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

. ER&EE: ARBIEFEAANRETRA 20 AFFEAEET ~ bR
o2 MR

b
s

2. WBERF ik - B4 E548 R JE(polymerase chain reaction, PCR) ik & Bpod 5 A B4 R E
(real-time polymerase chain reaction, RT-PCR) 7 % -

21, AR TS E R EF - LG R RBATEE - R DNA R -
PCR R#EE R PCR X ERRBR S EAEIRREM » B &I LFLE -
PCR R #| z G 8 e & B4 5 4T -

22, #£g®D

221, HkFE Bk 260nm ~ 280 nm -

2.2.2. #:8:&4 % (Vortex mixer) o

223, AEHBEE 4 DNAZER -

224, AZRARUIBEE CBETHE 40CAT > EXETiE 133 mBar AT > 4k
ER-

225 mBERER B SSCRIERBREDE -

22.6. #EARBOH T2 20,000x g BB ATRIEALE -

227 #o# HEAMERCTEHRCA -

2.2.8. Z4#s4d R E % - ABI PRISM 9700 Sequence Detector » % B 4& & ©

2209, EpefiAEgss RE %™ 1 ABIPRISM 7700 Sequence Detector % Roche

LightCycler » st Rl #& &

2.2.10. T8 - 4t DNA £ A -

2.2.11. 3g & A a4 © Retsch MM200 » K Bl & &%

2212. BAa K B - HBEFBRA -

2213, 54 C Bk E 312 nm ~ 365 nm M

2214 5% B H  BABRRRENEE -

2215 HRREE -

2.2.16. pH 3 % 44 -

2217 KSHE - BELICURFE -

2218 K RAMEFH 2000 g FHES O g RAFETES 100z BE
%A 1lmg-
2219. &£ B#%%S -

Rl ATEAERARRRZESBAREAFBES FHREE K2 RMEA R
RZEDBBMTPAREARNBES T BRES -
2 HEBRARA

23. R#
23.1. DNA 45 B A : RNase ~ ¢ &8 (96-100%)34 4%k & F+ £ 4 > # & R & >
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DNeasy®Tissue 24 -
232.PCRH
23.2.1. 43R A3 7
2321153 BREE5 (BHA R  myostatin > #4ERNSFHBAR)
2] # F : MYF, 5-TTGTGCAAATCCTGAGACTCAT-3'
' 2] F R : MYR, 5-ATACCAGTGCCTGGGTTCAT-3'

PCR 318 & ¥ K]~ 97 bp

2.32.12. % (s £ A : 12S rRNA)
3|+ F : RAF, 5-GGCCTTTTTATTGTTTTGTAGCAAC -3’
2] ¥ R : RAR, 5'-CAAGGCATCTGAGCTACTGATTA-3'
PCR 348 & 4 X /) 130 bp

2322, HBRBA 3| F RIFLHEY
23221 H3FEAFE S (B AR  myostatin > FAERIFHRAR)
3] F F : MYF, 5-TTGTGCAAATCCTGAGACTCAT-3'
3] F R : MYR, 5-ATACCAGTGCCTGGGTTCAT-3'
$E4F P 1 MYP, 5'-(FAM)-CCCATGAAAGACGGTACAAGGTATACTG-
(TAMRA)-3'
PCR 1 & 4 A /) 97 bp

23222 % (Z6§ A A  12S1RNA)
2] F F : RAF, 5-GGCCTTTTTATTGTTTTGTAGCAAC -3’
2] + R : RAR, 5- CAAGGCATCTGAGCTACTGATTA-3
14+ P : RAP, 5-(FAM)-CACATGCAAGACTCCTCACGCCAGTG-
(TAMRA)-3'
PCR 3% 48 & 4 X]~ 130 bp

#30 ARZIF HHE S UERAASERBERE S EAEN20CHEH

A e

4 Aﬁkz. Ré > AR Llﬁtl%léﬁ7kﬁgﬁika/ﬁ s BB ERN20C I

FEEH FB IR - F4F 5383k A 6-carboxy-fluorescein (FAM)4#%32 > 3/ 4%
}ﬁ 6-carboxytetramethyl-rhodamine (TAMRA)#Z T -

2.3.2.3. A Mg H =48 (deoxyribonucleoside triphosphate, INTP)
4 F S8 H = %% & (deoxyadenosine triphosphate, dATP) » % @8 H = &4 8%
(deoxycytidine triphosphate, dCTP) » % £, B # °Z «4 ¥ = %4 &% (deoxyguanosine
triphosphate, dGTP) & % 4,84 ¥ = #} & (deoxythymidine triphosphate, dTTP) %~
2.5 mM 2R -

2324, BRAHEE
Tag DNA polymerase (2 U/uL) -

2.3.2.5. TagMan Universal PCR Master Mix (s 3%:5 A > i# A 7 ABI PRISM 7700)
N4 PCRAAEXE BT Z6E - FoBERB ERFETATH
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padF - E4HR 5 A48 DNA B+ -

2.3.2.6. LightCycler-FastStart DNA Master Hybridization Probes (#3235 H » #H
# Roche LightCycler)
W4 PCRAAELEBBESE = - ROMERE  EHAFEEEATH
a8l F ~ R F AR DNA B+ - :

233. Ek A R4t T4t (ethidium bromide) - 35 B (agarose) - % &y & (bromophenol
blue) ~ =— ¥ X & (xylene cyanol FF) « Z = B¢ m ¢ 8 — 48
(ethylenediaminetetraacetic acid disodium salt, Na-EDTA) - & P A S X Fix
(tris (hydroxymethyl) aminomethane (Tris)) ~ H i ~ #EE » 3o F A HH &
H#E - DNA 5 FE2&%2HmE (DNA molecular weight marker) : 100-bp DNA
Ladder Marker -

234, #HBAME AR - REREBBETELT > EATHGEHLEZEH A
A ER BRI pIDM2 2 2 H Bk A Y B RAMY -

24, BRARMHTY
24.1. R % Pipette) : 10 uL ~ 20 pLL ~ 100 pL ~ 200 uL & 1000 pL -
242, FABREAEE-
24.3. &% & 38(Pipette tips) : 10 pL ~ 20 pLL ~ 200 pL & 1000 pL -
244, #Ho% 200pul ~ 600 pL ~ 1.5 mL & 2mL -
245. PCR RJE% - 200 pL & 500 pL -
2.4.6. PCR 3£ %% : Roche LightCycler £ f -
247, #HBHEHBHE C S0mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL & 2000 mL -
248, #HEEECE 50mL -
249. BER  FLE A 045 um - #E A nitro-cellulose o

®5: FERAXEBXKB R mY A E DNase 55 % o
36 1% %1% A Roche LightCycler 8% » + £/ 1 -

25, HElzmi
2.5.1.  54% TBE (Tris-borate-EDTA) & #15%& |
M= TRAATI 54 g~ a8k 275 ¢ & 0.5 M pH 8.0 EDTA i 20
mL > pu KA E R E 1000 mL 0 4£4E 5 4% TBE £475% B2 A 3T KM

EAEOSE-

252, 2%BA
FEEEE 2 g o 0545 TBE &4k 100 mL > wskiB# 28 B w205
B EMELE  BANEABRENGE  BEANBEZRY - ABARE
% BPTER o

253, 61EBAB R &84 (6 x gel loading buffer)
MBUARYE 25 g —FXEE 025 g RERHEH 30 mL » Ao A& B 4KE R
100mL > BN ACALBELER -




96 4F 10 B 5 HEFEFE 0961800328 5/
10249 F 6 HEREFE 1021950329 SFAEEIE

254, BRER
FEBURIE 42 0.1 g Aok 10 mL 542 » #ERR(S IR T 4% 10 mg/mL) -
BRI EUABERS BT | pg/mL - SRILTEEAREYW Y > RUE
iﬁ#i°

2.5.5. PCRz#"7
2551, &A% A

10 4% PCR & 45757 (G- 15 mM MgCL) v 2.5 uL
Tag DNA polymerase (2 U/PL).c.ccoecivniiiiiiiiicneeeeccee, 1.0 uL.
2.5 MM ANTP oot s 4.0 uL
TO UM F]F F ottt 1.0 uL
TO UM F] T R ottt 1.0 uLL
FE PR DNA ZER (888 100 0Z) cooeeeiiieieereeieneeeenteeeerceeeec e 5.0 uLL
S HETK (oo 10.5 uL
B B it e 25.0 uL
2.5.5.2. ABIPRISM 7700 Sequence Detector 7% 3% 3 5 A
S UM G Foere e 1.25 uL
SHM 3] TF Rttt 1.25 uL
33 UMAE S Pooee e 1.7 uL
TagMan Universal PCR Master MiX .......ccccccviviiininincnniciennenen, 12.5 uLL
FF }‘Ji DNA & (288 100 D0Z) oeovereeeiereriicreersseeea e eeeeeeae s 5.0 uL
B 07K ettt sas b 3.3 uL
é@%%ﬁ ........................................................................ 25.0 uL
2.5.5.3. Roche LightCycler #£ 3% 354 A

5 UM Bl F ot 1.5 uL
SEUM F]TF Rt 1.5 uL
33 UMAES; P 1.5 uL.
LightCycler-FastStart DNA Master Hybridization Probes ................ 2.0 uL.
25 MM MEC Ly ZE & cvveeveeieieerereeeie ettt 2.4 uL
# HEL DNA 7% (H8F 100 102) croiiriieeiieieereeereeiereres e 5.0 uL
B TK oot s s 6.1 pl.
%@%7}% ........................................................................ 20.0 uL

37 PCRERBEN KRS PEE

2.6. #%:5 DNA Z & 4
261 Bz EE
M AR ALERS(R)IRE > THECREBATE Rl - REAHEKA
RBEAMI R BARIBRIZE > BUHEBRAE e ER - B EIT
BREERABRAREETF -

2.6.2. DNA 2z 3#HE :
fpr\Fﬁ DNeasy®Tissue 24 & P H3%%] - #4#+ (ATL :X#| - proteinase K & &
AL 3R # ~ 3.3 %4 (DNeasy spin column) ~ L& % ~ AWL ~ AW2 82 AE R

4
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) RTHA LT EEE -

2.62.1. HEUREEL 25mg TV EA2mL BB -

2.6.2.2. pa ATL 3 #| 180 pL 2L & proteinase K 20 ul » A3k B4 52484 o
2623 W S55CHREREAZIRB AR -

2.62.4. jux AL 3R E 200 uL » A /BR A BRAH Y -

2.6.2.5. K& T70C » 10 44% -

2.62.6. fun T E(96-100%) 200 UL » LA BRL REAH Y

2.62.7. BURAMIENEESE R » 226,000 x g (8,000 rpm) &#.o 1 448 > HaFKE

ERIEREE -

2628 HECEEEANOUET > EAN AW R E 500 pL 280 EAE 0 2L

>6,000 x g (8,000 rpm) B 1 5484 > BUEFREREE -

2629, HEESCEREEANGULES » EAAW2 R #E 500 pL B8O E 4 0 1L

20,000 x g (14,000 rpm) & 3 54874 » U EEREREE -

2621088 EHEAF 1.5mL 2o -
2.6.2.11. 4w n AE %] 100 pL Z 8.0 %4 %iiﬁ?%ﬁ 1 5484% » H2426,000 x

2 (8,000 rpm) #1548 » B EHE LA L S FH—

2.62.12. 45 Mk (# 200 uL) EZEREZ 1.5 mL‘%&:u"“ » A3} DNA R

W& o

2.6.2.13.4% 2.6.3.2.87 Bl & DNA R B 3t 2.4k » EN-20CARIRHE -

QI MERMBE S @RHET RS WAL DNA > BREATAWE 10 mg - HRARR
EHE4S Y E RNA sy sk DNA » #3558 2.6.2.4.2 % juA RNase (100 mg/mL) 4
WL REMABNEBTHE2 nbE -

2.6.3.

DNA £ B 5B 52 R 4 JE 3]

2.63.1. iefl DNAZRMWERATBARETRY > NEBRT BITER -
2.63.2. BiEE EX DNA BRI & B e KM E £ AR AR > 55 R 260 nm &

280 nm % % t18(0.D.) - 3+ & DNA ;& 14 14 O.D.2g0 % F 48 5 50 ng/pL Bp
# DNA 7% R & ° DNA & 4 A] 24 O.D.y60 / O.D.ogo BLABVE F B - H ik
A 1.7~2.0 3

2.7. &7 R

2eds L

2.7.2.

PCR #1E 5 BR

BB EHFEDNARR ~ 3 F#HA - RPCRRES » 4k 2.55.1.
Bt PCRIER » 5 mAde B4k ~ 10 42 PCR &£ %75 5% ~ ANTP ~ 3] F »
DNA polymerase & DNA &% > RE4M % > BREE BNEE OB ME
S ERESRBBIREEZIRI - HFNPCR RES » R3] THAIELB
272X RREAM - BATRIE > &% > R PCR #ig&4 > 47Tk
DA o

PCR &4




2.7.3.

2.74.
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555 BE B Fel
1. Z#n 95°C 5 min
2. Bk 95C 30 sec
.58
IECE X | 60C  30scc
ARALBREGHEEAR 54°C 30 sec
4. R 72°C 30 sec
FH2EPE4 LETAOBEERE
5. ¥R 72°C 7 min

B R EARSH

REEZ 6 FEABRE#HER > 2 aREH&K(EGHE)R PCR EBAY
RAIE > EN2%BRILE 0 o 50 K 100 RAFERETER - B LA
B DNA 45 F 242w 7 E5% » /84 PCR 318 & M A b2 5] #13 HAK
B BEARZBREANBR LR FPETLEEH IS o8 BENKTERER
WM BEREMESLE EE 365 mm XL ABARELTHARZ
DNA %% > BHELE - BREHRLBARFHARERAER E REHRBE -

&5

%% DNA x PCR ¥ ER&R > AREREHBAR DNA 4FF47
T2 ERSRETMALY - G DNA SLE REH R e DNA =& %
H 3R PCR¥EWEAY > A&d DNA ST EREHMERE PCREREN KNI A
130bp # - BPHA AR S A Lm D ©

3 9: PCR &5 RBLEF 2 HHE 4L PCR ¥ig A A DA E » ERARERAZRAE
B EBMEATHERER - REDNAZHRRAES > HeEB LB EH%4E PCR
B R EBRZ R DNA ThETRIFHRBAR PCR Rl - RELR
%44 DNA RE 44 - & PCR T R B #5144k ABI PRISM 9700 % 2 % » &
18 B A eE > B B AT R B4R -

2.8.

2.8.1.
2.8.

RRAR AT RATENREZ -

RT-PCR #: 4 4 8% ‘
1.1. RT-PCR—ABI PRISM 7700 Sequence Detector
DR EAKREERERE DNA BZ 3 TREHER  -REZLEHHL
Koo EAREB 2.552. 88 PCR E%& » &K e A Master Mix ~ #5882 3]
FRIFS  RAHYE > HE 20 uLAPCRRER T » BEFI I AFHES
Z 8 DNA %% 5ul > %% 4% PCR REF ENEECH T > 24 200 x g
(1,500 rpm) Bfi8Ew » A RT-PCRRESE » R FHE4ETRE - X
BRLBAREFERBREREHBA -
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1. #7F4b 50°C 2 min
2. M 95°C 10 min
3.4 95°C 15 sec
4. 758 ~ R
AR AR 60°C 1 min
AR EALHRZEHAR 54°C 1 min
SRR ZS R4 LEFASBRERE -
5. 547 35°C 45 sec

2.8.1.2. RT-PCR—Roche LightCycler
UERAGKBEHFERE DNA B~ 5 FRIFHHER - REELEH &
K> BAREE 2.5.53. 8 e PCR %% > 4% smA LightCycler-FastStart DNA
Master Hybridization Probes ~ ##i&2 5| F RiR4t - RAH % - 4 15
PLAEBE@E T » BEJAFHFEBZRBDNAS UL > 5 F£@%
ExreE ot > 20800 x g (3,000 rpm) &% R Bk > A RT-PCR R JE % >
WFIMEHETRE - BRERTEEZFAREAEIR EHRBA -

& B BE B Fed
1 A%t 95°C 10 min
2. M 95°C 5 sec
3. 3%
AR KR 60°C 25 sec
BIRAALERFEEAR 54°C 25 sec
4. 3¢ B 72°C 8 sec
TRR2ESRR4 LBTASEEERE -
5. % %p o 35°C 45 sec

2.8.2. RT-PCR % 5547
#:3 DNA 4 RT-PCR R B4 » H3# RT-PCRRE R L2 B R IEH A
Az Bk iEHG  FTHERELR BRTRLARNGARERER &
REHBRE -

2.83. ##R
#d DNA = PCR ¥tz 24 &4 o4 B RS E REH R a & 604 B #4748
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¥ T DNABEREHBE2 PCR 804 E » % HBAE&GEFES
FREAZSRIEIBEE - AR PCREBEM S RZAR R K> THRAZ
WE TSR RBRA

Bz 1 ABER T R RRAEE A 0.1% (g Et) -
2. AMER T k2 BRE B I HdeiY DNA 22 A% KiBFHE W IRE
4 DNA 2 & &R BN KBRS % o




