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Identification of Canis derived materials in animal-originated
feedstuffs—PCR method

2007-10-24 %% 2008-04-01 =}

*%A&/\ﬂ@@%ﬁ%%%ﬁ%ﬁ%ﬁamﬁ 2 %
HOE H '

0000000 www.freebzne) OCOODO OOODO



0000000 (www.freebz.net)

GB/T 21105—2007

T

Bl

AIRAERIRE SR A VBRI

FREHFEAREMEEZRERERBREKERESR.

AP 2 EER T REEERZER RO,

FipEREEAL  PEARKMEURSARRERER . FEREREERFMAR . FRARKE
MELTHAREEREER. . PEARIMERIEAREREER.

FEREREAN A RBEEEE . TLH AER GBI REE . JF B ERE.

AR HEE R .

0000000 www.freebzne) OCOODO OOODO



0000000 (www.freebz.net)

GB/T 21105—2007

Bh 4 TR 1 1R A Fh e TR M AR 4 R
Bl AE PCR A%

1 EHE

KA ERE T 30 Y IR 15 6L
0.1%.,
A EE F TR '-‘ (A T B 3 B9 SE PR R

2 MEHIIAXH

FHI S i A
B B R .35 it
7 i 2 il
GB 6682 =
GB/T 146
SN/T 1198

1 (Canis) {5 # B 4 KIEY PCR ik, R r 09 & By PR A

X B 5I A, KEERE
b5 f 4R G A AN 1K B B B9 5 T BT 5T
B R AE I TRARE

:2002,1IDY

3 ARERMEN

FAIRE b
31

e i : e

T AR ; A acid, [ 4 B A ) B0 T 3k . AR
DNA &1 & R 2VPRE ; EAERHERERA BS54

# 584R DNA FIREANT — & RABBEMTLL 4 Fr INTP (de-
oxyribonucleoside t ate VR Z R =D N EY , (F 88k 5| A5 LA g 18, v R B A IR K
#1 DNA & X —1&? A THRECHFFIZHEAE DNA FEEILAGEY ¥,2 25 1~~30 17 3%
&3, 7 B FBEE B2y I (@

4 RE

TP P 2 T T 4 1 » = 9 DN
PCR §"# , SR AR W BE L s 9K K2 ) PCR 375577903

5 WHAFME

B 75 F e S R S 43 A el s A A A, KR K AT & GB 6682 RIER.

5.1 MEHERSENHEIYGHFEFR:

canis F:5’-TCCAGGTAAACCCTTCTT-3’

canis R:5’-TACGAGCAAGGGTTGATGG-3’
5.2 TagqDNA ¥4 8 (Taq, Thermus aquaticu ,7K W) .
5.3 FRHIENVIEE: Hph 1 8.

5.4 dNTPs:dATP(deoxyadenosine triphosphate, it & If F = B8 ) .dT TP (deoxythymidine triphos-
1

BEEF, 7N ETLEMS 3 DNA; UEBA DNA FER#1T
PFT 12k 7= 0 o R e PAY ) A e 7] O AT B B .
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phate, i & 13 =8:88) . dCTP(deoxycytidine triphosphate, i &M HF =8 #8) . dGTP(deoxyguanosine
triphosphate, R 8 & =88 .

5.5 JRARME kAl

5.6 BILZEE.

5.7 =& ¥ .

5.8 HRWE.

5.9 T0%Z.H,

5.10 S EiREH (100 bp ~2000 bp) (bp:base pair, BET) .

5.11 BEW.1% CTAB(cetyltrithylammonium bromide, T/x%sE = HERILE) ,0. 05 mol/L Tris-
HCI(pH 8. 0)[Ttis -:tris Chydroxymethyl) aminomethane, = (BB E)YFFEH $1,0. 7 mol/L NaCl,
0. 01 mol/L EDTA (pHB8. 0) (ethylene diaminetetraacetic acid, Z. G Z.B2) .

5.12 TE £ i (Tris-HCl,EDTA £ ¥ ¥ : 10 mmol/L TrissHCI (pH8. 0), 1 mmol/L. EDTA
(pHB. ),

5.13 10XPCR £ 8% 100 mmol/L KCl,16¢ mmol/L (NH,),S0,,20 mmol/L MgSO,,200 mmol/L
Tris-HCl (pHS. 8),1% Triton X-100 (t—octylphenoxypblyethoxyethanol, FEREEEFRZLEZLE,
1 mg/mL BSA(bovine serum albumin, & MiEEH).

5.14 Sk . Trs 54 g, BB 27.5 g ,0. 5 mol/L TE £ (pHS. 0) 20 mL., JiFE{H/KZE 1 000 mL;
RN 10 R,

5,15 WALZERTFH  FKBH B 10 mg/mL.

5.16 JMFRZEMIE 0. 25 NIRRT EE 40 0 (FREWR B R KR .

b. 17 ﬁﬁﬁ]g?ﬂ’?&lo mmol/L TI’iS-H(j (pH7. 53,10 mmol/L MgCl; .50 mmol/L NaCl,0. 1 mg/mL BSA,

B E
DNA #IEFRMYL.
BEE AN GRS G ET .
ERAK B
BB 12 000 g.
MEB R
iR )
MY .
pH i,
5'5112 ﬂﬁ 0.01 g,

AR S H &
8 GB/T 14699. 1 Ri¥ X B FHLNE, THREGWIEF.
8 BRIR

8.1 HMAEAE DNARR
FRBGE 2 4E B ERBLEE 2 100 B #E 50 mg;60 HFREL 100 mg;20 H#HFM 200 mg) F 1.5 mL &
A, A 600 uL~800 pL ZUEW ,65°C 30 min, BFARKREET;12 000 g B.L 5 min; 5B L7
TFiESBEOE T, 400 pL ZF P+ 7 RE(2441),i847;12 000 g B0 5 min, EIFW M 0. 8 £5
RFRHEEE, P12 000 g B5.0 5 min, 3 _E W70 Z ¥R — U, BET s DA 50 pL TE, BB,
. 45 DNA £ U & B4R DNA,

R A I I
W o0 ~\ 3 O bW N =

~J
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8.2 DNAREMAERNE
B 5 puL DNARBIIWEAREE 1 nl,  FIBRBRE O 4R E 54 JBE T 4B RN
260 nm#l 280 nm A IR EAH Az Fl Ay . DNA BIHRERR (IR
ce=AXNX 50/1 000 TR T DR T PRTTREER TN G
A

C

DNA ¥ B, B A A ST 8 50T (pe/ L)
A——-260 nm 4T IE{E ;
N—EBRREEL.

W Ao /Aso ABYE 1. 7~1.9 Z [AIRT,3E B T PCR ¥4,
8.3 PCR¥y &

25 pL R A 26 0.2 mL § PCR R JE & H, 5[4 canis F il canis R £ 200 nmol/L,10XPCR
BRZEWHE, 2 mmol/L MgCly, 200 nmol/L dNTPs, 1.5 U Taq DNA B8, 1. 0 oL DNA AR
(100 ng-50 ng DNA), #t PR B HEN R SAXEA.

PCR 5 B & - RE A 88 7R IR e A B , — R RO R LR P2« 94°C TR 3 min. 94T 45 5,56°C
Bk 45 s, T2CEM 45 5,35 MEF . 72°CEM S min, 4THREF.

Ao 0 5 e A B B PR N R B T R AN R . BB AE IR R R R AR R R R HE
SR A F TR R A B R PR BR A IR, RS IR B A LA R U Bl DNA fE25 B 1|,

8.4 PCR¥HE=#HHEZEN

B 2 g BUEH, F 100 mL B3R o nE, FEAL, I ATRILZ R AR A BN 0.5 pg/ml,
HRe, TERKERINARKS R, EREMA BT ER. %5 oL~8 pL PCRI &P HfER
MBEEMRIRS A, O V/iem BEERK, AERBERTIATEEER P, EIMEW X THRER
KERIFIEE.

8.5  BRthl 4t P YR A U] B B Sk e U

A5 PCR #38 7=y o 3k A6 0 45 5 P i, 65 R o0 4 P DD R A S

BB E (20 pL) . Hph I 8§ 2U, EVIB W 2 oL, JOA PCR ¥ Z B4 20 pL.

EEYIZE 37°C T #47.20 min, MYTERERK. FER 8. 4.

9 ERAHMESRZR

9.1 PCR¥ EFHREARIUER
PR F B9 PCR 33 7= R/h R 213 bpURFIZFHER A
9.2 REEARIIEEIILSER
B &% PCR P ¥k A HI 88 Hph 1 BRUDJR . B84 A BER /by 179 bp F 34 bp.
9.3 #RRE
PCR =Y A 91 7= Y8 0 Pl e 3 30 O & A J IR 4T » AR B e s A HR A AR T 5
PCR 781 2 B % 35 J h R & 4 FoiR Sk LAY » R R R il o J TR EE AR 40

10 #@FALEPBHIEE XiTRAERE
¥ M SN/T 1183 47 .
N EFMLE
R R P RERY, WE R ER R R .
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B R A =

(B ) o

PCR 7= 41 7 4 £

[~1

&

TCCAGGTAAA CCCTTCTTCC CTCCCCTATG TACGTCGTGC ATTAATGGTT TGCCCCATGC
ATATAAGCAT GTACATAATA TTATATCCTT ACATAGGACA TATTAACTCA ATCTCATAGT
TCACTGATCT GTCAACAGTA ATCGAATGCA TATCACTTAG TCCAATAAGG GCTTAATCAC
CATGCCTCGA GAAACCATCA ACCCTTGCTC GTA

' EREE BHESR
4545 ,155066 » 1-30293
GB/T 21105-2007 - 10.00 7%
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