25

HWP

(i) HWP(

(HWP,
(RS-ATLS)
(i) HWP
(SEC)

19S-EXILE 19S-ELISA
ELISA

19S)
EXiLE

ROC

139

(HWP)

(ii)

(HWP)

HWP

EXILE

(i)

)

)

)

(HWP)




HWP

HWP
HWP
(i)
HWP(
)
(i)
(HWP, 19S) 139
(HWP)
(RS-ATLS) EXiLEl (IgE Crosdlink-

ing-induced Luciferase Expression)

1. HWP
1)
19S
(Sigma G5004)
19S 100 mg/mL 1M Tris (pH

11.4)

pH1 IN
100
pH12 M 100

05,1,3,6,9,12, 24

mg/mL PBS 0

10

)
(SDS-PAGE)
SDS-PAGE  4-12%Bis-Tris MES SDS
20 pg
(SEC)
195

(Oh /7 0.5h /7 1h / 3h / 6h / 9n / 12h / 24h)
Oh/705h/1h/3h/6h/Sh/

12h / 24h)
[ ]
GE Superdex 200 10/300 GL (GE
Healthcare)
: Tris-HCI (pH7.4), 0.2M NaCl
1 0.75 mL/min
:RT
1 UV 210 nm
@)
Oh, 0.5h, 1h, 9h,
12h SDS-PAGE 10
(Proprep, Genomic Solu-
tions) (DTT)
(0.2%
, 2% ,98% )20 uL 1
1
[ ]
HPLC

HTC PAL (CTC Analytics)
Paradigm MS4 (Michrom



BioResources)

AccQ-Tag

ADVANCE Nano Spray Source HPLC
(Michrom BioResources) [ ]
MS 1mg 40mg BTI
LTQ XL 50 4
(Thermo Fisher Scientific)
LC/MS/MS BTI
C1s8
(nanoESI) 6N 100
MS MS/MS AccQ-Tag
4 (AQC, 6-aminoquinolyl-N-hydroxysuccinimidyl car-
LC/MS/MS bamate)
MASCOT(Matrix Science) [HPLC ]
: AccQ Tag( 4.0 [th 3.9 mmx
UniProt “wheat” and (“gliadin” or “glutenin”) 150 mm)
A: 12.5 mM (pH 6.3)-
(100 1, v/v)
(Q-E) B: 12.5 mM pH 6.3 -
(N> D) (70:30, v/v)
: 0-2%B (0-0.5 min), 2-4%B
(None) MASCOT lons (0.5-7 min), 4 - 12%B (718 min), 12-31%B
score 35 rank top (18-26 min), 31 - 37%B (2635 min), 37%B
(35555 min), 37-100%B (55-56 min), 100%B
(56 - 65 min)
2 1.0 mL/min
137
Q 250 nm / 395 nm
-E N-D 2
2. 19SEXILE
Q-E
HPLC
139
19S-ELISA U skin prick test (SPT)
(1,1- ) 15
(BTI) ELISA

8 19S



10 unit 5

3
-80
RS-ATLS 10%
FCS; 500jag/mL geneticin  200pug/mL
hygromycin B penicillin/streptomycin
MEM Gibco 120
37 5% CO,
2-5)
EXILE
RS-ATLS
1.0><10° cells/mL
17100 96 well
PerkinElmer ViewPlate 5> 10
cells/50 paL/well 37 5% CO,
20
HydroSpeed Tecan PBS
3
50 paL/well 37 3
ONE-Glo
Promega 50 paL/well
EnVision PerkinElmer
EXILE
duplicate
1.0
2-5)
EXILE 19§
Glu ; Sigma PBS 1 mg/mL
100 pg/mL 10 pag/mL
25) 100 ng/mL
IgE Bethyl
ROC

EXILE
GraphPad Prism ROC

10

19S SPT
19S-ELISA 3 unit
19S-ELISA  unit
Glu IgE ImmunoCAP Up/mL
ROC 19S
EXILE ELISA ROC
2%
2
19S Glu EXILE 19S-ELISA
Glu IgE
1 HWP
@
(SDS-PAGE)
SDS-PAGE 1
0.5h
19S
0.5h
19S
12h
20-10kDa
(SEC)
2
19S SEC
669,000 A
6,500 669,000
B 19S



5,000 700,000

200,000

A 05
3h 6 24h
B 0.5h 5,000
700,000( 200,000) 24h 3,000
10,000( 7,000)
A
B
2,000
40,000( 10,000) 0.5 3h
2
3
9h
80%
1h 45%
19S (48%)
12h 45%
HPLC
AccQ-Tag
HPLC ( )
2 19SEXILE

11

EXILE
IgE 2
5
EXILE
ROC 1.311
19S  Glu 139 A
15 B 19S
60 C Glu 7
D 57 B
EXILE u
ROC
19S Glu EXILE 19S
ELISA Glu  ImmunoCAP 19S
SPT +/-

ROC 6
19S-EXILE AUC 0.8328
P<0.0001

19S ELISA
AUC=0.9280 SPT
19S-ELISA 3 unit
4
ROC Table 1
19S IgE
19S-ELISA AUC=1
19S-EXIiLE AUC=0.9015
Glu-ImmunoCAP  AUC= 0.672 Glu-EXILE

AUC=0.6451 19S-ELISA AUC=0.6186
P<0.05

Glu-EXILE
HWP

PPV

NPV



6A 19S-EXILE  SPT ROC
1.311 fold 19S-ELISA
6B 11.0 unit
19S EXILE
ELISA 22 Table
2 ELISA
19S
SPT
EXILE ELISA
0.9444 0.9118 0.7087
0.8911
EXILE IgE
EXiLE ELISA ImmunoCAP
19S-EXILE 19S-ELISA
R=0.8767 Table 3
Glu ROC
Glu-ImmunoCAP  Glu-EXILE
R=0.2026
IgE EXILE
EXILE IgE
ELISA 19S IgE
8 EXILE
8 25 68
19S
ELISA 10 unit 5
3 data not shown
19S-EXILE Table 2
1.311 5
19S-ELISA 10 unit 3
subject No.1, 3, 5 EXILE
3

3 EXILE

19S-ELISA 10 unit subject
No.1 7C-D 10 unit
subject No.2
subject No.6  Fig. 3E-F
Subject No.1 19S
Glu 7A-B
Subject No.2 IgE 19S-EXILE
1.414
7C 19S IgE 10 unit
EXILE SPT
3 subject No.7 19S
EXILE 7E
1 HWP
1
10,000
10,000
12,400 Cytochrome C
(23.5min)
(Cytochrome C
) (Cytochrome C
)
( 4
(24 )
81.1% 67.6%
SEC

)

12



19S

(0.5h ) 50%
EXILE
40 unit
2 EXILE
19S
Glu
HPLC R=0.2026
AQC R=0.659
OPA(0-phthaldehyde) Glu
PITC(phenylisothiocyanate)
AQC
Y
AQC
2. 19SEXILE
1.
in vitro
EXILE 19S
ELISA
ROC 19S-EXILE
AUC=0.8328 1.311
0.7087 0.9444
0.8911 0.9118 ELISA
EXILE
2.
19S
IgE EXILE 19S-EXILE
EXILE

100

13

19S-ELISA
IgE 10 unit
0.8046 70/87
0.9792 47/48

data not shown

IgE
R=0.8767
19S-EXILE
ImmunoCAP
IgE Glu
19S
6 IgE
Y
HWP
HWP
19SEXILE
19S-ELISA
ELISA
19S-EXILE
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