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Zh iR R R iE R S EE
Bl AE ERRKE PCR GiE
1 EHE
AARAERLE T 214 I8 v 1 B T R ST LB ISR PCR /Bl F &, I FiEM R R
0.1%.
AR EE T sh YR R S e 0 1Y A8 T il
2 WEHIAXH ig?
T3 3 Y Sl s b =, LAaFXEAYSI BEXH.EMERE
e 2 (R EFE AR HNE A bR 15 L ER I B TF R
72 75 ] i F X 20 3 fh A A ASKRE F TN hr v .

GB/T 14699 H i :2002,11XT)

Ct{8 cycle
4~ PN

4 RE

PORGE A L R HE LRk DNA 4 B3R C FLE W 247 I (cytochrome C
ZTYRED B £ AP0 2 B T R IE WAL A e . R R B
.EEHEMEES R, 5 RN S 3 DA 1) DNA BT LA %L PCR I #. &
FRIERE A 2 AR I $ A , R FI & _PCR K, ¥ A AR B H R BR & X, A8 LKt
PCR 4 DNA 8¥R7| & . X RAH &5 W PTHoRm o<t 3ok #5417 SUE & R 5 W, 72 [ — R B
WAt E COX 1 E kAN S BEE T ¥, 5B B AR YR 6-RER K (6-car-
boxyfluorescein, FAM) .5-75 % 72 )t % (5-hexachloro-fluorescein, HEX) By ST TR R E 23, FI 5%
FeEERE ., K, A SBREMABN, TANERNESERHET,BHILBRAESR. WELHK
J& PCR fy 5 i g 2% , AT XA R R R IR E R T R ER T .

5 HFS#HHE

BB BLE SN R A e A b R, S K #F S GB 6682 BIER .
5.1 DNA#ZHAKH
5.1.1 =&H.

% A TagMan 5E BT 2
oxidase subunit I ,COX D% &
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5 1.2 RBKEE,
5.1.3 RBRWHFE.
5.1.4 70%Z8E,
5.1.5 Z®¥.1% CTARcetyltrithylammonium bromide, ['7/StEHE = H EZ R ), 0. 05 mol/L
Tris-HCI(pH 8. 0)| Tris -; tris (hydroxymethyl) aminomethane, = (BHF E)FHEF & ], 0. 7 mol/L
NaCl, 0,01 mol/L EDTA (pHS8. 0)(ethylene diaminetetraacetic acid, 7. “FFII 7, B8).
5.1.6 TE £ ¥k (Tris-HCl, EDTA 2§ #h#): 10 mmol/1. Tris-HCl (pHS&. 0),1 mmol/L EDTA
(pll8.0).
5.2 ER%H PCR % DNA Al N E
5.2.1 2xfmBHENHELSH: &8 Ex Tag HS(EWKF 1,25 U/25 pL)  ANTPs (R E &
¢ 4 mmol/1.y Mgt (B E 3 mmol/L),
5.2.2 HELEISIWEBSR - SETEAEFNLADNA XNEZRKIYW(FARILE .AZE
(A DNA) . &5188&5%kE 0. 1 pmol/L~1.0 pmol/L,

®1 REASRESIHET

s W F 7
% 5'-51 4 5-TAATCGTCACCGCACATGCC-3'
% 3-514 . _ 5'-CTATGTCAGGAGCCCCAATTATCA-3' )
HER-T4H 5 GGCTGATTGACCGGCAGATTA3'
HEME 3514 5 -GCGGGTATAGGTTTTATTGATGGC-S

5.2.3 ABRHEKRAERNESE . RN AEEL DNA W AENAZROHRT OFFIFERL 2. &
9% BE 540 B B St 306 DCR 30840 JEEAR B B B 2T 26, SR B F Aol iy 2 IR R BB 5, R4S K
SeERH AR ERTERET.

®2 BREASERHFT

£ W _ FF #
IRE 5'(FAM)-ACAAGCCAGTTCCCGAAGCCTCCA -3/ ( Eclipse)
S F 0ty 5" (HEX)-CCGCCACGACGATGAACAGACGCT ~3" (Relipse)
5.2.4 FHHEXE. HE @& WIL sy R R BR & 1 R .
5.2.5 X#EK,
6 NHEHE
SEBf 6 PCR K R4 .

BB O oy (e B Sh o e 6 BT

B X RE 0.0l g.

BLOHL B H 12 000 g,

MEBHEAE 0.5 pL~10 pL,10 pL~100 pl, 10 pl.~200 pxL,100 pL~1 000 gL,
FATEE Y PCR R4,

ERAER.

HEERSH &
R GB/T 14699. 1 ReE B EZHmEREH&, T4 BSHAERA.

-~ o M B W N =

-~

0000000 www.freebzne) OCOODO OOODO



0000000 (www.freebz.net)

GB/T 21102—2007

8 RESR

8.1 #MRE DNA I

FRECGE B R EALRLE 7 100 B #RIL 50 mg;60 HAREL 100 mg; 20 HFHRM 200 mg) T 1.5 mL
R, A 600 pL~800 pL BUfR ¥ ,65°C 30 min, S5 10 min B E 512 000 r/min B.0 5 min, &
BREFRE--FHEBLEP.M 400 pL ZEF iR+ B R CLH1D . FTEAEA 12 000 r/min FoL 5 min,
B EERE—FELER. 0. 8 S5 ERFRE, FHR FIHE 1 h~2 h;12 000 r/min &L 10 min, #
ERW 70N LR — LT s A 50 gL TE, BEITEE.

7] FISE3 R DNA REGATN & R Bk DNA,
8.2 DNA REMHEMNTE

BUS pL DNA BHEINWEKMER 1 mL, #HRRE A 43 5066 260 om 70
280 nm HLEIHIEAE Aneo T Ao o DNA BIREHF R (DOHE:

c=AX N X50/1000 P PRI TEIPRTTR PR DR T TTY G N T
K.

[

DNA R B, B 0B SR e/ pL) 5

N— B B .

8 Ao /Mg, HABZE 1. 7~1. 9 ZJE R} EET PCR ¥H8,
B.3 ZEMWEH PCRER
8.3.1 ERIARMESN 25 pL,2 X R EEB A TR & BN 12.5 oL, RIS 5 ¥R S BHRE
HAEMIRHEEE S 1 oL, 385 DNA( ng/pL~100 ng/pL)1pL, IXEEKE 25 pL,
B.3.2 ZE&AZMFN PCR BRIBETMA LBRIRFGE. FEE. BLOH 5s~10s,
8.3.3 ¥ELJE M LRI PCR BN S WA LMY PCR BT RS, TR A ERNF .
8.3.4 RPN PCRENSHHEZHTHURERNARBITELHHE. —RYEFERN.
95°C 10s,1 74E3R ;95T 5s,60°C 30s,40 MEFF , BT B K AP A IE N
8.3.5 RMEHE . BETVHHERH CHEANEEE.
8.3.6 RIMHAEHSUEHENE. BEABRISAME. BENSREERA K EREY R,
O R £ S A R 4 SR AR B 4R B, RTSE R a9 DU K R BLAR DNA fRZS B R,

. AT SRR REERSEMNEX PCR &M i EH /7% X PCR &1 .

9 ERFAGIRE

9.1 ZBROWEHEE
EFERmNER., BERERUMAENSBREELHETERE.
2.2 HRHAR '
9.2,1 WHEZR
SEXMNE. X FAM RRESEH. A HEX ZEFESRH,Ct HR<35.0,
BHMER B8 . G FAM 35 S8, B HEX 3RS/, Ct /<35, 0,
FfE% . F FAM fi HEX 30bf5 S8 . H FAM i sl B 4 5 B 28, G {H<C28. 0,
T, TR REE.
9.2.2 RAWEHEEMAR
Ct {35 % BE, Co H>35 HFHHE GF LK 3).
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F3 ERHARERL

FAM 3236 HEX %3

HRAERMA

LA 24T RO T L 4 55 X0 BT B R 0 ROB S TR AR B, IO SR FAM
o3 A HEX JEARLL L B Cr S35, U5 0 4 A AL R AL 4 J S8 Cr 0> 35,
ARHFEEREERS

RIES AT BT A S BN R RS RER BRI A &6, HEX R

2oeis i, Cr (35 (UL R A E B A E S M fEH DNA B 38  nRF
FAM 3k, B Ct <35 ME N & A RMERS 1R FAM PR CoE>
35, A AFEEREERAS,

Bl 47 B B PR EE 5 S R R M A R E R R R R SR B HEX 3036
H R FAMZEE RS HERASHRRIERS.

PCR BRI %M. HEUTFILHWEBREST KA.

D G 5 [ A T G e B ST B 4 R T A U AT BB A 5 DNA &7 [l B, 2
B 5 o T B8 774 PCR R IR .

@O NRARRHGFOEE BERERERER, WA ERZRRERKREN
&,

9.3 HRF=TR
B HARERD .
B R R

10 AR B2 ch By b 37 X5 R R4S 18

¥R SN/T 1193 P67 .

1N EFHLE

T N T ey

T

435 ,155066 - 1-30290

. 10.00 @
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