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Method of Test for Animal-Derived Ingredients in Foods —
Qualitative Test of Bovine Ingredient
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DNA 34 B~ ~ real-time PCR #&|fe @ 2 i S%iE/F 77 *
2B #4225 % - Real-time PCR :#4 2 fie 5>+
AFEFLIPESF -
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221 R &pssas B E ¢ ABI PRISM 7900HT Sequence Detection
System - Roche LightCycler » & f & % ©

222, A RicEEE cRERVE 40CT > Bz AV iE 133 mBar ¢
T RAICE -

2.2.3. & F Ak 248 ¢ Retsch MM200 > & Fr & 5 o

224, T 2%k 2 DNAFESE * o

225 FEEHE -
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227, “eH 3P B ESCRETERTH o

2.2.8. He® 4 F e %,&(Mlcro refrigerated centrifuge) : # ¥ 20000 x g >
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2.2.10. 5 & Jc);r:** D E A& 260 nm ~ 280 nm
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2.3.1. DNA 6 5~ * 225 © o 5 (96-100%6)5: A + 4 J» & 45 s 2 5 5 if »
s g5 DNAF B2 3 & 3 0 o
2.3.2. Real-time PCR * (*2
2321 EuE% 313 2 L
23211 544 ~ RAE K2 A5 (A F) 1 12S ribosomal RNA > &
P3R4 PR 2L 7))
513 F 1 12SF, 5'- CAAACTGGGATTAGATACCCCACTA -3
513 R 12SR, 5- ATCGRTTMTAGAACAGGCTCCTCTA
G -3
1x 4+ P 1 12SP, 5'-(FAM)-CACCGCCAAGTCCTTTGRGTTT
TARGC -(TAMRA)-3'
PCR # tg A& 47 < -] 155 bp

2.3.2.1.2. & (&4 F] : 12S ribosomal RNA)
514 F: BF » 5-ACATTCTCTACCCAAGAGAATCAAGC-3

513 R: BR > 5-TCCTCTCATGTAGCTAGTGCGTTTA-3'
# 4P : BP » 5'-(FAM)-CCCTCCTCAAATAGATTCAGTG
CATCTAACCCT-(TAMRA)-3'

PCR % #5 & 4 = /- 193 bp

20 L A F23 3 2 FE S I NEFI R KRR ER
A EN20CETEH Y 0 TS TR T o B4 Sl
6-carboxy-fluorescein (FAM)1&:e » 3'=8 ¢ * 6-carboxytetramethyl-
rhodamine (TAMRA)&:z -

2. NIVHBATFF 2 FE 2R >R LR L EAAE(AG)
2akEE A2 GIMAREKRARBAIC) 2 1kpEFs Az
C o

2.3.2.2. TagMan Universal PCR Master Mix (ig * ** ABI PRISM 7900HT

Sequence Detection System)
AP 7 oreal-time PCR 7% 4 § P 3 = phfik ~ R & s
E SN Béﬂr Sval 3 ~ R4 2 Fple 1 DNA -

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

LightCycler)
AiEH| N 7 oreal-time PCR #7132 § Pl = Bt - REPF
XN 25 mM & (Y4EAR 0 @ E??;?F%n%l—? N7 Eak )
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B 1% 12 DNA -

S201 2 %% FRE L HR* P o

24, B E 2 4 L (9)

2.4.1.
2.4.2.

% 4 (Pipette) : 10 uL ~ 20 UL ~ 100 pL ~ 200 pL % 1000 pL -
w3 < 5 (Pipette tips) : 10 uL ~ 20 pL ~ 200 pL % 1000 pL -

2.43. 8% 1200l ~ 600 L ~ 1.5mL 2 2mL -

24.4.

2.4.5.

PCRF &g 200 pL -
PCR .33+ ¢ : Roche LightCycler & * -

2.4.6. 3133 5% % ¥lsg : 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL %

2.4.7.

3

2000 mL -
P4 g 2 50mL e

B2 R APIZBr 155 & DNase ;5 % o

2.5. Real-time PCR ;3 i% 2 fie 8%

2.5.1.

2.5.2.

ABI PRISM 7900HT Sequence Detection System %) 38 5% *

B M 31 Fooeoeeeeeeee e oo er e e 1.25 pL
BHM 31 R oo eesee s eesee s sesenens 1.25 L
BB UM EE A P 1.7 uL
TagMan Universal PCR Master MiX.........cccccvevivviiieennen, 12.5 L
48 DNA A 7% (B2 100 NQ) i 50uL
£ pﬂ—i BT K e 3.3 uL
BAREAR e 25.0 uL
Roche LightCycler &%) 3% 2% *

BHM 31 F oo 1.5 pL
LY 2 = OO 1.5 uL
IR TLY B S = TS 1.5 pL
LightCycler® FastStart DNA Master HybProbe ............... 2.0 uL
25 MM F TE 4273 7% i 2.4 uL
H A DNAZ R (R E 100 NQ) i 5.0 uL
EFZ BT K 6.1 uL
BREAE e 20.0 pL

x4 : Real-time PCR A% B >t okig @ et o
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2.6. #1 DNA 2 4l #

2.6.1. a2 Aoz
FCER I B B S b o Rk A 0 AR
(S LB RARBFESm c IR E LA EREP o

L5 LAERMEFRET R ZFEF WA FH -
2R ORI R T ARGCR AR A

2.6.2. DNA z_ 34 B~
FHEHFh S DNAFP2 3 &2 0 > R Wk (T 3
P~ DNA - 3 2~2 DNAZ R 2 2 =2 15mLaps g » i35
#% 1 DNA Rz - i 26.3.9 B = DNAE R & » §3t-20C 4 i %

T;c o

2.6.3. DNA E B Bl 2 3 B 2| %7
P-if £ 2 e DNA Rk > g 3 8= R Rag 5 & Bz
A %R %260 nm %2 280 nm 2wk & (0.D.) - 12t £ 260 nm w3k
3% 50 ng/uL % 8 4> T 5 k48 DNA Rk & o DNA 3 i
AR B2 O.D.pgo/O.Dupgo *t B 1L ET 0 H L B R A3 1.7~2.0

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

2.7.1.1. Real-time PCR—ABI PRISM 7900HT Sequence Detection System
"R A A R PR DNA Rk 313 2 RS Y o
P~ PCR F g > &R 251 & m % PCR Bk & A 4 »
TagMan Universal PCR Master Mix - ﬁ%i@i 313 % ¥4 "
£33 > AKX 20Ul » PCR & g ¥ » & %4 ~ 112 DNA
B SUL s R R-PCRF g B gpois? > 200 x g g 3
oo f5 o~ real-time PCR F BB » T A 287 F & o B pF

FHEIET FRZE §F RYEE -
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# 2 B R P
1. #oE i 50°C 2 min
2. B~ B 95C 10 min
3. % 95C 15 sec
4. Fhik ~ W B 60°C 1 min

HAHILIHAL L BFADPRERF TG -
5./t 4r 35C 45 sec

2.7.1.2. Real-time PCR—Roche LightCycler

"R A A R AR DNA Rk 313 2 RS Y o
P~ PCR F g » 2R 252.a % PCR %% » & A 4 »
LightCycler® FastStart DNA Master HybProbe ~ 25 mM # it 4%£;%
R AFHELF RS R ES R AKX 15 Pl RIS
g ? o Bu[4e ~ iR DNAZ R SpuL - £ &L g B TR
e > 1 800xg B aEs o A » real-time PCR F BB » &
FIIFRRER o PREYRITLF B2 §F RHERE -

# 2 BR P R
1. &A= %1 95C 10 min
2. B 95C 5 sec
3. Ab¥% 60°C 25 sec
4, 1t B 72°C 8 sec
HH2IHH4 XL FADBREERF G-
5.4 #r 35C 45 sec

2.7.2. Real-time PCR % £ & 47
# %8 DNA 5 real-time PCR » i {4 » ® 4%j%_real-time PCR * & %
P2 FERBIESTA N B R T LR S
o Ry PIRAL F BE fF iR E -

2.7.3. FEd
#% 18 DNA 2 real-time PCR 3 A § L~ 7RI E & F BEHR 2
FREAVBEFAT V5 F 1t DNA &2 X BR¥R 22 real-
time PCR & sk A 47 B30 LS d R 4974 4 2 F LR tfd & >
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AESRTE B EERIER 5 01% (izE3t) o
k8 DNA 2 ] & %3 pR % % » 1t DNA B2 7 p SR § e &
FLRIER

AR FRIEEAIE AR TR KRB R TP LR
& iF i o

Mgk 2 2 RREP R g S B DNA 22 8 %> iE 3
Bir1it® DNABR B3z 8 53§ * > A%k i o
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