p_
Albumin,Fraktion V BSA(BOEHR INGER MANNHEIM)

1000
RPMI 1640(SIGMA)
Hypoxanthine Wako
Thymidine Wako
Aminopterin Wako
BM H1
PEG 1000 Wako 1000
ADJUVANT COMPLETE FREUND (Difco)
Silver Stain Il Kit (Wako)
2% ECLTM Advance blocking agent (GE Healthcare)
polyvinylidenefluoride, Immuno blot PVDF membrane (BI0-RAD)
Tween 20 (Wako)
Nitrobluetetrazolium (Wako)
5-Bromo-4-chloro-3-indolyl-phosphate disodium salt 1.5-Hydrate (Wako)
Glycine (Wako)
Methanol (Wako)
Tris(hydroxymethyl)aminomethane ( )

( )
Glycerol (Wako)
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TritonX-100 ( ) (Wako)
2-mercapto ethanol (Wako)

Sodium Dodecyl Sulfate ( )

Tricine (AppliChem)

Fetal Calf Serum (HyClone)

96 Immunoplate maxisorb  NUNC
CR100
Model 550 BIO-RAD
SANYO
(TAITEC)
(ATTO)
(ClayAdams)
Bioshaker BR-21UM(TAITEC)
SHAKING MIXER (IWAKI)
GR-200 (AND)
(HIRSCHMANN)
(MATSUNAMI)
CHROMATOGRAPHY PAPER 3MM CHR (WHATMAN)

Brade (1) IP-X 20ug/ml 500ul
IP-X  ADJUVANT COMPLETE FREUND Difco
IP-X 20ug/ml 500ul 2
2 IP-X
50uL/
IP-X ELISA
ELISA
IP-X 2 IP-X
ELISA IP-X PBS Sigma IP-X
0p /7 1 50uL/well 96 NUNC- IMMUNO PLATE MAXISORP
4
BSA PBS 4 BSA-PBS 200uL/well
1 0.05 Tween20
TBS-t 200uL/well 3
7 50uL
BSA-PBS 37
BALB/c T-saline 3
1gG.A.M
BSA-PBS 1000 50uL/well 37
T-saline 5 1mM 0.1M
p- (p-NPP) (1mg/mL)
200uL/well 40 415

B10-RAD model-550
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Western Blotting
Tricine-SDS PAGE H. Schagger

15%

10% 2-ME, 0.0095% Bromo phenol blue, 14% Glycerol)

20mA 90

20%methanol) 30
PVDF

2% ECLTM Advance blocking agent (GE Healthcare)

150mM NaCl, 20mM Tris (pH7.5))
TritonX-100 ( )
BSA-PBS 37

(3) 5%
(137.5mM Tris-HCI, 4% SDS,
95 5

Tricine-SDS PAGE

Silver Stain 11 Kit Wako

TBS-TT

(25mM Tris, 192mM Glycine,

2

(polyvinylidenefluoride, Immuno blot PVDF membrane, B10-RAD)
, TAITEC)

(1o8v, 1.5 )
TBS (Tris Buffered Saline,

0.05% Tween20 (Wako) 0.2%
1

TBS-TT 2

Anti-MousePolyvalentImmunoglobulins (1gG.A_M) Alkaline Phoshatase Conjugate Antibody

developed in Goat SIGMA

1000

) @37 1 )

(0.033% Nitrobluetetrazolium, Wako 0.021%
5-Bromo-4-chloro-3-indolyl-phosphate disodium salt 1.5-Hydrate, Wako)

) 5ml
)
60pg/ml
HAT
5%CO0,
10 50uL well
well
well
IP-X

ELISA well

200pL

37

50pg/ml

IP-X
IP-X

ELISA

1P-X

24

FCS 10%
RPM11640
96 37
well
ELISA
50
96well
4well
ELISA



4 IP-X 10pag/mL

PBS 200 ELISA

(200 )

504 g/mL

14

12

0.8

0D415

0.6

0.4

0.2

0 7 14 21 28 35 42 49 56 63 70 77 84 91

()

Western Blotting
IP-X  Tricine-SDSPAGE Western Blotting
4 Western Blotting

WB

P-X *
|“\ ;
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1P-X

ELISA
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1990. Characterization of murine monoclonal and murine, rabbit, and human
polyclonal antibodies against chlamydial lipopolysaccharide. [Infect Immun
58:205.

Taniguchi, Y., T. Nishizawa, T. Honda, N. Yoshioka, H. Inagawa, C. Kohchi, and
G. Soma. 2007. Development and potential use of a monoclonal antibody to the
lipopolysaccharide of Pantoea agglomerans (1P-PAl). Anticancer Res 27:3701.
Schagger, H. 2006. Tricine-SDS-PAGE. Nat Protoc 1:16.

Honda, T., H. Inagawa, M. Fukushima, A. Moriyama, and G. Soma. 2002. Development
and characterization of a monoclonal antibody with cross-reactivity towards
uracil and thymine, and its potential use in screening patients treated with
5-fluorouracil for possible risks. Clin Chim Acta 322:59.

ELISA

IP-X ELISA IP-X  1ng/g

2
ELISA Enzyme linked immuno solvent assay

1P-X 1P-X
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ELISA

SL

30L

1P-X

ELISA
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30L

1P-X
ELISA

ELISA



