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(3) PCR
PCR Genomic-tip
20/G Genomic DNA Buffer Set(G2 QBT QC QF
) DNeasy plant Mini kit Proteinase K
RNase A(QIAGEN ) LO3 TAKARA  100bp

(3407A) [ 1 Ampli Tag Gold™ DNA
Polymerase PCR Buffer dNTP  MgCI, L
| (
) « ) « ) 2
« D
( ) SDS ( ) [
] 0.5mol/L EDTA(pH8,0 ) 1lmol/L

Tris-HCI (pH8.0) TE 10mmol/L Tris-HCI
(pH8.0) 1mmol/L EDTA(pH8.0) 10mg/ml EtBr

[ 1a (
)
TAE
242g 57.1ml  0.5mol/I1 EDTA 100ml
11 50
(4) PCR
25u M
DNA 124bp

CP03-5':5'-CGG ACG AGA ATA AAG ATA GAG T-3'

CP03-3':5'-TTT TGG GGA TAG AGG GAC TTG A-3’
141bp

Wrt01-5':5'-CAT CAC AAT CAA CTT ATG GTG G-3'

Wrt10-3':5'-TTT GGG AGT TGA GAC GGG TTA-3

2-3

) GRINDOMIX GM 200
) MULTI
SHAKER MMS
3) () 3700
4 ELX50
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GeneQuant pro
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@PCR )
Gene Amp PCR System 9700
(10) Mupid
(11) FAS-
2-4
(1)ELISA
i)
1.0
19ml
12 9 110 /
pH
3,000x g 20
M
20 1
20
2
6
8
4 logistic
100p 1
! 1
300u 1/ 6
100u 1/
! 30
300u 1/ 6
100p 1/
! 10
100u 1/
!
450 620nm
M
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100p 1
! 1
300u 1/ 5
100u 1/
! 1
300u 1/ 5
100u 1/
! 30
300u 1/ 5
100u 1/
! 20
100u 1/
!
450 620nm
N
(2)PCR( 2y 9/9
)
ELISA 29 DNA
D QIAGEN

Genomic-tip 20/G

kit

TE

PCR
buffer
g mol/L F/R

2

QIAGEN DNeasy plant Mini

20ng/p 1

Gold™ DNA polymerase

10p g/g
M 9/9
PCR
10p 9/9
95

40

:250ng)

ELISA

30

72 30

25u 1
200u mol/L dNTPs 1.5mmol/L MgCl,

1x PCR
0.5
0.625 units AmpliTag
DNA(

:50ng 10
95 10
65 30
1
72 10
10p g/9

2)



57.1 45

PCR
3 uw
DNA DNA
3.
31
0 10 20 30 40 50 (ng/mi)
(n=6)
2 3
0.78ng/ml 50.0ng/ml 3-2
(relative standard deviation RSD )9 2
3 8
4
M
(n_6) 3
RSD 5
(ng/ml) (meanzSD)
(n 8
0 0.011+0.004 34.2
mean+SD RSD
0.78 0.052+0.005 8.8 (Ug/g) )
1.56 0.091+0.003 3.4 —
M a 5.3+0.1 2.3
3.13 0.172+0.003 1.5
b 15.5+0.5 3.1
6.25 0.328+0.015 4.4
N c 6.4+0.3 4.6
12.5 0.564+0.014 2.4
d 15.2+0.8 5.0
25 0.890+0.015 1.7
50 1.346+0.010 0.8 n 3)
N mean+SD RSD
(n 6) ((e) ()
RSD M a 4.8+0.4 8.3
(ng/ml) (mean+SD) b 13.8+1.6 11.9
0 0.109+0.004 36 N c 6.4+0.2 2.9
0.78 0.135+0.006 46 d 12.8+1.2 9.6
1.56 0.166%0.007 4.1
3.13 0.230+0.004 1.9 3-3
6.25 0.346%0.005 1.4
12.5 0.559+0.008 1.5
25 0.921+0.025 2.7
50 1.573+0.022 1.4
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4
n=3 ( 4
H 50
(ng/ml) meanzSD ()
(ng/ml) g
M 5.0 4.5+0.0 90.0
10.0 8.4+0.6 84.0 M N 100 9/9
N 5.0 3.8+0.1 76.0 Y PCR
10.0 7.4+0.3 74.0
10p 9/9
3-4 PCR
2 4
4 M N
MeantSD | RSD | MeantSD | RSD
(Ho/9) () (Ho/9) ()
A | 13.0£1.4 | 10.7 | 8.4+0.6 7.2
1 (ng/mi) B | 125+06 | 47 | 16.3+1.1 6.7
: +
5 | y 32'22130)(9990'460 C| 102+10 | 98 | 12111 | 91
I s D 6.6 55
X AM
% / E 25 <2.0
2 oN F 7.1 5.6
15 F J///‘ G <2.0 3.1
10 V y = 18737 x + 1639 H >20.0 >20.0
5 RZ = 0,999 | 5.7 3.0
0 : : J | 135+1.7 | 125 | 116205 | 4.0
x [ox x K| 30 <20
8.0ug/g :n=3, 8.0ug/g n=1
35
A
20 30 M N B
C
D
7 E
M ( :2.0u 9/9) 9 10 =
N ( :2.0p 9/9) 9 9 G
M b H
«C ) 10p g/g ;
5 5 N 10p g/
U 9/9 K
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20 30 M N 17 M N
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«n 8 QIS
4 1)
M N 14 11 6
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( 18 6 22 0622003 )
2)
PCR 42
128-129 2005

-B3-



Inadvertent Contamination of Grain Powders on the Market
with Wheat Protein ; Measurement using ELISA

Y oko Ogiya, Masaaki Sakai, Taeko Miyasuta and Koichi Yano

Grain powders on the market could be inadvertently contaminated by undeclared wheat protein during
the manufacturing process. We determined the levels of wheat protein in grain powders on the market in
Sapporo using ELISA recommended as official methods in Japan.  In March and June, 2006, we purchased
30 grain powders produced by 20 manufacturers. The lavels of those packages indicated neither wheat as a
ingredient nor processing wheat in the same facilities. The amounts of wheat proteins were more than
official contamination level (10ug/g) in 5 grain powders from 5 manufacturers.



