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W& PCR Ak

1 3

=, =
2

AP HEHLGE T s 8 I E ek rp g CCanis) I8 9 B8 45 F 9 PCR O i iz ke i 5 i 119 k5 S PR A
0.1%.
Ay HE I8 FH T ol 4 1544 ] L A e PR B A 1 2 A e

2 FeiEsS| A

80 SO A 2R GH kAN B E B 5 | i R AR bR dE R SR ek, L TE HO Ry 5 A SOk R S R A
i) i B AN A 5 L 358 9 P 25 a8 1T RS AN i T T A< m & 2K 1117 - 55 il AR 418 A b o 8 i PR 180 79 4% O BT 9
e A s e R BB RS . PLR N TR H I 51 Soe  H o UAR 18 H T AR b e

GB 6682 45 #ir 92 5 58 FH A LA A ik B o ik

GB/T 14699.1 fa#l FE(GB/T 14699. 1—2005,180 6497.2002,1DT)

SN/T 1193 F [H K 56 5L 56 % £ AR BK

3 AKRIEBFENX

A AE R i T AR
3.1

BRAAET RN polymerase chain reaction; PCR
P 80 M E 2 31591 2Z 8] DNA (deoxyribonucleosidea acid . i %04 B 4% B2 ) 19 Jr ik . #Bifh
DNA Z0f il 2Bl ek . 7F DNA BAMALE EARET . MEELAT AN FETIR A BS99 20
LR DNA W 405E i — Bt B 4 e 9 R 4 0B R AE DNA BA& R #EIL F L 4 F ANTP (de-
oxyribonucleoside triphosphate . i %0 4Z 15 88 — B2 VIS - 1B K5 9045 DL REfR . an it iz & 7284 LB Kk
I DNA & BoxX — 155 A0 TR B 2 M T 5 Z B 89 DNA B BB LS8y #8 .4 25 4~ ~30 -9 1
G2 . 9 A ROR 31 29 100,

4 R

B FH 2L i e ve e i, = Sl W et B . SO RE DL PE 1S 3 DNA DL HUAY DNA 8 d dF 17
PCR 318 , 35015 8 58 je H, 3k 6 PCR 758 =% PCR M 7= ¥ 1 B PR 51404 170 w6 6 ) 52 o iE 47 0 .

5 il F0FF

B 5 A RLSE Hb 1500 R o3 A Al B0 AR L S 58 R K A5 5 GB 6682 J %K,
5.1 Ik Lo w5 1 O 2 51 0
canis F:5 " -TCCAGGTAAACCCTTCTT-3"
canis R; 57 -TACGAGCAAGGGTTGATGG-37
5.2 TagDNA R G ( Taq, Thermus aquaticu « K4 HHE ) |
5.3 PRI YENVIEE: Hph 1 [ .
5.4 dNTPs:dATP(deoxyadenosine triphosphate, i 5 R H = #§#) .dTTP(deoxythymidine triphos-
1
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phate ., fit B 0 = #% %) .dCTP(deoxyeytidine triphosphate, i§ & il i = 5 i% ) .dGTP(deoxvguanosine
triphosphate . it 48 & 1 — e i) .

5.5  ByiHE At HL koAl

5.6 HILZLFE.

5.7 =FHe.

5.8 RNEL.

5.9 70X LREE.

5.10 4 8EtriESL 100 bp —2000 bp) (bp:base pair. i F= X ),

5.11 2k . 1% CTAB(cetyltrithylammonium bromide., + 7588 3 = H B8 AL £ .0, 05 mol/L. Tris-
HCl(pH 8. 0)[ Tris -:tris (hydroxyvmethyl) aminomethane, = ( ¥ H 3 & FEH &£ 1.0, 7 mol/L. NaCl,
0.01 mol/LL EDTA (pHS. 0) (ethylene diaminetetraacetic acid. 2, JJEPU 7 5 ) .

5.12 TE ZZ pp itk ( TrissHCI, EDTA 28 #p ) . 10 mmol/L. Tris-HCl (pHS8. 0), 1 mmol/I. EDTA
(pHS8. 0),

5.13 10X PCR ZZpitk : 100 mmol/L. KCl, 160 mmol/1. (NH,).,S80), .20 mmol/I. MgSQO), 200 mmol/L
Tris-HCIl (pHS8., 8),1% Triton X-100 (t-octylphenoxypolyethoxyethanol, F 3R HEE L A L),
| mg/ml. BSA(bovine serum albumin. 4 Mg HE ) .

5.14 HkEE i - Tris 54 g B8 27.5 2 0.5 mol/LL TE £& ppif (pHS. 0) 20 mL, iz /K % 1 000 mL;
U FH BT 10 5 Fic B

5.15 AL L BEW A7l - F/KECH| A 10 mg/mL,

5.16  JNFEZE B 0. 25 Y0 IR W K . 40 26 (o e B2 ) BE R 7K 17 K

5. 17 Y28 43 . 10 mmol/ L. Tris-HCI (pH7. 5) .10 mmol,/ 1. MgCl, .50 mmol/ L. NaCl.0. 1 mg/ml. BSA.

6 {UEFiZ&E

6.1 DNA IG5,

6.2 %M At Al = o 2 GG T
6.3 fHIEKE.

6.4 EL.OHL:ELH 12 000 g,

6.5 iR,
6.6
6.7
6.8
6.9

LKA
MR

pH 1.

ﬁilh:*!ﬁﬁﬁi (. 'UI g-

7 WREERSHEE
e GB/T 14699, 1 K& AF L0 MM BB 5 A G,
8 HWIEH IR

8.1 #FamH) 2 DNA FEHL
FRECE G 7 #F Ol RbRLEE S 100 H FREC 50 mg: 60 HFFEL 100 mg;20 HFRE 200 mg) T 1.5 mL &
OEHIMA 600 nL~800 pl 2 .65C 30 min, B ARHRZIR 212 000 g &0 5 min; ¥ 8 FIF
T ELE T 400 L = b+ FEE 24+ 1) LI 2] 512 000 g Bl 5 min, BUETF R : 1 0. 8 £
(RFLSEPIEE L DCIE 512 000 g B0 5 min, 37 EIFIR 7000 MM — W BT A 50 p L TE MR UTTE .
A FSF A DNA 32 G0 & SR i DNAL

[
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8.2 DNA {REF 4 ErNZE
5l DNA Iz K W B2 1 mL. i 8 88 & 8 40 P A a8l 52 A0 5 0 06 B 31 45 31 &6
260 nmAl 280 nm &MY SE{E A A1 Auyy . DNA 3 BEF S (D HE

c =AXNX50/1000 = eeeersesscscsicsicerenns (1)
s
| | (pg/ ) ;
A——260 nm &b /9 61 5
F &L
M A /As IBETE 1L 7T~1.9 Z a0 i& H T PCR 374,

8.3 PCR # 18

25 pl MRNEERRGAIE 0.2 mL 1y PCR BCW B H 54 canis F #l canis R 4% 200 nmol/L,10 X PCR
F 2% i, 2 mmol/1. MgCl., 200 nmol/L. dNTPs, 1.5 U Tag DNA B & 0E. 1. 0 pl. DNA £
(100 ng+50 ng DNAD, 1557 FHAE X BE A PE AT B 25 H AT HR A .

PCR [z N 2% 1 B A A [l i A7 ol 22 . — ey B B R 94 CFZEHE 3 min, 94 CZEE 45 5,56 C
ik 45 5,72 C HE{H 45 5,35 PMEH . 72°CHEM 5 min, 4 C{%ﬁ

oo I 3 A b A 300 5 BH P X B L B BR R g B L R R e R B e R AR BH AR X RR L 2
A 8 900 U5 1 A3 PR oo P BH A% 0 FR -ﬂ{ﬂiﬂﬂﬁﬂ,@;}:it%ﬁm DNA {25 (1 %) 8
8.4 PCR ¥ 18 7= 4 68 ik #&

W2 g BEHEHE . T 100 mL AL Pk 28 il b i, se a0 B 4L I ATRAE 5 A7 2 X e BE M 0.5 pg/mlLL,
il W . A PR AR PR I A K 2 I (S R i B ) s e RS . BF S e~ 8 pll PCR 4718 7= ¥ o1 1) 10
Mg MRIES S, 9 Viem HEBEIK. ER2RB SRS A7 I8 2 st hal. SR WEdm
vk 4s A .
8.5 PRI A V)5S ES )AL =4 H ik A& i

WA PCR 47 14 7= 4 vl 7 R I 25 52 P L 8 47 BR ol 4% P 01 s i 1) Bz i

B A 72 (20 p1l) s Hph 1 fig 2UL g D12 vpil 2 p A PCR 9718 7= 9 & SR 20 ull.

BEUIAE 37 C 47,20 min, FRYIER0E UK. kL 8.4

9 HRFIMTSFRIE

9.1 PCR #8774 B k6l & 8
PR 5 119 PCR 9788 r= 8 koSl 213 bp O3 228 B 5 A
9.2 [R&ERN VIEEEE Y] 45 R
PHYERE & PCR P4k FIAUIEG Hph | B3] Js -850 5 BL /g 179 bp #1034 bp.
9.3 H£RRIA
PCR 7= 3 F0 B 1] 7= 40 95 b BH AR 2 0 Oh 35 A Jp 05V i 2 328 D i H8 ) 0% 10 4
PCR 7= 4 43 A% 2 40 R A & Tap 54 B 41 220 O A S Ja) I5L 0 Al 2

10 %2 A By 1B 3 5 FE Ry a1

FeW SN/T 1193 $47.
11 EFYaE
Far 0 5=k FE v gy B L AR TS R B e A rh SR RE Ak B
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i R A
(BTRHEMF)
PCR 7= 40l Fr 45 2R
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TCCAGGTAAA CCCTTCTTCC CTCCCCTATG TACGTCGTGE ATTAATGGTT TGUCCCATGC
ATATAAGCAT  GTACATAATA  TTATATCCTT  ACATAGGACA TATTAACTCA ATCTCATAGT
TCACTGATCT GTCAACAGTA ATCGAATGCA TATCACTTAG TCCAATAAGG GUTTAATCAC
CATGCCTCGA GAAACCATCA ACCCTTGCUCTC GTA




