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

1. BE ARBRIEERNR S PBA %M\%ﬁéaﬁﬁ PR ]
o0 Z EMRER o

2. Bk T B AEssk R JE(polymerase chain reaction, PCR) ik & Bp o5 B A B4d B JE
(real-time polymerase chain reaction, RT-PCR) F %k -

21 THEBE IETEEENREF - LR - MEATEAIE - 42 DNA IR -
PCR R #EE KR PCR £ FHRBBEEAGEEM > B & TG ST o
PCR®RAB el e AL i o

22. gt
221, HhkE I Bk E260nm-~280nm -
222, %8R4 % Vortex mixer) °
223, ATEIREE  HEDNAHLER -
224, ABARYIEEE BETE 40CUAT > AEEE 133 mBar ;AT » 444
225, BIREBEE  ASSCREBERIRENAE
22.6. BEAREOH D TiE 20,000x g EE4CTEIEHRE o
227 #Eo#k  HEAMEROERCH -
228, R4oisaRES © ABIPRISM 9700 Sequence Detector » st ] 4& & ©
229. ppesEomesd RE £Y 1 ABI PRISM 7700 Sequence Detector 2 Roche
LightCycler » & F]4& & °
2.2.10. k4% : 4 DNA E%A -
2211 3 & Ry a4 - Retsch MM200 > K BF &5 ©
2212 BABKE B EABELA -
2213, %M E4 - Bk & 312 nm ~ 365 nm E 4
2214 5% BABRREARE -
2215. 5 R B A% -
2.2.16. pH B T 4% -
2217 . KBHEE BELITCUARE -

fffffffffffffffffffffffffffffffffffffffffffffff 2218 AP RAREFH 2000 g FHAL O g RAFEEA 100 g FoE
% lmg-
2219 & HEAES -

1 RFEFERXRRZAESSEFAREAAREE S PRTFE ) RZ » K48 A K42
RZE Sodh ;J]‘Z:’f‘k‘%&ﬁ] 2] iﬁ}% an ‘:P%Cf‘_;g‘
2 ERRBA -

23, R#
23.1. DNA 3 B A : RNase ~ Z & (96-100%) 34 % » T A ¥ » # & R & >

DNeasy®Tissue % 48 ©
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2.3.2. PCR A

2.3.2.1.

malRe A 3 7Y

23211 HIHEBREEE (9 AR © myostatin - HAERMHRER)

3] % F : MYF, 5'-TTGTGCAAATCCTGAGACTCAT-3'
3]+ R : MYR, 5-ATACCAGTGCCTGGGTTCAT-3'
PCR 3% 18 & ¥ KX/ 97 bp

23212, 4 (B AE © 12S rRNA)

5]+ F : GOF, 5'-GGATTTAGCAGTAAAGCGGGA-3’
3]+ R : GOR, 5'-CTTACCTCATCTTCAGCGTATTTA-3’
PCR 3¢ 18 & # K] 133 bp

2322. ségmztsﬁﬁﬁ 31 F R IE4EY
23221, HIFEREESE (AR  myostatin - FAERIFHBEERE)

3]+ F : MYF, -TTGTGCAAATCCTGAGACTCAT-3'

2] ¥ R : MYR, 5'-ATACCAGTGCCTGGGTTCAT-3’

JE4+ P : MYP, 5'-(FAM)-CCCATGAAAGACGGTACAAGGTATACTG-
(TAMRA)-3'

PCR 348 & ¥ X -)» 97 bp

23222, # (B AR : 12S TRNA)

2| + F : GOF, 5-GGATTTAGCAGTAAAGCGGGA-3'

2] + R : GOR, 5'-CTTACCTCATCTTCAGCGTATTTA-3'

4+ P : GOP, 5'-(FAM)-AATAGAGCCTACTTTAAGCCGGCCCTGG-
(TAMRA)-3'

PCR #4158 & 49 &> 133 bp

#3 ARZITF o HHE o UEHSKAREREERE S EREN20CH A

}ﬁ [

JEE4 Aﬁiié’ﬁ% Fr itk o L,U&é%ﬂ(ﬁ%%ﬁkk CRE S EBEN20CHFH

EA BB AR o 4T 5’33k A 6-carboxy-fluorescein (FAM)#Z 22 > 3% #k

ﬁ% 6-carboxytetramethyl—rhodamine (TAMRA)4Z g, -

2.3.23.

2.3.24.

2.3.25.

* 8 M H =558 (deoxyribonucleoside triphosphate, dNTP)
4+ £ A% i = 5 #% (deoxyadenosine triphosphate, dATP) » % & i H = BBk

- (deoxycytidine triphosphate, dCTP) » # 4, & & “Z o4 3 = 85 # (deoxyguanosine

triphosphate, dGTP) & % £.54 ¥ =%} & (deoxythymidine triphosphate, dTTP) &~
25mM ZER »

Ros
Taq DNA polymerase (2 U/uL) -

TaqMan Universal PCR Master Mix (5 338/ - i Fi # ABI PRISM 7700)
M4 PCR FrEX At =it FA8BERY EAZEEATH
M3l F ~ 4 R AT R4 28 DNA Bp T o

2
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2.3.2.6. LightCycler-FastStart DNA Master Hybridization Probes (#£32:X5 A > i@ A

2.3.3.

# Roche LightCycler) ‘
Na PCRATEXEBBEH M - REOBMERE  EREEEATH
Aol F > FET R A BKEE DNA BP T -

T A ¢ /R4t T 4t (ethidium bromide) - 3 B (agarose) - % & & (bromophenol
blue) ~ =— ¥ X & (xylene cyanol FF) ~ Z = Bt m Z 8 — 4%
(ethylenediaminetetraacetic acid disodium salt, Na-EDTA) ~ Z & F A & A Fix
(tris (hydroxymethyl) aminomethane (Tris)) ~ H 5 ~ #iEE > i‘] :h: AT EM TR
W& - DNA 45 FEZZHE (DNA molecular weight marker) : 100-bp DNA
Ladder Marker -

234, HEBRME #HAH HBLREAKSETELT ‘kﬁﬁﬁ’ﬁihﬁi%‘—?‘-%
R A R HIE pIDM2 2 2% KB AN B AME
24. BRAEMHEY
2.4.1. U&E(Pipette) 10 uL ~ 20 pl ~ 100 pLL ~ 200 uL & 1000 pL -
243. RBEY ﬁE(Plpette tlpS) 10 pLL ~ 20 pL. ~ 200 pL. & 1000 pL -
244, #4200l ~ 600 puL ~ 1.5 mL & 2mL o
245 PCRRJE# 200 puL & 500 puL -
2.4.6. PCR 33 £4% "% : Roche LightCycler £ -
247 #HIBRPEB C S0mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL & 2000 mL -
2.4.8. fgﬁg%& 2% 1 50mL
249. BERE P FL& A 045 um » # % A nitro-cellulose °
S ERZEB RIS B mig A & DNase j5 %

3E6:

1 %1% A Roche LightCycler 8% » + £/ -

2.5, Rz gy

2.5.1.  54& TBE (Tris-borate-EDTA) 4 #7:7%%
BRZEPAAR T 54 g ME 275 g & 0.5 M pH 8.0 EDTA Bk 20
mL > feKiE#R%E €A E 1000 mL > #£4F 54& TBE L&5% - B A AT UK
FA 054 -

252, 2%B R
HMEEB 2 g A 0545 TBE £475% 100 mL > @ EH EZEB 2%
B BEANE  BIANEABRENE BEANEEZRE ABERE
#% 0 BPETAER -

253, 64EHBAB R & BIER(6 % gel loading buffer)
BMEUREYE 25 g —FRE 025 g RERHEM 30 mL > A& BédkER
100 mL » 3 B 4CABEETHER -

254, BRZ®R
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FAEGEIE 48 0.1 g Ausk 10 mL A2 - 45 RIR(S %4 T4t 10 mg/mL)
ERATEUABERSEBITE 1 ng/mL < BT ARBEMY - REER
EERE -

255 PCRzz®"
2551, 4E7]:E%A

10 4% PCR £ #7757 (B4 15 mM MgCL) oo 2.5 uL
Tag DNA polymerase (2 U/PL)...ccoovininiiiiiiiieiiees 1.0 uLL
25 MM ANTP .o 4.0 uL
LTO UM Bl F oottt s 1.0 uL
TO BM 3] F R ottt 1.0 uL
AR DNA ZER (488 100 0Z) cooveeiiieieeceeecccnincee s 5.0 uL
S EETK oot 10.5 pL
BB B B e 25.0 uL
2.5.5.2. ABI PRISM 7700 Sequence Detector #% 3% 3 5% Fl
S UM Bl F o 1.25 pL
SUM B]F Rt 1.25 uL
B3 UM BT Pooe e 1.7 uL
TagMan Universal PCR Master MiX........cocovieiiminiiiniciicie 12.5 pL
PR DNA ZEIR (4BF 100 N2) cooieeieeeceececireseceeicne s 5.0 uL.
BB B A 7K oottt e eas 3.3 uL
B B i 25.0 uL.
2.5.5.3. Roche LightCycler #& 323 5% A
5 UM Bl F oo 1.5 uL.
SHUM 3] T Rt eeeneeesae vt 1.5 pL
33 UM IR Poorieecceect e 1.5 puL
LightCycler-FastStart DNA Master Hybridization Probes ................ 2.0 uLL
25 MM MEC Ly B evveveererirnrenereeeeeetert ettt st st eas 2.4 uL
AR DNA ZER (B8 8 1000Q) coviviiiereeeierereeeeesreieeeenee e enes 5.0 uL
FBAIETR oo s 6.1 uL
B 20.0 pL.

27 PCREZREBENKS FEHE

2.6. #x3 DNA 2 ® 4
26.1. gz RiE
M AR RNERBE)KRE o T EE AR E R *’x‘i&’g%iﬁ'&ﬂkl"]
RBAMIE > BARERRESL  BULhGRITER@RER - REE
BREIRR A BRARBET -

2.6.2. DNA zZ }hE
: A DNeasy®T1ssue 2w B RHERE - M (ATL 3% - proteinase K X #| -
AL 8| ~ 8.0 % 4 (DNeasy spin column) -~ ig & 4 ~ AW1 - AW2 g1 AE
) FTHAETERSA -



2.6.2.1.
2.6.2.2.
2.6.2.3.
2.6.24.
2.6.2.5.
2.6.2.6.
2.6.2.7.

2.6.2.8.

2.6.2.9.
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I 25mg Y BEA2mLEguS o

oA ATL X% 180 pL 24 & proteinase K 20 pL » A3 :BR 4 SR04 4 -
PSSCIRAREHZAREIER -

e AL 3] 200 pL > sA3iBR A Biaas g -

75 70°C » 10 4% -

oA LEE(96-100%) 200 pL » sk @R A BiRdiy -

BUR S RIENBES B4 0 226,000 x g (8,000 rpm) & 1 548 > A E
EREREE -

BEEOCEFHEEANGKES A AWL R3] 500 pL $laEwSi > 1
26,000 x g (8,000 rpm) & 1 548% » MR EFTREREE
BEECEREEANGES » EAAW2 R E 500 pL 2|80 Bk 0 A
20,000 x g (14,000 rpm) & 3 54844 » BUEPREREE -

26210058 FAE BN 1.5 mL B .
26211 o N AE3KAE 100 pL 28084 NERTHE | 5487 0 H1026,000 x

g (8,000 rpm) & 1 5048 > B EARSLE B FH—K -

2621288 8%k (4 200 ul) WEZCRAX 1.5 mL #wd > AR DNA &

Y

2.62.13.42 2.6.3.2. 81 B & DNA R K 3t ie8k 1% - EW-20C A RBRHE -

8 HBRBHEESmEHER S A DNA > BREATAB 10 mg - IR
TWE 4 Y S RNA 94 DNA » R 58k 2.6.2.4.2 % ho A RNase (100 mg/mL) 4
pL > REMOBNEERTHE 204 -

2.6.3. DNA & B & B &b B 3| &7

2.6.3.1.
2.6.3.2.

WA DNA R AMMER AT B 2R E THRY » R ERT #ATHER -
BGl % 82 DNABR S B R S8 #5245 5]8 % 260 nm &
280 nm Z % #{4(0.D.) - 3+ & DNA B E {414 O.D.y60 B K1 F 50 ng/ul Bp
# DNA iR & - DNA 27 46 B B 5 O.D.560 / O.D.ogo buAE 1E H 87 > H 1k
BRA 1.7~2.0F -

2.7. AR
2.7.1. PCR #:4k 35 58
PR K88 HFE DNA R ~ 31T A - RPCRRE® » H4&B 2.55.1.
BB PCRIZAR » RF A& B s ~ 10 45 PCR &4#750% ~ NTP ~ 3]F ~

DNA polymerase & DNA A% » BA¥MA% > BRES EWE.CHerR] 2

NN

 fERABRERNRESZEI - BAPCRRESR - %33 T4 L LR

27125 E RRHEM - TG » 8 %% - Bl PCR 824 o @47 &k
A -

2.7.2. PCR &4
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&5 BE B} R
Lo xAn sk 95°C 5 min
2. 8 95°C 30 sec
3.8
AR R R 60°C 30 sec
ARBABAEEGBAR 54°C 30 sec
4. 38 & 72°C 30 sec
FER2ZH B4 HBEFAOBABEERE -
5. &R 72°C 7 min

273. BRERM
RBEZ 6 BBABREHER R AEEAGK(EGE)R PCREBAEY
A EA 2%BRILY 0 2 50 K 100 R TR EAT T - B LA
B DNA 4T 82w T #47E5%k > 1% PCR #1i2 & A2 A B3 BAK
B BEABIBREANBRLRFRITLEH 1S 54 BEAKTBRR
AP BEAEMEAE L kR 365 tm X ESABHRELEA ARZ
DNA &%% > EHBLR - BRETHRLAFNFARIRER EREHBA -

2.74. 4%)
#:8% DNA 2 PCR ¥ EAER > RAALREHRER DNA 5 TER
WME 2 EALRETAILYE > THRE DNAALREHBEA DNA —&£%
43 PCR#WE A4 > B8 d DNAS FER MW EFE PCREBEMAN S
133bp & > BpH R HAMBEEH R

39 PCR &7 RBERZHE AU PCR @AM A DHE > TRRERFERE
B AT c B DNAZ R EH G > R4 R EEFEHR S PCR
BRER > AHHRZHKE DNA ThABTRIEHERBAR PCR Al - LR
%4 % DNA R B4 o K PCR & R B4 4F 144k ABI PRISM 97003% €% » &
1# R R A eg > BB AT R BARAE

28 HRRR ATBRAFROFMAEZ -
2.8.1. RT-PCR #4E 58
2.8.1.1. RT-PCR—ABI PRISM 7700 Sequence Detector
B KEEHFERE DNA R 5 FREHHER  REFTLA®
K HAREB 2.552. 8 FE PCR E®Z » KA Master Mix ~ # B2 3]
FRIF4 > RAHYHR R E20 UL APCRREZ T » BEH A FER
Z ¥x8 DNA %% S ul > &% PCR REE ERNEOH T > 2L 200 x g
(1,500 rpm) BFf#E.< > A RT-PCR R E B » R T SMEHEATRIE - BX
FREAVNFERBAEREHB A -



2.8.1.2.
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P2 BE R
1. #7F1L 50°C 2 min
2. R 95°C 10 min
3.8 M 95°C 15 sec
4. ZhHE - R
€ e 60°C 1 min
AL BR R EHAR 54°C 1 min
LERIESERA RETASBEBERERE -
5. 5% 35°C 45 sec

RT-PCR—Roche LightCycler

UERAGKELHFEREE DNA BR ~5 FREHHR - REAEL B &
K BKEE 2553 .68 PCR A& » #&F A LightCycler-FastStart DNA
Master Hybridization Probes -~ ##i& 2 5| F R IE4t - R4¥ 4% » 4% 15
RL A HB LB T 0 BEFWARHELBZRB DNAS UL » 5B Em%
ERECHEF > 2L 800 x g (3,000 rpm) 8% ks 0 A RT-PCR R E % >
WFIMEAEITRIE - BRERGTAREFEARERIR EHRS -

& B R B o]
l. g 95°C 10 min
2.4 ‘ 95°C 5 sec
3. %%
BlAEE A R 60°C 25 sec
AREABRRZEHAR 54°C 25 sec
4. 2 & 72°C 8 sec
TRR2ESHEA4 LBITASBAERRE -
5. 450 ) I 35°C 45sec

2.8.2. RT-PCR % 3 547
# 8 DNA RT-PCR R B4 * HA## RT-PCRRE S F 2 B E B RIEHM AL
ZBAEREE > FTHERELER - BRERLARNFARERER ER
JEH BB -

2.8.3.

“77

##8 DNA z PCR ¥igE M B A BAREREH B AR LS4 B #iT4
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Zied - §4%H DNA AERRHBAZ PCR SAHHE - % & RE bR
FrE A 2 BRI 0 BRI PCR #is AW AMZ AR A & THRY
R TSR R :

B 1 AKER AR BEE A 0.1% (U E) -
2. AR F EZ RABE AL HBIRE DNA H2 % 8BS EMITHF
4 DNA 2 & &R E AR RARBR T 7% ©



