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B PEMMER TR T 5 — BB THRR Y2 Rk
Method of Test for Animal-Derived Ingredients in Foods-
Qualitative Test of Lagocephalus gloveri Ingredient

1. sBA&EE @ A58 FEE AneEmsP Zs TR A sk T AR -

2. ¥E¥ ik B A 8548 R JE(polymerase chain reaction, PCR) 77k & Bp i B2 4 Base R JE
(real-time polymerase chain reaction, RT-PCR) # /% -

21, TAERE  IHETEE T EF LG R  BBEATEIE - A DNA fhE -
PCR AEREA PCR ¥ T HBRETACRERM » BEAXTH -
PCR 3R #|x Fo &l e e AR1E 4 4T -

22, #g®D

221, o kEEI Bk K 260 nm ~ 280 nm

222, #iBR *é\gs(Vortexnuxer)

2.2.3. E”“’?L}‘-’r? E: DNAZBRAE -

224, ARASRGIGET  BETE 40CUTF > BEXETiE 133 mBar BUTF » {4k
BREIERM -

225 m#dREE A SSTHRERIRENE -

2.2.6. #F AR B S # (Micro refrigerated centrifuge) : =7 :E 20000 x g » 3 B 4°C 24

HIHE

227 gtk HEAMERCTECA -

22.8. ¥4 E54tRJE E 1 ABIPRISM 9700 Sequence Detector > 2% ] & & o

2.2.9. BpesiAEsss R E =P 0 ABIPRISM 7700 Sequence Detector , Roche

LightCycler » 2%, B & d& °

22.10. Eoki : £ DNA T4 E -

2.2.11. 3R & A B #44 © Retsch MM200 > 2, ] 4 & - Hybridization Probes

2212. B & - BB/ EABRA -

2213, %o R45 0 Bk K 302 nm ~ 365 nm F S E

2214, Akt P BARBRERESDRE -

2215. 5B BAE -

22.16.pH B % 4 -

2217. KB % 8 BELICURE -

"""""""""""""""""""""""""""""""""""" 2 RF  BEABKEEFA2000 g EHEAO0I g RAMEZTSH 100 g FRE
% 1mg-
2219. & R®ES -

FE1 RFEAERARRRZERSEAREKARNBEES PREE D R RMEA KB
BZEDBDBENARERARNBESTRESE -
T2 OBEWERERA -

23, R#E
2.3.1. DNA 43 A : RNase A ~ L& (96-100%)4 % FA MR RE . AN




984F 5 H 5 HERFE 0981800132 55 A &5TE
10249 B 6 HES&FE 1021950329 S AVEEIE

4 DNA BRZ T EE4A -
2.3.2. PCR A ®¥
23.2.1. &3 &AM I]F
2.3.2.1.1. &%8 (&9 E A © 16S ribosomal RNA » #4752 $ BB K R)
2] F F : FishF, 5'-CGCAAGGGAAAGCTGAAAGAGA-3'
3] F R : FishR, 5'-TCGGTAGGTTTGTCACCTCTACTC-3'

PCR 3% 18 & # X /I 234 bp

23212 B (12093 A 168 ribosomal RNA)
5]+ F : GLOF, 5-TTTTGGCTTCTTGCCTCACAAATAG-3'
5] + R : GLOR, 5'-ATAGGGATCAGGGGTTGGGATGAGA-3'

PCR 3% 18 & # A ]s 241 bp

2.3.2.2. #ERAEA 7] T BIRE
2.322.1. 23 (28 AR : 16S ribosomal RNA » #4/E a3 # B A H)
3] F F : FishF, 5'-CGCAAGGGAAAGCTGAAAGAGA-3'
3] F R : FishR, 5'-TCGGTAGGTTTGTCACCTCTACTC-3'
#£4+ P : FishP, 5'-(FAM)-TACCTTTTGCATCATGATTTAGCCAG-
(TAMRA)-3'
PCR 3% 18 & # A /|> 234 bp

23222 &% (%49 A 168 ribosomal RNA)
2] F F : GLOF, 5'-TTTTGGCTTCTTGCCTCACAAATAG-3'
2] + R : GLOR, 5~ ATAGGGATCAGGGGTTGGGATGAGA-3'
#4+ P 1 GLOP, 5'-(FAM)-GCCTAAGAGCAGCCACCTCATAGAAAG
GG -(TAMRA)-3'
PCR 348 & 4 A ]» 241 bp

3 ARZFRFH WAL UBHGEKBERBETRE > S EAZEN20TH
HHRR > BIESEBNARGF o F4F S A 6-carboxy-fluorescein (FAM)AE 32 »
3'3% 3% A 6-carboxytetramethyl-rhodamine (TAMRA)#% 32, o

2.3.2.3. X G548 F = &8 (deoxyribonucleoside triphosphate, ANTP)
4% & A% # = 5% & (deoxyadenosine triphosphate, dATP) » & A e H = 5 &%
(deoxycytidine triphosphate, dCTP) » & 4, & ¥ %4 3 = %4 B (deoxyguanosine
triphosphate, dGTP) & % £ 54 H¥ =5} # (deoxythymidine triphosphate, dTTP).&-
25mM Z 5% o

2324 R4
Tag DNA polymerase (2U/pL) -

2.3.2.5. TagMan Universal PCR Master Mix (#8335 A » i A # ABI PRISM 7700)
A#ME N4 RT-PCR fi & X AR H =it - Ro8ME > #ANETA
AT~ WELRAF R AL DNABPT -

2.3.2.6. LightCycler® FastStart DNA Master HybProbe (53335 A * i@ A % Roche
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LightCycler)
REB A4S RT-PCR i E X QB H it - RA8%  #RASEEY
ATo e RACSE B ~ 5 F ~ HEF AR 88 DNA BT -

233. £k A ¢ R4t T 4z (ethidium bromide) - 38 B (agarose) - 7% & & (bromophenol
blue) ~ — ¥ X & (xylene cyanol FF) « Z — B w Z & = 4
(ethylenediaminetetraacetic acid disodium salt, Na,-EDTA) s = & P X R X ¥ ix
(tris (hydroxymethyl) aminomethane (Tris)) ~ Hil ~ #0EE - 430 F A H &
W& -DNA 4 FEL%EH Y (DNA molecular weight marker) : 100-bp DNA
ladder marker -

234 #BAME  BHETHRZAE RERATHRHAZENR SRR DTG
R pIDM3 2 4 HREAHHBRAMEY -

24. BARMHCY

2.4.1. % % (Pipette) : 10 uL ~ 20 pL ~ 100 pL ~ 200 pL & 1000 pL -

242, BB R EAE -

2.4.3. & % R 3 (Pipette tips) : 10 pL ~ 20 pL ~ 200 pL & 1000 pL -

244, #0200l 600 pL ~ 1.5 mL & 2 mL -

24.5. PCR R JE%& : 200 pL & 500 pL -

2.4.6. PCR 3 % 41 %™ : Roche LightCycler £ -

24.7. s K BB ¢ 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL & 2000 mL -
248 #EEECF 50mL -

249. :@BER  FLE A 045 um - # ' A nitro-cellulose °

4D RAZEB M BEmL S & DNase 5% -
351 k%1% A Roche LightCycler 85 » A E4 A -

25 Hplzmy
2.5.1. 54 TBE (Tris-borate-EDTA) % i35 &
IR T AR TR 54 g M 27.5g & 0.5 M pH 8.0 EDTA i 20 mL -
Aok AR 5 E 1000 mL > 545 545 TBE & 4757% - BE A BT UKBES 0.5
£E o

25.2. 2%B R

MBI 2 g /eA 054 TBE ©€#2% 100 mL s iz BB w4 A
R BMEAE  EANTABR EHE BREANEEXIRNABAE RE
% 0 BPY4E A o

2.53. 6 4B NB R &85 (6 x gel loading buffer)
HMBUABE 25 g —FRE 025 g RERH74 30 mL > Ao A& & 4k 48 R 100
ml EEHACABITFHEAR -

254, BR #iR
BECRILZ 42 0.1 g Aok 10 mL A2 » 444k B k(43246 248 10 mg/mL) > 48
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BT EAXHRERSETE 1 pgmL - B4t AREWE > SRR
Exs -

2.5.5. PCR iz
2.5.5.1. &% %% A

1045 PCR & #7187 (2 15 mM FABSE) oo 2.5 ulL
Tag DNA polymerase (2 U/UL) .cccoveerreninnencneneeercensre e 1.0 pL
25 MM ANTP Lottt 4.0 uL
LO UM Gl F ottt 1.0 uL
TO UM F]F R oottt sae v 1.0 uL.
H B2 DNA VAR (B8 8 100 0Z) oot 5.0 uL
FB BIELTK oottt et neenen 10.5 pL
R - P 25.0 uL
2.5.5.2. ABI PRISM 7700 Sequence Detector #% 373X 53 A
SHUM Bl F ottt st b s 1.25 uL
SHM ] F R ettt st 1.25 uL.
B33 UMAE AT Poreeeeeeeee ettt 1.7 uL.
TagMan Universal PCR Master MiX.......ccccceveveicrncencne reeeeae 12.5 pLL
A2 DNA JER (B85 100 0g) oo 5.0 uL
FEBHETK oot ens 3.3 uL
BB B e e 25.0 uL.
2.5.5.3. Roche LightCycler #& 323X 5 A
S UM B F ottt r et 1.5 uL
SHUM Bl F R ittt ee st b 1.5 uL
B33 UM AE AT Pooeee e e 1.5 uL
LightCycler® FastStart DNA Master HybProbe ..........ocooovevvemeeenccn. 2.0 pL.
25 MM FABSEIE TR oottt 2.4 uL
A28 DNA B3R (B8 1000Q) ceivieieeeeeeeeeeeeee e 5.0 uL
BB BB BB TR ettt e et e et e e etereteraton o ae 6.1 uL
B B e e 20.0 pL

36 PCREREBEN A PERE -

2.6. #:2¢ DNA 2 8 4
2.6.1. Hrpgz ga®?
MBEALBEAERB(EKRE > THEU AR E Rl - B ARK
FOBATLRBREYL > BUNREIE R aER - B EIFNE
SRR REBIET o

7. AERREFENGERZ R BT BER TS o
2. BB IR TRAEREERYE -

2.6.2. DNA z 35
2.62.1. ¥R EANEY DNA Il 7 & 2833 DNA -
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2622 DNABEHZKEZ KRG 1.5mL #0% > A XK DNA B% °
2.6.2.3. 1k 2.6.3.8 8] & DNA JE B 3t 204518 » BEN-20C A 84577 -

2.6.3.

DNA ;& J i8] & B b | 7

RiEEEZ DNA BRUSB A KBEEEHZHE > 523 % 260 nm &
280 nm 2 & HE(0.D.) - 3+ DNA 3 & 14 20k & 260 nm % 648 F 50 ng/ul
RS > Bp 2y DNA BEERE - DNA ik éhE AL 0.D.060/0.D.250 E1E
VEH BT - HE A RN 1.7~2.0R] -

2.7. &3y

2.7.1.

2.7.2.

2.7.3.

PCR #:4F % 8%

WA B 4K AHBIRE DNA Rk~ 35| F#M - B PCR RE# » B4R
2551, g & # PCR B&R KA mALBAL%K 10 44 PCR & #Hi5%
dNTP -~ 3]+ -~ DNA polymerase & # & DNA &% » R4 4% » BREF E
PrEECHRBEREBEC FRAREBRNRETZESE - BAPCRRES > 4
B 2T2HBERESANS > BITRE > & 2% > R PCR #ig£4 > #47E
RAHT o

PCR # %

55 BE B
L&kang 95°C 5 min
2.8 M 95°C 30 sec
3. 368

AR EBERBHFTHRER 60°C 30 sec
4. R 72°C 30 sec

TRR2ESHRA LTI BBERERRE -

5. R#ER 72°C 7 min
BREXaH

BEEZ 6 BEANBRESEER s k(Eam)Rk PCREEAE Y

2.74.

RAHY  EN2%BRILT 50X 00 KEEREITE K - B 448
B DNA 5 FEREMETEITER > 154 PCR #1g AWK/ ) Bl H&
H-BREABIBREANBRLRTETLEY 1558 EEANKTPELRR
ML BUAESARHBERERTAARZ DNA 6% BHBER - FX
FERLARGARERBER A R EHBA -

& 7]

#3 DNA ZR B EATNEHBEARREZH THREA R PCR A - 48 DNA
Z PCR¥WAMNEAER  BAHAIREHBHER DNA ST EE2HEZE
AERBTAHILY > 4 DNA 2 EREH B A DNA —# % 13 PCR
WA B8 h DNA S FERLHWESERNNYHBEAR PCR¥EWEAEMA
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N 234 bp o BREFRRAR PCR ¥taZH A A 241 bp & - BpH TR
BORRGTRRS °

£ 8: 1. PCR &3R5 F 2 ¥4l PCREWEMA DR » SRIRERHHAL
B BIRBITHERER °
2. B DNA 2 4 B IS B33 814 4 PCR P& 2 - #4232 DNA AT IEH B A
PCRB|E > THETRESHE DNARKLE -
3. & PCR &M R E4&H443% ABI PRISM 9700 %222 @ &4 A Hin Aok > JE
BATHE R B -

2.8. AR I ATRAFEZMFEZ -
2.8.1. RT-PCR #:4£ % 8%
2.8.1.1. RT-PCR— ABI PRISM 7700 Sequence Detector
UERBGRKEBEHBRE DNA RR -5 FRIFHHR  -RETLE &
Ko BB 2.552. 68 % PCR &K > &5 m A TagMan Universal PCR
Master Mix ~ 3] F R IE4 > A% > »#E 20 uLAPCRREE Y » B
&5 ot B DNA &% 5 pl > &% PCR R EFE Evd-co#k ¢ - 2L 200
x g (1500 rpm) B: R 8w > H A RT-PCR R E % > R F &S HITRIE - &
RERGCADNFIRERAREHEBA -

3 5 R B o]
1. 2751t 50°C 2 min
2. A B 95°C 10 min
3.8 M4 95°C 15 sec
4. F58 ~ R

AR EBER B TRER 60°C 1 min

SEIZSTH L RBTASERBERE -

5. 5-%p 35°C 45 sec

2.8.1.2. RT-PCR—Roche LightCycler

UEBFHEAKEEHERE DNA R~ 3| FREHER RESTEB &
k0 B 2.553. 8 &% PCR &% » 45 sm A LightCycler® FastStart
DNA Master HybProbe ~ 25 mM #/béE 5k ~ #HFiB 2 5] FRIFS - Bb
%> RIS UL B LT Y > BEH oA DNAZR S pL >
REKEmET EREECHT 0 24 800 x g (3000 rpm) &R EE > BA RT-
PCR REZE KT GHEITRIE - BRERETBAHFEIRER 8 REH
BB -
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p B =3
1. A 95°C 7 min
2. 8M 95°C 7 sec
3. 58
BREBEREHETHREAR 60°C 8 sec
4. 3¢ B 72°C 15 sec
TERR2ESHA4 LBTASEREBRRE -
5.45%p 40°C 40 sec

2.8.2. RT-PCR & a4
#:E2 DNA #4& RT-PCR R JE# » B34 RT-PCR R E % L2 B E 8 RIFHFE
Az FEHHiEHG  FTHERELER - BREHRLARNFARLIRERE
REHBaA -

2.8.3. #®:m
#%8 DNA 2 PCR ¥ ZHB Ao B AR ERBEHRB A Lo BT
Tie¥ > tHE DNABEIR EHBA2 PCR B0 #HE - v 38 48 i 1R 4
FRER 2B k10tauhsy » B PCREEAMAZE THRZ AR A& » 7T
RERTARB YT 2R BHFIRRL

M2E D 1R ERRAARGEE S 0.1% (L&) -
2. KB Ak Bl B A DNA 245 L85 E I &K
S DNAZARESRBRANREER S L -




