ICS 67.120.30
X 73

e AR O AE R T T kO

QB/T 5504—XXXX

BRELXFEREMM=R77E5 PCRIA

Method for identification of tuna species in canned fish-PCR method
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BREXPEIREMMERTFIE PCRIE

1 SEE

ANREERLE | Sk i A G M S R T .

ABRAEE T SR b K6 4kt (Thupnusalalunga) . K H 4kt (Thunnus obesus ) +
T4kt (Thunnus tongoe). il fa ( Katsuwonus pelamis) + %< J5 IR (Sarda orientalis) . B ( Euthynnus
affinis) . [EAEHE(Auxis rochei). JmAEHE(Auxis thazard )4 2 e P4 5 .

2 HsetsImxH

BSOS T A S A& e AN T A o R PSRRI S| FH SO, A F R AR TG A S
JURANE H SIS, HEa s (BAEFAIEN & T AT,

GB 4789.26-2013 & h % 4= [F Z pn il B0 E A Aa e 7o Ml TR e

GB/T 6682-2008 737 S5 & ] AK K AS A 0 77 72

GB/T 34796 /KA RRBR IR FEAN AL FEAS I 24173 ot BEv:

3 HgERIE

N HI G S A T A

PCR: polymerase chain reaction, 58 3 5 v

DNA: deoxyribonucleic acid, MiE % %%

mtDNA: Mitochondrial DNA, Zk4i{k DNA

Taq: thermus aquaticus, KA H G

Genbank: F: [

EMBL: The european molecular biology laboratory, KXiH4: 7442 92 =
DDBJ: DNA data bank of japan, H74< DNA ${f

dNTP: deoxy-ribonucleoside triphosphate, it &%k =R

dATP: deoxy-adenosine triphosphate, M4 i — Wiz

dTTP: deoxy-thymidine triphosphate, i S0 1 = Wi 2

dCTP: deoxy-cytidine triphosphate, Jii ST = W2

dGTP: deoxy-guanosine triphosphate, it % H =ik

EDTA: ethylene diamine tetraacetic acid, £ %l 2R

TE: TrissHCI\"EDTA, =& HEEZIEHF iR, £ &I 4R

TAE: Tris-HCI. Acetic acid. EDTA, = HILEIER iR 2. L %I g
CTAB: Cetyltrimethylammonium bromide, #ACA+75kE3E = H 34

bp: base pair, HfEx}

4 FERE
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YL G 5 S R T JADNA, DL, DL (kLR (mDNA) cytBAEIE A H A
Fr BT B 0 ATPCRY 4, SR A REIGE el A Wb B0 1 67 P B AT, BT AP0 5 14
B SR P AT R EX 975 ek R £ 2.

5 FvIAIR R

B A B A, G D A B A A G, SRS AT K YGBIT 6682-2008 L 5E ) — 2K .
5.1 MUK AFE R4 (mDNA) JEH 514

JF514: 5 -AAACTGCAGCCCCTCAGAATGATATTTGTCCTC-3' ;
5 -GCTGGTACCTCTACAAAGAAACATGAAACA-3 .
5.2 dNTP: dATP. dTTP. dCTP. dGTP,

5.3 10>PCR Zrili: & Mg™.

5.4 TaqDNA E&H.

5.5 WK,

5.6 ZEAIN.

5.7 FARFNREEE = H R (CTAB) .
5.8 AR,

5.9 TK4EE.

5.10 Eiflati.

511 WAL ZEEBHAR R B A Gk

5.12 DNA 73 f & Fric:100bp.

5.13 6xoading buffer( FF:R).

5.14 &4 FIREE (24:1, R .
5.15 &ffi: HEE: /K (1:0.8:0.2, 1R s

5.16 =FHILEIEFLEEER (Tris-HCH ¥ " Imol/L (pH 8.0) : 7£ 800mL (/K iR 121.1g 1=
PR IR (Tris) , AHIEEERG) FHRERIATTER pH E2 8.0, H/KEHRZ L) 121°C KK
15min, &M,

5.17 L BP0 288 (EDTA) —NEhyE, 0.5mol/L : FREX 186.1g9 /K& ihi VU 2./ 4

(Na,EDTA2H,0)~, B 700mL 7K+, 7ERE i pkds EaisE, FHEEMHE pH (2 8.0, HI/KER
% 1L 121°C K 15min, & H.

5.18 S4kb4l (NaCD) ¥W, 14 mol/L: FRHL 818:29 HI'NaCl, HhiA 800mL /K¥EfR, FI/KERZE 1L,
121°C 7K 15min, %M.

5.19 TE ZZpk: £F 800mL 7K, &4\ 10mL 1mol/L Tris-HCI 33 11 2mL 0.5mol/L EDTA ¥,
FKERZSE 1L, 121°CKE 15min, %M.
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5.20 1XTAE 22 FREL 2429 Tris Al 37.2g ) Na,EDTA-2H,0 N BERE thin A 2] 800mL 7K, 78704
P, SRJEIIN 57.1mL UK 208, F/KERZ 1L, FLilp50XTAE S, ZiRIRAE, N KM A
1XTAE 223

5.21 CTAB {2HUK: FrEL 4g ¥ CTAB BN, #7371 A 10mL 1mol/L 1¥] Tris-HCI ¥, 70mL
14 mol/L f¥J NaCl %A1 4mle0.5mol/LEDTA %, H/KEZR A 100mL, 121°C KB 15min, M.

5.22 70%Z.J%:. #HL 70mL To/K OBE, FH7KEZ % 100mL.
5.23  BRARHERERL: FREX 2.0g BRfEHE THETEHM, N 98.0mL IXTAE Z2nPil, In#vamE.
5.24' o PCR M .

5.25 JLHEOE: 15mL. 2mL.

6 NEF/FNEE

A R TAES.

2 BF R EE0.1mg.

3 WiHEOHL.

4 EE KB

5 PCR # #1%.

6 HIIKALS

7 BRAMER ARAL

.8 KW,

6.9 FEEMIFAL.

6.10 FHEFLWES: 10uL. 100pL. 200uL. 1000uL.

o o o o o o o o

~

DR

7.1 DNA #&EiRAJREL

a) 1% GB 4789.26-2013 ' 6,4 HER 77 VETT JE K s

b) FRELE G fa i L LA ZAAER 300mg T 2mL JE i & 0, N ImL &4+ HlE: /K (1:2:0.8,
EAREL) W, FEFEBED®R, 5000r/min EIE L 3min, F_EiE, BHEHERETAKIEERES. FR
FREX 300mg 4 A B S AT A 2

¢ o3 AIFREL 100mg b) H il 25 A HE S AT AT FE MRS d,. B TATEIR 2mL 508+, 25lnA ImL
CTABIEHUK, BT 65CIEIE/AKM Y, RFE 1h=2h, WIEEERE 15min BUEE S —IK;

d) #EF 5, 10000 r/min = iF &0 Smin e LIEHRE—H 0 2mL B0, NS LIS RS
IS : FIREE (24:1)) BRI Z, “10000r/min =I5 2.0 5min, BEEZS B,

e) WH BIEWT 5 — 2mL B0, i 203 R HUA I R I EAE-20°C R & 1h;

) 10000r/min i 250 5min J5 77 % BIEW, N 800l T4 1) 70% L BEHEAT IR, SR )G
10000r/min =i B50 5min 7% 41, i3 Uue e =5 T g
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9> VUEH 100pLTE 22 M 8O0 B AR KGR, -20°C AR fées F s
h) $% GBIT 34796 FiE (1) /7 %450l DNA K BEFNZAEE, (i OD260/0D280 LLfE7E 1.7~1.9 X [H.
FE AT S AUDNATR ) B SR HURE FDNAG

7.2 PCRY¥i&

7.2.1 PCR ¥ i1k % (25pL) : 10>PCR buffer (Mg®*) 2.5 uL, dNTP (25mmol/L) 2 uL, 20 pmol/uL
5195 1 uL, MEH DNA 2 uL, Taq DNA R4 0.3 uL (1.5U) o ddH;0 16.2 uL. PCR ¥ 342614 M-
94°C 5min, ‘94 C 30s, 50 °C 30s, 72 C 30s, 35 MEI, #Ja L 72 ‘CHE{H 5min,

7.2.2 44> PCR RN UCE 2 AN 1AT S04, JRBEE AT I B MBI PEX TR, 2= xR PCR
S5 LA 2 A T B 78 7K AR DNA KRR, BRI JE A P B VR il S H ) DNA Bl <g 4@ £ DNA D9 BEAR
AP IECR A SRS At £ 3251 B DNA AR .

7.3 FRBEHEELRREE KA

7.3.1 fEH] I<TAE Z2RECH] 2% (wWiv) BRIIEHEEERS, JNFCEM IS S, RIBCEIKAT R (0%, =
BRI AE 55 'C~60 CI, MERMR A IMAIRAL ZSEBCHAN v & A Gkt ML ZREZIES) 1ng/mL
B TARRIE N 1, B B AR MRS S BN, SR v A0 2R e

7.3.2 {EHIKFEHIIN IXTAE S MU, i i, #2HL 5 uL DNA 738 7245 1pL 6xloading
buffer( L FER)IR G5 G, JRbR RN ZE SFE AL IIN DNA 4318451, 8V/em=10V/iem, {8/, H
K 20 min ~30 min . FE KA SAGA S IR EE R, HIE IR IC g R

7.4 PCRZ55R ¥

ML R A Sz —, MIPCREE IR, N BT 9%

—— A AT URE i R 25 SR A — 5

—— 2% 0 R BB P xo) TE H  ARe

——BAE FR AR H I H (2%
8 LESRFIHT

4 A PCR= 4 FH 2 BRI P ASGHEA T SR, 54 3 AR AT Hf 4, o BRI PP g B EA TR IE, 753
WIS, MNZIRF P85 (nGenbank. EMBL. DDBI&) , 5 O A04A 5t Fil 5 41 E 4T [R) 8 1
EEXS, ZREHTHLATEE R, R A AR E (5 B




