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¥ H G rh AR S E M PCR &Il 5%

APRAERLE T 5 PO o A R A B9 2 4 PCR BT 35

ZBRAERE P T B 0 A R 2 R R AL R B R R

BRI RN 0.5 ng # Y DNA,
2 HMEHSIAXHE

THISC A A FE AN T TR AR AR, LEEBRSGIAXH LKERFREA
HB S (R EIR M ) BT I R E A T 447 o AR T » SR AR 38 A 47 Y 25 BV L B 45 07 BF 5

BEEEAXEFNETIRA. LEARE BB RXE, REH R4S TR,

GB/T 6682 43#r3cie % FKHk i 56 5 1 (GB/T 6682—2008,1SO 3696:1987,MOD)

GB/T 19495.1 HEHE~HEEN FEHABERMEX
GB/T 19495.2 HEH~H/KEN ZEFHAREKR
GB/T 19495.7 HEESBW EEMHEEE Tk

RIFFMENX
GB/T 19495. 1 BasL AR E N & SOE T 445
BriS R

w

P

1 0 3 2 e B 1R 3 X5 e 94 e B GB/T 19495. 2 IR $147 .

(3}

R0 IR

& B GB/T 19495. 7 LE M H BEIAT .

6 MWEFZE
6.1 HE

RS2 IRE DNA B3 YRR ER K F SR T1Y, 88 PCR AR, Ry HEYER
) DNA f B, R PCR 4R AW EH R PRSI FEYBRA
6.2 HAFHE
B 55 A B S, B R O 2 A e A AL A0, K O #5 fR GB/T 6682 ALE K — &K
6.2.1 314 RUFEARKABRMIEZENSIPRAEBRLE L,
R HEAPNSASNEEERENSIUES

5’-AAGGTGACAATAGGTAGTCC-3’

PCR /
W 3197 ’tfm‘ EEER BB
RNAL i :5’-CGAAATCGGTAGACGCTACG-3’ o3 N i
eu K :5’-TTCCATTGAGTCTCTGCACCT-3’ "t WA
57-AAGTTAGAGATCGGGAGCCTAA-3’
mitochondrion 264 BEAFERNAREE RS
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TARYE k4l .

Tris HIFIER .

=FH5.

KZR.

TKZBE.

FIREE,

RN,

SEAM(NaOH) .

#HB(HCD,

=REPEEERL (Tris).

M Z et (Na, EDTA),

BEE.

ZBRH(NaAco),

EH+ =P R+ RREQ+H24+ 1L, &R,

ZE PR+ RIEEQ4+1, R,

ZERAVE :3 mol/L Z MBI, LR pH R 5. 2,
1 X TAE H 3k 2 . BL 50 X TAE(242 g Tris, 57. 1 mL ¥k Z B, 100 mL 0. 5 mol/L

Na, EDTA, HCl 5 NaOH % pH £ 8.0, &£ 1 L)X AR,

O PDDDDDDDDDD DD DD DO
SO AW W W WWwWWWW N NN DNDNDDN

6. 4.

2.
.21
.22
.23
.24
.25
.26

00 N O O W N =

20

TE 2% ¥ . Tris 0. 01 mol/L,Na, EDTA 0. 001 mol/L, f§ HCI 8} NaOH {##% pH % 8.0,
PCR & #| & : Taq B ,dNTPs, 10 X Buffer, § 448 (MgCl,) .

EREEW 0. 25 IRE IS, 400 URERED FERE R .

BAL W1 mg/mL,

0% 8%,

%% DNA #EUKF &.

DNA 4+F B BHr ¥ & (50 bp) .

FEE

PCR #1&ZF L.

AL

BBRRBRRE.

B.41:12 000 r/min,

RIERY & .

S R¥:0.1g,

MR A WSE.0.5 «L,2 xL,10 pL,20 pL,100 uL,200 pL,1 000 pL,
BRE A ST S SN e E .

BT R

1
L

4R DNA AR EX
bof:il

PR IR . 35 2E P 4 DNA Y4 DNA;
Bt . S W UAR SR EE O AR DNA;
25 {5 B WK (ddH, O) ..

1.2 BBSH

a)

B 5 DNA B B XEAT
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b) HHELBE,.BUEREAKA 2.0 mL B.0F, MA 400 pL TE S #¥ (6. 2. 20),F 65 CK#E
Y5 ## 10 min, + FEEIRS;
0 MASHEBREEFER+=EFK+REEQ5+24+1)(6.2.16) , 8 RES 10 min;
d 12 000 r/min FE L 10 min, i LERFEBES —THH 1.5 mL HLEP;
) MALEBHRSURB=8FL+RREQ4+106.2.17),FRIEST 10 min;
) 12 000 r/min ZFE .0 10 min, /NORE EHER;
g MALEW /10 EFZBAER6.2.18) 2 F~2.5 FABE —20 CHANIEKZE
(6.2.6), FHEIRSE—20 CHE 1 h; RMASEHARHEG. 2. 8),RYFERHE 10 min;
h) 12 000 r/min EEE.L 10 min, FE LFK;
D 70%Z.B5(6. 2. 20 B HULEE 2 IK~3 K, T DNA;
i) 50 uL 0. 1XTE(6. 2. 20) IR VLT .4 CRFF.
WA A% % DNA #BGRF £ (6. 2. 25) 1B DNA, #8157 SR /E 3 8 B m H1THRE.
6.4.2 DNA RBENE
B S PREE DNA R E ARRE Q{52 6B . 3. ) #fT Il E .
BUE & DNA B0 TE ZE P (6. 2. 20) #ATH B, AR E B 4T (NS 4F 2 606 i 4 Bl e T
260 nm F1 280 nm Ab R IEE Az Fl Az DNA HIREHRRN(DHE
¢ = A X N X 50/1 000 ..............................( 1 )
R

(4

DNA kB, pg/pL;

A——260 nm LK R EAE 5

N—HBERBREH.

M Agso/Anso tUIHZE 1.4 UL LB, AT F PCR ¥ #%,1. 7~2. 0 Z[H]6f , PCR ¥ HBURIF .

6.4.3 PCR ¥ 14
6.4.3.1 PCREMHER

KA SANSMEERG PCRREAKRRLE 2. EMRNEEANBERAN AR, ANRE
FH ST R CBAE X B S A X
K2 PCRENKE

A PCR 5Bk & IR E/
=8B [lag-237:3:3
pL
10 X PCR Buffer — 2.5
MgCl, 25 mmol/L 2.5
dNTP 2.5 mmol/L 2.0
IE:0.25
Primers 20 pmol/pL
&:0.25
Taq 5 U/ul 0.15
Template 0.1 pg /uL~0.2 pg /pL 1
ddH,0 — R RBLARBABY 25
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6.4.3.2 PCRENEXRSH

3% 3.
#3 HZEELED PCR RE&H
EH ¥ Ei:- ] B JEEAf
94 °C/30 s '
1Yk ) i
tRNALeu 2 H 94 *C/5 min 60 /30 s 35 72 °C/5 min
72 °C/30 s
94 C/30 s
BEHREER 94 °C/5 min 54 C/30 s 35 72 °C/5 min
72 C/30 s

6.4.4 PCR ¥ Bk

BRI (6. 2. 2)MA 1XTAE Bk (6. 2. 19D H, EH R E N U UREXRE)HBER,
AR RIEMARILZ (6. 2. 23) FLWKE 0.5 pg/mL, RS, MERHNE  BABKR L, &
EHiR, B TEEG BMAE IXTAE B akE+H,. BREEN LRERR. ESTKESM
AR PCR Y5 LB (6. 2. 22) MIB AW (10 pL~20 pL PCR =¥ 5 EHZ WK 2 pL R
&), Hp— Ak A A DNA £ FFREIR R (6. 2. 26)5 pL, @B IHEEIK, 3% 2 V/cm # 8 E I
EERBMETBE 3 om~5 cm LR . ERBAMEHSTITR.
6.4.5 LR
6.4.5.1 HEEERMKN

P&t XH 3 R R R B 695 xR 5 DNA B 4T PCR WK, LA A DNA Sy FRHES FR, FH
Xt R AN R A B R B ) 264 bp 89 PCR =4, fnsk WA &% PCR ¥ #7491, W 485 DNA £ B K
B A%, 5% DNA B A W4 PCR K8 E T4, MEFRM DNA, 3 # &% PCR 4.
6.4.5.2 HYERMNEN

%t B DNA #£ BB BT YR 72 H A PCR 13K, RAIAE Y DNA FE % BH X B, 20 2R B 4 X FR A0
25 X B SR By 3 4, PR AR A B B BB KM T s R (U s i BR R/ 193 bp) s
METYSHEHEUERTEETRIEYRSY, N — S HTHIELR, KEHBIEZBRHERBLR
MRS KNI PCR Y =, MAT M S FUERPASHHEY RS .
6.4.6 FHIELL

M4 PCR #1045 52 0 FH #E AT, A58 i SCAT 3% 5% PCR 5 s s oAt 7 3 (I 7 te X, 51 3 LM 3% AD
HATHIERE

EF L% PCR R4t 53 57-GCAATCCTGAGCCAAATCC-37,

7 SRRA

7.1 HYEREEF BB, B BN SHUE A BRDN B RS TR EY R
ZRFRNBRPEULEYRS AR HEXBEERE O REUERIER".

7.2 BAREEABRBIYE, AV HARKNSTHF BB TIHEYERERFBREB AT
1, Ry A BN S TG A BN —B, R G PR YRS & RRE N B S PR A
WY RS, X B RO BENERIER”.
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M % A
(EERHERR)
iR BEF3

A1 &4 tRNALen BB B B (193 bp)

CGAAATCGGT AGACGCTACG GACTTAATTG GATTGAGCCT TAGTATGGAA
ACTTACTAAG TGATAACTTT CAAATTCAGA GAAACCCAGG AATTAAAAAT
GGGCAATCCT GAGCCAAATC CTCTTCTCCT TTCCAAGAAC AAACAGGGGT
TCAGAAAGCG AAAAAGGGGG ATAGGTGCAG AGACTCAATG GAA

A.2 mitochondrion & & 5 EZ (264 bp)

AAGTTAGAGA TCGGGAGCCT AAATCTCCCC TCAATGGTAT GCCACAACTA
GATACATCCA CATGATTCAT TACAATTACA TCAATAATTA TAACATTATT
TATTTTATTC CAACTAAAAA TCTCAAACTA CTCATACCCA GCAAGCCCAG
AATCAATTGA ACTCAAAACT CAAAAACATA GCACCCCTTG AGAAATAAAA
TGAACGAAAA TCTATTTGCC TCTTTTATTG CCCCCACGAT AATAGGACTA
CCTATTGTCA CCTT
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