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Method of Test for Animal-Derived Ingredients in Foods —
Qualitative Test of Chicken Ingredient

Lo * o0 A% 2@ 857 02 THKR% -

2. ¥esk > 2 e DNA 38 » TR £ frdar & (real-time
polymerase chain reaction, real-time PCR) z_ = /= -

2.1 1 f%&ﬁ s R ‘; r%; %}%Q— N /f?,g—: IR ﬁ%gﬁ@ N %ﬁ%ﬁ
DNA #4 B~ - real-time PCR ##|fe @l 2 oSBT 7 %
a2 B ¥ %5 4 o Real-time PCR )2 fie #l >+
EFHETLNERSA

29 %t_%_ (1)

221 R &pssas KR ¢ ABI PRISM 7900HT Sequence Detection
System # Roche LightCycler » & f & % ©

222 L kicEEyE AV 40CHMT 0 Ex AT 133 mBar ¢
T AR o

2.2.3. #& F Ak 245 ¢ Retsch MM200 > & Fr & & o

224, E 5% kR C EDNAscE® -

225 FEFHE -

2.2.6. £ FHEITS o

227, 4R R D EBSCHEITZRT A0 o

2.2.8. B & 4 % H< #(Micro refrigerated centrifuge) @ # £ 20000 x g »
TR ACEI A o

229, Hrofh w i AR FHe T

2.2.10. 4 kgt 24 E 260 nm ~ 280 nm

22104 K H P ELEE L BMR

2.2.12.7% % R & F(Vortex mixer) o

2.2.13. fa dk & P =ik (pH meter) o

2214 K% B AFIC U dﬂz o

22152 T 1 A HEE 520009 AR 019 BxfEE 5 100
g’ &ACK 5 1mg-e

L AR Y ARZE 2 AREMI A LRHASY RBE R
20 AR EAREZARENTA NE L RHASY RAK -

23.
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2.3.1. DNA # B~% 2% ¢ A3 (96-100%) 4k & + 4 F & 47 %2 % | f *
si$54 DNAF B2 % &3 & o
2.3.2. Real-time PCR * (*2
2321 EuES% Y 313 2 L
23211 4 ~ RAE K2 A5 (A F) 1 12S ribosomal RNA » &
P3R4 pR 2L 7))
513 F : 12SF, 5'- CAAACTGGGATTAGATACCCCACTA -3
513 R 12SR, 5- ATCGRTTMTAGAACAGGCTCCTCTA
G -3
1x 4+ P 1 12SP, 5'-(FAM)-CACCGCCAAGTCCTTTGRGTTT

TARGC -(TAMRA)-3'
PCR 3 #5 & - + /|- 155 bp

2.3.2.1.2. % (#&48 F] © growth hormone) : #gz_ g% *
51% F : CGHF, 5-TAACTTTTGTAAGCGGACACTCAT -3
51+ R ! CGHR, 5-GCATTACCTGCGCTGTGGC-3’
{74+ P : CGHP, 5-(FAM)- CCTTCAGGCTTGACAGTGA

CCTCCAG-(TAMRA)-3'
PCR % 1§ 4 - 118 bp

2.3.2.1.3. 4 (ecn4 7] 1 12S RNA) © 5 & #t 32 55w *
513 F : CHIF, 5-GAGTGGCCACATGTTATCTGC-3'
513 R : CHIR, 5-TAATCGTTGAGGCTAAGATGG-3'
#£4- P : CHIP, 5'-(FAM)-AGCCTAAGATCCACCTAAA

CCCAACCCA -(TAMRA)-3'
PCR 3t # 4~ ~ |- 108 bp
21 LRz 33 R IEE AT A ?]-i %%iﬁ'} KA Y kA
A ERSE-20CET R Y 0 T IRE W R IET o R4 S
6-carboxy-fluorescein (FAM)1&zz > 3'%4% *  B-carboxytetramethyl-
rhodamine (TAMRA) &3z
2. PR AT 2 FL2Z AP R GRSk AR (AG)

2R AZ GIMEREKAREAC) 27FFF AZ
Co

2.3.2.2. TagMan Universal PCR Master Mix (ig * ** ABI PRISM 7900HT
Sequence Detection System)

kAP 7 oreal-time PCR #7132 ¥ Pl H = miph ~ R &+
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oo Eli,f]‘ vl 3~ FEAHZ FRe 1 DNA -

2.3.2.3.LightCycler® FastStart DNA Master HybProbe (i * ** Roche
LightCycIer)

AN § orealtime PCR *1% 4 § Pigb 74 = pipe ~ REPF

‘5& BN 25 MM F Y 4EA R o i FE?/J heilF S FEEZEF
B+ 18 DNA -

233 W F T g N R FAARTIN G R EP FEER E R
S202 2. %% FARIT 5 HR Y o o

24. % 5 & 409
2.4.1. % % (Pipette) © 10 pL ~ 20 pL ~ 100 pL ~ 200 pL % 1000 pL -
2.4.2. % ¢ « g (Pipette tips) : 10 uL ~ 20 uL ~ 200 pL * 1000 pL -
243. g 1200l ~600pL ~1.5mL 2 2 mL -
244.PCRF ¢ - 200pL
2.45.PCR 733 * 'm¢ : Roche LightCycler & # -
2.4.6. .73 & ¥ ¥y : 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL %
2000 mL -
247 % By g 1 50mL o

3 B2 WA Bre 5L & DNase i5 4 -

2.5. Real-time PCR ;3 i% 2 fie 8%
2.5.1. ABI PRISM 7900HT Sequence Detection System %] :#5% *

SHM 313 Foiieee e 1.25 pL
SHM 313 R e 1.25 pL
B3 UM EE £ P 1.7 uL
TagMan Universal PCR Master MiX.........ccccevvvvviinennnn. 12.5 uL
#48 DNA A 7% (B2 100 NQ) i 5.0uL
£ pﬂ—i BT K e 3.3 uL
BB e, 25.0 pL
2.5.2. Roche LightCycler &%) &g *
SHM 313 Foiiiee e 1.5 L
BHM 31 R oot es s es e s 1.5 uL
B3UMFE A P 1.5 uL
LightCycler® FastStart DNA Master HybProbe ............... 2.0 uL
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LY I TR 3% S 2.4 uL
3 8 DNA 72 5% (S 100 NG) coovvvvereeeeereeeseeeeeesreeeseneen 5.0 pL
S 6.1 UL
BB e 20.0 UL

x4 : Real-time PCRA % B >t ikig @ el o

2.6. #18 DNA z_ 4 #

2.6.1. +& 8 2 i gn (-9
ITAC R L IR IRE 2P Y Sl b SRR LR | ARy ST P L
S LB RARBFESm c BT ICRE LR EREP o

5 LAERWEFRET R ZFEF WA FS -
2R ORI R Y ARGCR AR DK

2.6.2. DNA z_ 34 B~
FHgFE L DNARP2Z 3 G2 e > ik F B3R iTp 4 P
P~ DNA - 3 2~2 DNAZ R L 2 = F2 15mLaps g » iF5
#% 1 DNA Rz - i 26.3.9 B = DNAE R & » §3t-20C 4 i %

T;c o

2.6.3. DNA Jk B Bl 2 2 ¥ R %7
Poif £ 2 a1 DNA R o & B2 3L+ R EGE § B B -
A WP 2260 nm 2 280 nm 2_ 3 % B (0.D.) o 12 £ 260 nm =k
@3 50 ng/uL % ¥ S 4 > T 5 &4 DNA Rk & - DNA 3 %
AR B2 O.D.pgo/O.Dupgo Pt B 1L ET 0 H L B R A3 1.7~2.0-

2.7. Real-time PCR #%|:# 5%
2.7.1. Real-time PCR k& i* # 2%

2.7.1.1. Real-time PCR—ABI PRISM 7900HT Sequence Detection System
MR A S K AR DNA RR 313 2 EER Y o
B PCR F g > R 251 & m % PCR Bk » & A 4 »
TagMan Universal PCR Master Mix ~ #5251+ 2 354~ > "
L9545 A% 200 » PCRF 58 @ » & 54 » #h48 DNA
AR SUL - L HR-PCR & Jd B> o gsd > 1200 x g e 34
o % o~ real-time PCR F B E > R T EREFTE B - kP
THRIED FRE B F iR E o
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# 2 B e
1. FE i 50C 2 min
2. A= gL 95C 10 min
3. % 95C 15 sec
4. Fhi ~ Wt B 60°C 1 min

HAHILIHAL FBFHDBREEF G-
5.4 %r 35C 45 sec

2.7.1.2. Real-time PCR—Roche LightCycler

VLR A BT KA R AR DNA Rk 315 2 EEEE Y .
B~ PCR < Jk¢ » = 252 8% PCR Bk » & A 4 »
LightCycler® FastStart DNA Master HybProbe 25mM % it 4573
iR ﬁ"ﬁiﬁ’ 5l 2 ¥FEE R EEF S 215 pL gy L
wp? o B4~ B DNAZ R SUL o £ %»ﬁ g BT
¢ > 1 800xg B agEs o A » real-time PCR F B %8 » & T
FliERie R o FRET D F % §F R E

# 2 B R FEF R
1. B4~ 1% 95C 10 min
2. B 95°C 5 sec
3. b 60°C 25 sec
4, 1t B 72°C 8 sec
HH2IHHAL L FAOBREF G-
5./t 4r 35C 45 sec

2.7.2. Real-time PCR % £ & 47
# 4% DNA % real-time PCR & & {$ > E 4%/ _real-time PCR & J& %
P2 N FRBRIES AL N RHGY R YT L REE o
PPy RIGFL F B2 fF ¥R

2.7.3. &3

2731 Frz pl
% %8 DNA z_ real-time PCR3 tg A 4 ¥ £ 2 TR 1 F B¥ R =
FELPTREFADT H 0 § R DNA L I F R $ R 22 real-
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time PCR & &~ 47 B2 NG FFE9TA 2 2 §F L H g o
TEELiE real-time PCR 15 A 4 5 32 A B B T AR
e 773 F= A oo

27.3.2. Fe Hr -2 Rl
& %2 DNA 2 real-time PCR 3 15 & 4~ % £ 2 17 Bl & I F ¥t PR e
kA FrBEF I ¥ DNA & & F R4 22 real-time
PCR % % 47 B2 Mg d R4 94 4 2 f KB IF o 8> TR
7% real-time PCR 3 g & 5 J& 2 AT 2 50 ¥ sl it
P E AR A

it L A RS 2 B MR RIE R 5 0.1% (icEY) -
2. ta 1 DNA 2 W & 2 FRGFA S % > 11 DNA B8 7 N 8RR 2
FlRIEE e
A FF BIEELIT I FF T RTRYZRBRETPLEZF
R i o
4htaie™ ik 2 RIFF R i g - DNAH 2 8 %> 563
Fetv1lid & DNABR A2 8 572 % 2 A gsk > 2 o



