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il

]

AR IR GB/T 1.1—2009 4 H M NRE

AHRUER S A ARHLTEME I

ApaEh P ESEIYESHED,

AbrvE 2 E S s AL AR Z RS (SAC/TC281 ) AW,
AhRiE i b B LRSS S LR YR B B R SR I HSRE,
AARHEZER AN ARG TR

AR EREA: B3I TF. B, KE. RALR. BRI



LW HXEE PCR &M%

1 EE

ABRERLE T SE 50 Sh it SR A8 PCR ANSERFFEE PCR W%
APAEE TR RWINRAR AL, SRSWEMY . LRI R tEE
W4 it P S SR AR

2 FEMSI A H

THISEXS FA SRR R AT D, FURHEIE BISSRScH:, U B iR
AIERTAS o A B BIR 5 30, HEaiAR (AT BB I id Ao,

GB/T 14926.8—2001  {SELRzh4) ORI E: )

GB 19489 (LBE AYTLEHAER)

GB/T 194952  (FHEH =R L= HARER )

3 RiE, BENMLERE

3.1 ARiFMEN

THIREMESGES T AR,
3.1.1

FAESER I polymerase chain reaction, PCR

RSN S RURER: DNA BT : Bl DNA B mRA e 4%, 75 DNA B4
B ERALE RN T , RSB RIS |5 B S5 BUR DNA Bkt EHIRK—
BOHANTI AR KMAMESS S, 57 DNA BATM/ER T ADUR ANTP Yy, 45|98
DASER, SRSEAWIEE ARV, IR K AR —E5, ARy R A B a1,
312

LM EAESEHERN real-time PCR, R PCR

LR P PCR 56 : 7EH L PCR WAl b, 7ERNAR P ASERHTO60EE, F)
RPEEE SR BLM KR PCR R, E RN BEA R RTELHMES, MR
T PCR ¥ i BN &, BJalady sthaent RABEAR T E R ER M. (K47
EWH “PCR” #kA “¥i# PCR” £ATEH “Luf %k PCR” #47R 5, B & LHKRE, )
313

Ct{& cycle threshold

SEBTHEE PCR KR H NN A 99615 5 1A B Y RMELE P2 B OB R4
3.2 YEm&iE

TP GER RS T AR



M RSl

DNA JREZHERRR deoxyribonucleic acid
PBS B§ERERZE PR phosphate buffered saline

4 w7 ERE

FIAE BT IR BUREAS F B <2 B4R DNA, 4150 X JBAR#EIR 16S RNA R:H SR
(3 | I FNIRAT ), JE 1t PCR SHBEAR DNA #4791, 4% PCR R4 A &k b 2
& B R BR LAY

TR A PCR TS RIE WM PCR MR B, MMAT —&FKIERENTOCHRE, B4 ™
SRR — RGO A — MR IO R . e R, MEERRH IR
EYOK AR, PCR YGRS, Tag BEH 5' —3' AMIBHE MG ERET BRUIRERR, (HE%
SEEF BRI ERA SR, WERIERANEEK, RNESF AR, B%E PCR
R R HEIR AT, PCR PP 57GE SR KEXN KRR, Bk, TGRS RNZELES
X R BRASAR A TR

5 EFEigHEMHAE

51 PCR1L,

5.2 ZEEPEE PCR 1Y,

5.3 HIKL

54 BBRBBINERESG.

55 FHBHE LY,

5.6 HEELHL,

5.7 {HEMFLR.

5.8 RIERG.

5.9 HLSHKEE.

510 H¥E24E,

511 PCR#BHTIER.

512 ¥kfE (-20C)

513 MEBBE (0.1~2pL, 1~10pL, 10~100 uL, 100~1000 puL)

514 KEELS (1.5mL, 2mL, 5mL, 15mL ), KE%:k (10 pL, 200 pL, 1mL) ,
. RE PCRY MR ME (02mL, /GEE 96 FLiR) -

515 BZIGEEBEA: 90 mmx150 mm HEH4Y, MFRRTESNRE 20 min,

516 RHTHE: 377]. HJFMRERKTFH,

6 Wl
BRARRIUAIIAN , B SEB BRI AT Al SEIRACH R B FK.
6.1 KW PBS. B vk MR A,

6.2 DNA fh3RH : 2P DNA #REGAH] & DNeasy Blood & Tissue Kit BiHANEHE™
6.3 JKZEE,



6.4 PCRAHM: Premix Taq™ ( Version 2.0 plus dye ) BRHABE ™5,

6.5 ZCHPEE PCRIAFN: Premix Ex Taq™ (Probe qPCR ) B{HAt &35,

6.6 DNA 7T BEMRME: 100~2000 bp.

6.7 SOXTAE HLIXBW, Bos ek ME A,

6.8 BRMLZEE: 10 mg/mL, FOHIFE:ILMR A; RIS,

6.9 L5%IFAEWEBERY, Bol v lMis A,

6.10 SIMFHRE: MIEE 1. £ 2 WFESIARE WREE S ¥PRIEREN TG RNase 755
FIKBCHIAR 10 pmol/L &I, -20°CIR7E,

F1 ZBPCRANY

ElE B2 SIS (53 ) PR bp
Em5Y AGCGTTTGCTTCACTTTGAA 266
R84 GGGCATTTCCTCCCTAAGCT

®2 ERITEN RT-PCR 3183 |1 450iF 4t

5| mFnERet 2 5 SRR AT (5 -3 )

NAGELY) GGAAATGCCCTAAGTATGACGG

Rmg149 CGGATAACGCTTGCACCCTA

wEF FAM-CCTTGTCAGAAAGCACCGGCTAACTATGTG -BHQ-1

I HEHLATE AL 5 FAM Fl BHQ-1 Bt MAT RSB M A A B AP BRI R LA A

7 A&

71 YR eR

LEARNE KA IR GB 19489 FUMLAE, B R ARSI R T AR AT h e
7.2 REERFEAFAN IR

RSB PHEARE R U5 Y, RAE BB AR B R N — T2,
72.1 JEERAH

FIR, TERESN Y BB L S H SR MR FFRIBEA 2.0 g F
TW 5 mL B.0%, A 4 mL K& PBS, RS R BT W 1~2 min, 4
S&H,
722 XIFRSyBEEEFY

ATLVE S ERS GB/T 14926.8 TSR P R AR S B S e S
IR AR 3R B3 R E R AL A TR
723 MR

EEHRAT SRR T 15 mL BOH, 3000 t/min Bl 10min, %1%, o
1 mL K4 PBS ERAIM, R/EHMAHEREHITL 1.5 mL BB, HE&.



724 SLHBNYIRE
72.4.1 SKRBHERL. HoBLFIOK

BOE B SCIRE R SR B TR ZAWEAS T, INAERKE PBS (FARHAIENE
LWBEHTHART ), HBEEEM 5~10 min, MRS, MREBHEBEE 15 mL H.OEP,
4°C.. 12 000 t/min B.0> 10 min, B EERHEAR—TH S mL BLOEH, WM. BUE
BRSO EEEBRIHE S mL BLEY, ®5EH,
7242 SERFHVIVIERE

PR R PR EU R 3 b1 4 R O e R TR , R TFEAKE 15
mL B, IAERKE PBS, B 5~10 min, /MRS, BUBMERT, KE.OET 4°C,
12 000 r/min BS.0> 10 min, B HEBEAS—FTH Sml BOEH, Swoah.
725 R

KRBT R AT 2~8°C S T RTERL A BT 24 h; HF KPR, SR E-80C
vKEE, ERGREGER ERm (RRAER 3 W) .
7.3 17 DNA 2}
73.1 BU50~100 uL f9REAE 1.5 mL 3 2 mL B0, B0 20 pL B HEE K, FH PBS MM
% 220 pL,
732 JMA 200 uL v AL, RIER TSRS, 56°CHEE 10 min,
733  HILA 200 uL RITGK ZBE, WIERE TR
734 BBUE 733 MIBSWEROHEE, BOMKE 2 mL WEEF, =6000 g (8000
v/min ) .0 1 min, FUREB M,
735 EOHEBEDE 2 mL WES L, i1 500 pL B HIK AW1, =6000 g (8000 r/min )
B0 1 min, FUEE W,
73.6 EOHEBEDN 2 mL ES L, 500 pL ZE MR AW2, 20 000 g( 14 000 r/min )
B0 3 mine, FUEE M.
737 BEOEERGZE—NEI 1.5 mL B0 B, TREX 200 uL MR IR AE TERIMER L,
M 1 min, >6000 g( 8000 r/min ) B> 1 min, HIEFH DNA MR H3ET T —4 PCR
RN EERREEHEAT PCR B, BiF-20CrKAERAFE .

V. % DNA $EEU R4 % DNA $2BUR5 & DNeasy Blood & Tissue Kit 43 #7, 7]
i FHECA 5 iy DNA RBURHI & T, BBy TN A,
7.4 E3E PCR
7.4.1 PCR KNiRR

PCR &R L35 3, SR W O TG S 7E vk 0 3 AE , 480k SR [R] At 3 3 PH PR Xt HE
BR Mk R 2SR . L, DAAE ST IR R Y 41 S B SR AR LAY DNA 10 PR
XHEBA ; RS HE X DNA #4 (ATUREXSYALNRIEREHRY ) EX
BR X BRAEAR 5 25 S BB AR A AR 4 IR ( no template control, NTC ), BP7E SR H A
KRB



KW
£3 BIMEER RS REHE

RRAS R&/pL KRG
2xPremix Taq Mix ( plus dye ) 25 1x
EERFIH (10 ymol/L ) 2 400 nmol/L
RIE51% (10 pmol/L ) 2 400 nmol/L.
DNA it} 10
REEBFK 11
B 50

742 PCR R&%

PCR R BHNE 4.
4 PCRENSH
HH BE/IC H &/ min EE

TR 95 5 1
i 94 1 35
Bk 55 1

FEMp 72 2

FEqf 72 10 1

TE: MERAMAAAY POR MRS, [ R AR 2 BT ST MR S

743 PCR =Yy Ay B e i e e ki WU e B

¥iE & SOXTAE B IXTAE WA, PEHi & IR Y BRI Z 6809 1.5%B RS sEms
PCR [UMZHRE , BL 10 uL PCR F=HI7E 1.5%B 8R4 Bk, DL DNA S FRE
TEASH, BEX/IMBIREIM KRR, 57 35 Viem, X Rk 355

JEE321 G ) SR B R VR RIS RUE TR AR5 R SR T T Pk 2
7.5 SZE9E)G PCR
7.5.1 SLAT%% PCR R R

ST PCR RBIAR B 5o KRR HIZEK 480k, Bk R ihNzagy ol
MR Bt R Az xR, b, LSRR 2 P A M S 4R U DNA 4%
FEPERS FRBEAR ; ARSIk DNA KA CRTURIE % S48 SR B A0 anpa s 5y )
Ve BN AR s 25 Pyt BECH A ITREAR IR ( o template control, NTC ), B[R R #H

KRBT
RS BMEARRERRSS
EEas REmL HIRE
2xPremix Ex Tag Mix 25 1x
Em514 (10 pmolL ) 1 200 nmol/L,

K54 (10 pmol/L ) 1 200 nmol/L




R R

=
REEES AR/pL HiRE
%4t (10 pmol/L) 2 400 nmol/L
Rox (50x) 1 1x
DNA B 10
RAXRHEFK 10
B 50
T ) Rox RIERA Rox BB HSLR %)t PCR A LabTH et uRin, FHRKAHIF.
7.5.2 SERETPOL PCR M BH
LR PCR RS HULE 6,
®6 TRITENK PCR RS
H& RE/C B i REVHES fEEFRE
At 95 30s % 1
Atk 95 5s 40
Bk, MR 60 34s P

¥ A AR S PCR MR & AT, REARI RN SHT AT HE
RSMERE, RIBRENTOCIRMN C EAESR,

8 HR¥IE

8.1 i PCR
8.1.1 JRiBhRvE
FERAME: . R BR ST 45T, B PR R B i 7= 22 HRL KRG T D028 266 bp 4
BELHE, FAVEXT BREGY = AT A, WHTERARE
8.1.2 #RHE
8.1.2.1 MEARZHUSHERRTK, TERRRBIN LR 266 bp P4, HI WIS RMA
BERBH
8.122 HREAGHUSEEERHEIK, TR RN LRI 266 bp I AR, FIWMISR
PAZERRATE o
8.2 SLHIPEE PCR
8.2.1 ZRSTAMFMBE
BHERERINGE, EAMBELEFENRENESH RS BRI TRE, DIEZLN
TR I BAVEREARY ™ 1 i 4% i A 1R
8.2.2 JiiEtrvE
8221 ZWHNMRE CtE, ALY WML, —EHNKFL,
8222 AWM Ct{H, HERFOLY Mk, —EAKFK,



8223 [HMEXHR Ct{ENI <35, HHAWBRIOEY WLk, WEHRNARZEGEY;
BMHBAIE TR, FTEFHIHTELHEE PCR 1,
8.2.3 ZERME
823.1 ERRMBEATCIE Y Lk, T I 3 AL R R
8232 FEFRMBAETEY WL, H CtME<3s5Bf, W BB Fat:
8233 HFFRIAEA CtEATF 35 M40 26, MEIFVATEAIEE PCR AW, B
W5, & CtH=40, WHEMZFARBRAM, EFRIE, & CtEmNT 35 fld0 >
[, T 2 Fil S BRAAAR R AT B P, Bt — AT .
8.3 JFFlE

VBT, ATIRRRFREAY 1 B A B PCR PRI TR FINGE , AR 5D AR
KRB SRARE R R BUFFIHATION, B REHETE 90%L |, AL REAi %
JEARAZBRIAYE, 75 W) 5 i = EUA R R B

9 tEMTIEREER TR
¥ GB/T 19495.2 FERHAT,



R R

Mf & A
(T )

AR B

A1 0.02 mol/L pH7.2 BAERELZE vy (PBS) HIECH
All AW

0.2 mol/L e — S AWML . TREUBER — 84 (Nall,PO, - H,0) 27.6 g, SElNEREE
FKGE, BEESZ 1000mL, B,
Al2 B®

0.2 mol/L BEBASE, — VAN . TREUBEER S 4 (NayHPO, « TH,0 ) 53.6 g ( 5} NaHPO,
12H,0 71.6 g B Na,HPO, -2H,0 35.6 g) , FelEBEE F/KER, BEEAE 1000 mL,
B5,
A.13  0.02 mol/L pH7.2 BEEREEZE vyl (PBS) AYECHI

B A ¥ 14 mL. B ¥ 36 mL, jm&4k4 (NaCl) 8.5 g, fill 800 mL BB F/KIEMMERE,
F HCl# pH & 7.2, BEEAE 1000 mL, £ 121°CHEXRE 15min, BHEH.,
A2 50xTAE Ik
A21 05molL Z"4INZ.ER—4% (EDTA) ¥#¥ (pH8.0)

.8 Z.88 — 41 (EDTA -Na; - HO) 18.61¢
REEBETK 80 mL
5 mol/L R EAEHNIE 7 pH £ 8.0

KEFEEFAME 100 mL, 121°C. 15 min KEEH.
A22 50xTAE Uk ZE mik A il

FoRL B L E P (Tris ) 242 g
TKBEIR 57.1 mL
0.5 mol/L EDTA ¥, pH8.0 100 mL
REEBFKME 1000 mL, 121°C, 15 min KEEH,
R REEB FABRE A,
A3 Bibz4&E (EB) W (10 pg/ul)
BRI 8¢ 20 mg
REEBFK 20 mL
A4 0.5 pg/mL RILZEERT 1.5%IBEVEERBLAYECH]
TEARvE 15¢g
IxTAE HIK MR BZE 100 mL

BAEMMER LR E 50~55CH, MR (EB) W 5 uL, BRI
A, BARPEESIE, BRTEARKES, REEHIEREARAARKE L, BEEEER
BN 3~5 mm, FHIATERE T S EEASHE, FEERRTRTEN.
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