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Method of Test for Animal-Derived Ingredients in Foods —
Qualitative Test of Crab Ingredient
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2. ¥ E MG DNA B » T pr R & fssa s i (real-time
polymerase chain reaction, real-time PCR) z_ = ;= -

21 3 FETRH DT 5 F Ee s KL S KM W o BT AL - B A
DNA 34 2~ ~ real-time PCR &4 fe @ 2 *ﬁsg@ﬁ? 74 %
2B #4225 % - Real-time PCR &4 2 fe @l 5>t
EFHR TN RT

29 %tﬁ(éil)

221 R &pssas K E ¢ ABI PRISM 7900HT Sequence Detection
System # Roche LightCycler » & F & % ©

22.2. LikicEky R AEVYE 40CHT o 22 RV iE 133 mBar ¢
T ERRELE T o

2.2.3. =F A4 A1 0 Retsch MM200 » & fr & & o

2.2.4. —EL FicEAE C = DNAsgE* -

225 BRRAFL

226, mRAHEIES o

22.7. s 3rF B D L S5CHITE RF# i o

2.2.8. Hg® 4 % o 8 (Micro refrigerated centrifuge) @ # i 20000 x g »
T EACE#H i o

2.2.9. %’3_,3 ,}}g =N x —k /[dg(—g Tﬁ}g_,\, ? Tﬁ}g_u * o

2.2.10. 5 &k gt 24 E 260 nm ~ 280 nm -

22114 k% B4 E?U M EF R e

2.2.12. %% R & F(Vortex mixer) o

2.2.13. e 4k & B ik (pH meter) o

2.2.14.-k i %*z,%_ PEATLICH N o

22152 T 1 A HEFE S 20000 &AAR S 019 A~ FELE 5 100
g’ &Kk % 1lmgo
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2.3.1. DNA 8 B~ % 2% © ¢ F3(96-100%) 4 A F 4 o A 45 5 ip 8 5 i *
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Sds g DNA B2 7 & % % o
2.3.2. Real-time PCR * (*2
23218 E5 " 313 2 fF 4t
2.3.2.1.1. % 4 %7 (&4 ] ¢ 18S ribosomal RNA » & e h 2844 B 2 7))

513 F: 18SF, 5'- CTGAAACTTAAAGGAATTGACGGAAG
- 3'

513 R : 18SR, 5- AGAACGGCCATGCACCACC -3'

#£ 4 P : 18SP, 5'-(FAM)- TGGAGCCTGCGGCTTAATTTGA
CTCAAC -(TAMRA)-3'

PCR # #5 & 4 ~ /- 158 bp

2.3.2.1.2. 3+ (#& =4 ¥] : 16S ribosomal RNA)
313+ F : C-F,5- CTTTAGGGATAACAGCGTTATTTHT -3
313+ R C-R, 5- AGGTCGAACAGACTYTCAYTTATAG -3
#4- P C-P,5- (FAM)-AGTTTGCGACCTCGATGTTGAAT
TAAACTGATC -(TAMRA)-3'
PCR 3ty &2 ¥~ = -] 121 bp

L2 L A2 51 2 EE AT NERI S RFRSETRR
A E-20CET > VIR T W R o I S
6-carboxy-fluorescein (FAM)&ze » 3'=8 4% * 6-carboxytetramethyl-
rhodamine (TAMRA)#:% -

2. BAE A T3 2 42 BAP o H LR S AR (T/IAIC) » £
TREZT-AZ CY:LREKARBCT) 27FFZ C2
To

2.3.2.2.TagMan Universal PCR Master Mix (i * ** ABI PRISM 7900HT
Sequence Detection System)
kAP 7 oreal-time PCR #7132 ¥ P H = ik ~ R &+
E E%;;'j:%c 51+ ~ 3F 42 F &t DNA -

2.3.2.3.LightCycler® FastStart DNA Master HybProbe (i * ** Roche
LightCycler)
kRPN 7 oreal-time PCR #7132 ¥ Pt H = ik ~ R &+
FoXprg 25 MM F V453 0 @ H F'fi*‘}?]?%\zél—? S fFEREF
P #: %8 DNA -
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2.4, ®E 2 ’H#J‘(Ig)
2.4.1. % % (Pipette) © 10 uL ~ 20 pL ~ 100 pL ~ 200 pL % 1000 pL -
2.4.2. % ¥ « ¥ (Pipette tips) : 10 pL ~ 20 uL ~ 200 pL % 1000 pL -
243. 3~ 1200l ~600pL ~1.5mL 2 2mL -
244.PCR & J&¢ 200 pL -
2.45.PCR .33+ ¢ : Roche LightCycler & * -
2.4.6. 3133 &% # ¥ s : 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL %

2000 mL -

2.4.7. % g g 1 50mL -
2.4.8. 18 g * 34 j< 5 0.45 pum > nitrocellulose 44 & -

X3

#r 2 PRARIPBr 355 & DNase ;5 % o

2.5. Real-time PCR ,”F‘, % 2 fie @l(éi@

2.5.1.

2.5.2.

ABI PRISM 7900HT Sequence Detection System %) :& 5% *

BUM 513 F oot 1.25 UL
SHUM 313 R ot 1.25 pL
B3 UM EE £ Pt 1.7 L
TagMan Universal PCR Master MiX.........cccccovevivviiieennen, 12.5 L
#48 DNA A 7% (B2 100 NQ) i 50 puL
#£ p{f]é BT K e 3.3 uL
BB e, 25.0 uL
Roche LightCycler &%) 3% 2% *

SHUM 513 Foii e 1.5 pL
BIUM 513 R oottt es e 1.5 uL
B3UMIE AL P, 1.5 pL
LightCycler® FastStart DNA Master HybProbe ............... 2.0 uL
25 MM F 1Y 427278 i 2.4 uL
# 48 DNAZ R (3R E 100 N0) cviiiiiiiiieceeeeee 5.0 yL
B FZ T K 6.1 L
B AR 20.0 pL

x4 PCR AR EE > kiEH ﬁ“d@i

2.6. #18 DNA 2 %] #
2.6.1. 482 jEam -9

FORI M E Bk BT B S s o TR RS AR T
6 RIS RS s c B R ITINICRE L RRE Y o

5 LAFERMPFER T RIRZZFEE LR FL
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2.6.2. DNA z_# B~
Frapr i DNAR P23 &£ ik f B (Flp % B
P~DNA - # P2 DNABRchE T @ #FF2 15mLage g » T3
%% DNA Rk o 2 26.3. 8T DNAE R & » % 3-20C 4 i %
F e

2.6.3. DNA k& iRl 2 5 ' & 2| %7
P~if £ 2t 8 DNA Rk » @ B3 3+ K eGE § & i 7
A sl 2_260 nm 2 280 nm 2k sk @ (0.D.) o 12k £ 260 nm xSk
B3k 50ng/uL 2 % B dc > T 5 W48 DNA Rig k& - DNA %
R P2 O.D.pee/O.Duggg Vb B IF 2| ¥ > H vk fm g 43 1.7~2.0 ¢

2.7. Real-time PCR #%| 5%
2.7.1. Real-time PCR # ¥ % 3#

2.7.1.1. Real-time PCR—ABI PRISM 7900HT Sequence Detection System
"R A A R AR DNA Rk 313 2 EEG Y o
P~ PCR F ¢ > i 2518 % PCR %R » & A 4 »
TagMan Universal PCR Master Mix ~ #2515 2 §5 45 > R
£33% > AKX 20l » PCRF g ¥ » & %4 ~ &1 DNA
AR SuL - L R-PCR & Jisg B v apotdd > 1 200 x g g 3
oo #% o~ real-time PCR £ BB » & T 7|27 F i o b pF
FHRIFD F % fF et o

# 2 BR R
1. #E L 50°C 2 min
2. BA” Bt 95C 10 min
3. B 95°C 15 sec
4 Zhde ~ B 60°C 1 min

HAEIIHIA £iei7 45 B HERE I o
5.4 4r 35C 45 sec
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2.7.1.2. Real-time PCR—Roche LightCycler

MR BT R AR R A DNA RiE 313 2 REE Y -
P~ PCR F % » P 252 & fe 4l PCR 3% » & A 4 »
LightCycler® FastStart DNA Master HybProbe ~ 25 mM # i* 4£;3
s AFIRE 25T 2 R R Bt Ak 15 pL ot pka S
Y o L u4e ~ M DNAB R SUL 0 E#L e BT
¢ > 21 800xg R A< > A » real-time PCR F p B » & F
FlE e Fr o PRETYHATLIF RE L F BRYBE

# BR P
1. A4 Bt 95C 10 min
2. B 95C 5 sec
3. A% 60°C 25 sec
4. it B 72°C 8 sec
HAH2IHHA L FADPRERF TG -
5.4 4r 35C 45 sec

2.7.2. Real-time PCR ¥ sk & 47

¥ 18 DNA % real-time PCR & J& {4 » ® ¥/ _real-time PCR ¥ & &
2 FRERRFESTAL 2 FRH Y R T HF R RESE o
foRET RlRAE A BE fF iR E -

2.1.3. FE%

MR

48 DNA z real-time PCR ¥ tg A % & £ A 4B I F ¥R e
FESITRIEFTART V4§ T DNA & & ¥t 22 real-
time PCR % sk &S 47 B3NS d FF4-9TA 4 2 ¥ LM tFo R > T
FEuis real-time PCR3 g 2 4 5 B2 A TP B> ¥ ety
77 BEs

1o Atesk™ 25 MkRIER 5 01% (icE3) -

2. 1A% DNA 2 SLif #1385 % - 1ot DNA B2 (7 0 305 R Ak
FiRIGE o

3R E RIEEAPTAEME S VR L RE S KRG LK
e ik o

4 Fgm iz 2RI R Gdp i e B DNAF 2 8 % KB 5
Bir1id s DNABARHE2Z 6 573 % S hthz = 2 o



