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Bl

AARUERR IR GB/T 1.1—2009 4 HH B 44 5
ASHRIER 37 R AT 3%

ApRiE il P EZ R SYESAO,

AAREH 2 E LR TE AR Z R & (SAC/TC281) HARWZ,
AHRUEH P E LI S S R SR HE L B B R AR Y IR IR,
FAREFERERAN . T REZRIY LT,

A REREA . 4, B, T#. 230 KE. REW,



XWHY &% E PCR&MNA®

1 &E

AMERE Tl %38 RT-PCR F15ZH3%56 RT-PCR 30 5%
AIEE TR I EARG R LE, SSIEIYIERY . SCIR SRR e e
Ykl & Al SRR EE AR .

2 HetEs| A

FISCAERS T A SRR DA AT . FURIE B BI85 o, U B 3
WASERTAIUE, LRARE B BMEI M, REFRA (BEFENERS) BT
A3,

GB/T 14926.23—2001 (32X 1L &R )

GB 19489 (ZLBE 4YRemAER)

GB/T 194952 (%EREFEHEN LI ERHATR)

3 ARE, EXIGEHEIE

3.1 ARiEFfEX

THIAREME GEAFTAIRE,
3.1.1

HEEHER R polymerase chain reaction, PCR

RSNABEAL A A5 DNA FEBIT s IR DNA 8RR M v 84%, 75 DNA
REMERMEENRMAET, BEERFFIBOHIBRE | 3518 DNA FskE
FARRI—BEEANTRI R AR KA LS, 57 DNA BAEMWIEA T LILH INTP
HIEY, BEEIMBLER, REAEERN. BTN B, Sy miE B
ELUJUTEEY 1,
312

HEER-BAESER L reverse transcription polymerase chain reaction, RT-PCR

LLRNA J5#H, KA Oligo (dT ). FEHLE IS4 RHE 14, RNA T8 REAE T
KRBT, i EA cDNA, SRIGFFLL cDNA /EMAEMR, 4T PCR 348,
3.1.3

LR HRFEHER-BEMERL real-time RT-PCR, LR35 RT-PCR

SLHFHIE RT-PCR FARTER ML RT-PCR BYZER b, 7ER R R H 1A S Rt e
b, FIHPEESHBLAHENE PCR H2, B ERIEH P IOt HES, |
BB PCR ¥ I BARH AR, BTy MR R AR AT e B B, &



L P s
PREFH “RT-PCR” Bk “¥%i RT-PCR” BATYH “LHPEE RT-PCR” HEATXH,
RAFRRIE
3.14

Ct {8 cycle threshold

ST PCR SR AR 45N R N SR IS 5K RIS 1 I (LA BT 2 D 1 R4
3.2 YEEGE

THIGEREIEE F TASARUE

CPE 4R350 cytopathic effect

DEPC £:H%ER —Z. [ diethyl pyrocarbonate

DNA JiEAEZER deoxyribonucleic acid

PBS BAERELZE I phosphate buffered saline

RNA ¥$l#ER ribonucleic acid

SV {li&%%E: Sendai virus

4 WNHERE

W ERFATFF L BEAEHE, #iH6 M—% %% RT-PCR 514, FaiE M E
HER, e R— R is o —ReRged . AeERirkBBuEAh RS
RNA, %% RERER S RNA R cDNA, 2345 55 | A4R4H#E1T PCR F1
SCAT%E9% PCR, #R4E RT-PCR FISZRYF25% RT-PCR KIS RAE ST RESHRER
BR BLG o

PCR FYEEA T/ERIER . DI A DNA 0 F MR, DI—St451 5848 57 smfn 3/
SEAMISAZ IR A Beh5 1Y (primer ), 7EM# DNA REBMEAT, HBEREEH
BBV B AR SR i B R 52T DNA 2 F& . BERX—3#2, Hinf@# ¥ DNA F
BB LIREY HE, SCBF9E% PCR ¥oit & i — 45 53 | i — &R R R4, IREFRINR S
BFRIE— MR ETOER M —MNER KN FR , FE BB, SRR RFRTOLESH
PR BRI PCR Y AT, Tag BERY 5' —3' SMIBHEERARE BEIRM, BIRETORR
F MK GO CEE B, VERAERNER, 5GES =4 g #5532, FiE PCR N
MITEFR#ETT, PCR =Y 59 E SR KESTNRR, Fit, AT LUESRIHEE S
FRREAR AT AT

5 FEGHFMEE

5.1 SEBIE PCR %,

52 PCRAY,

5.3 HKL

54 BRBBINTRG.

5.5 Nanodrop $5MHIEE T,
5.6 FHERHEE.OL

5.7 AXE L.




5.8 [HEME,
5.9 JRIEIRGEHS
5.10 HAGKBHFRHAFESE,
511 £Y&ZeiE,
512 PCR It#E#&,
5.13 -80°CYk#E, -20°CIK%E, 2~8°CHk4h,
5.14 HEBWA (10 L, 100 uL, 1000 uL) ,
5.15 % RNase fll DNase 5 ef#.00% (1.5 mL, 2mL, 5mL, 15mL) , 7 RNase #
DNase {553k (10 uL, 200 pL, 1mL) , & RNase Fl DNase JE2¢H 0.2 mL PCR IR
R,
516 RELE: 371, 87, ke,
6 k¥
BRIGHIBLIISL, BT SO0 AR R A4 SRR M R B Tk,
6.1 KHE PBS., WHF A,
6.2 JG DNase/RNase ZBF7K: %4 DEPC 4b¥f3 5 Tk 5755 F DNase/RNase Ko M
R Ao
6.3 RNA #i#iRH] TRIzol BiHMZR 2,
6.4 FTKZBEE,
6.5 75%Z ¥ (G DNase/RNase B F/K B4 ) .
6.6 =FHk (&),
6.7 HAE,
6.8 HFIAN: PrimeScript® RT reagent Kit, ] LA {d FE:Ah N FISERGH IR
6.9 ¥ PCRIAHM: Premix Taq® Version 2.0 ( Loading dye mix ) B ARG,
6.10 DNA &+ FHERH,
6.11 TAE BIKZEHE, WHF A,
6.12 BALZEE: 10 mg/mL, BT A; BEMSH™E,.
6.13 L5%IRARBREEAL, Bomiors: WM A,
6.14 S PCR & : Primerscript™ RT-PCR Kit( Perfect Realtime ), B EA &,
6.16 FIYAIRET: RIER 1 MK 2 FFTIE BE AR, 3 WAIES 1 RNase =5
FIKBLHI AR 10 pmol/L F1 5 pmol/L f44 W, —20°CIR7E,

#£1 TE RT-PCR ¥143[4

ElEEA SRS (5 -3 ) F=HIK M bp
nAGEILY] ATGAAGGACAAAGCATTATCGCCTA
RI5514 CAACCAGTCTCCTGATTCCACGTA

180




I % RIUAR
k2 SEEI%E¥ RT-PCR 3 145 ¥F0RET

S 4pIAREBFR SRR ET (5 >3 )

ERGY GGGCGGCATCTGTAGAAATC

BAEIEY) CGGAAATCACGAGGGATGG-

B4t FAM - AGGCGTCGATGCGGTGTTCCAAC- BHQ-1

B BREHUTT A 5 FAM A BHQ-1 #OG S RS AR N A &8 MO S R AT R R .

7 WwWFE

71 EYREEE

SEISHEVE RAL R IR GB 19489 MIMLE, HESHSERBEI TEN RGHITAHRRIE,
7.2 REERFEARLHE '

RRESBRPREARNBR NG, KRR BRSBTS N KETE,
72.1 JEESHA

TEIREIY R I RFCIT L ATALSE,, IR, TR RSN . o R BRIR 4SS | TR
FIERE, BYBUSRREA 2.0 g TRHE SmL B.04, fA 4 mL KE PBS, fAHRIISRKS
A 1~2 min, SRIEWHALEMRTE 4°C.. 3000 r/min B> 10 min, B EBHBEEAS—T
B S mL B0, w5EA.
722 BEHRNEYSREE

TERESYERNAEYSRIE, BEFEEAR20g TAH SmL BOE, A 4mL
KE PBS, RIS HESFHASIH 1~2 min, 12 000 t/min B> 10 min, B EFBHEAR
—XH SmL BLEP, HEEH.
723 HHHEFRY

Fh—: HEEBREAERS M3 CPE BT B MRS FRYT 15 mL B.08 0, 3000
t/min B0 10 min, 217, W11 mL RE PBS EE4M, REKAMBRAEHIITE 1.5
mL BELEP, R5ER.

FE T ARG I CPE BUAT SIS SR R B kA 3 1R, MRS
F 15 mL B4, 12000 v/min B0 10 min, EHMBHE, FEREBALHE 15mL B
LEW, R5EM.
724 SLRFHYIFE
7.2.4.1 SEIEHYIERL, HBHRIROK

BUE BB Em RS B TR ZBHEES S, MAERKE PBS (R Mkl
LB T WA ), HHIFEW 5~10 min, /B, WIRBRAERZE 15 mL BOE T,
4°C. 12 000 t/min B> 10 min, B EEWHAST—LHE SmL HLED, w5EH. Bud
BBk EREBELHE SmL BOEP, WTEH.
7242 ZERFHYRMERE

FR AR F RS R sh YR s 45 R O osR R m TR, BRFEAKHE
15 mL B.04%, MABEKE PBS, Bl 5~10 min, £HRS, BT, BELET



4%, 12000 r/min B.0> 10 min, B VWSS A B—FH 5 mL B0, W,
725 BERKITER

KA REATE 2~8C KM T IR 24 s AR, JUE-80Ck
8, ERIBEG R AT AR (R 3 %)
7.3 FZK RNA 5

TRIzol M AKAH F, MR8 —KEFE, BB MBS,
7.3.1 B 200pL Zb BRI HIREASN 1 mL TRIzol, Z4AMEA, HIEEE 10 min RT3,
732 $AEETF TRIzol IIA 200 uL 845, % BREAG 2 RFRIRGERELE 155 R
REFREIRSAS, LA HEP4 RNA BiZY, %% S min, 4°C. 12 000 r/min B.0r 15 min,
733 RURRAMSEER: TR GHER-AWE, B, EEREHIKEER, RNA
FFIETRBER S, KRR A B2 BTl TRIzol Z55HEG 60%. W - JRKAHZ A —B
DB, RSB A AR
734 HEZI TRIzol MA 0.5 mL FRENRS), FEME 10 min, 4°C., 12 000 t/min
B0 10 min, 3 13, RNA UUE—MRTE B — BOR R ULYE I 2 Tk B F A e
73.5 BRI TRIzol MA 1 mL 75%Z.8, WAHRG B O, BIBIR. 4% . 7500 r/min
BD Smin, FF LW, WEOEENIRAKLE L, REGRERT,
7.3.6  EiR BARXT T4 5~10 min, RNA BARES T T4,
7.3.7 i 50~100 uL JG RNase &85 FK 7% RNA B4, 511719 RNA BLRRSFT T —2
PCR JZRE; EEMARRESAT PCR L, B F-80°CIKEE RIS .
7.4 i@ RT-PCR K
7.4.1 RNA g

RNA BRI R R 30 SR RDR A BRIZE VOB 30 | 5 o 462 37°C., 25 min;
85C 550 RIIT=HIHIl cDNA, SLEI#HT F—2 PCR G ; £R8ksy BPi#4TF PCR, ¢DNA
PREFIE B BBIE T —20°C o - A IR (R 7 B F—80 C YK 45 ., 10 L B2 T K 500 ng
M6 RNA A 7] R 3R], R4 BB 0 FIRRE ) S 28 015 O 2 s T
Bt

®3 RNA RERREEER

% R&npL IR
5xPrimeScript Buffer 2 1x
PrimeScript RT Enzyme Mix I 05
Oligo dT Primer ( 50 pmol/L ) 0.5 25 pmol
Random Primer 6 mers { 100 pmoV/L ) 0.5 50 pmol
RNA #tR 5
RNase Free dH,0 1.5
S 10

742 PCR i
L@ PCR FIARE 4, SRV BEHIZE VK b e BRI [ o 183 BR M B
BMERT BB AnZs AR, Hoe, LA &R A S S g S 5 Y8 B RNA YE R P



1l B R R

SRR ; DOREA GRS RNA B4 (ATARIER SiHRSIE S MRy ) 1y
RN BEARAR 5 23 A% B SR IR W R (no template control, NTC ), BIFER R H K%K
KRB

%4 PCR RE#&FH

7 AR/uL BIRE
2xPremix Taq Mix ( Loading dye mix ) 10 1%
ddH,0 6.4
PCR IEM3[% (10 pmol/L) 0.8 0.4 pmol/L
PCR FLiH514 (10 pmol/L) 0.8 0.4 pmol/1.
¢DNA R 2
BER 20
743 PCR NS
PCR R ZHUILE 5.

®R5 TFEPCREREEH

2z BB B 18] A
ARt 94 5 min 1
A 95 30s 40
B 55 30s
FEAH 72 30s
RS 72 5 min 1

W AMEAEAZR— SRS RIPCR AT ARAT, REKRMR SRR,

7.4.4 RT-PCR F=4y BB NG HHER S i DR AU A0 B

RT-PCR KR4S, B 10 uL PCR FEMIE LS%BrHRRRBHR AT ra Uil . HE 2
S0xTAE BB, IxTAE W, BUR|SHEREUBHRILZ 580 1.5%IRAREEERL . LA DNA 43-F
REMENSIR, dER/ MR R R R, —RISHITE 3~5 Viem, 4 EHIUNEST)
BRI BT B, FRIK SR UE TR S R T R Ik 4R
7.5 SZRTHE RT-PCR
7.5.1 SEAHEE RT-PCR RN AR

SR RI-PCR RMAR L 60 SABAVECHIZEK L3RdE, BRI FN Bt
Mext R BAVENTEAIZS B R, Hib, DE AL ARFE A AR YR RNA
Ve BT IRIEAR ;. AREHAIEHE RNA A (WRRIEH S A s IE ¥ 4k
W1 ) Ve MR IRARAR s 28 EI S R S ANAIAEAR X R (no template control, NTC), BRFESRL
A PR RARB AR



KW AL
# 6 SERTHEYE RT-PCR R RIS RECHIFR

REEASY FAR/pL ®iRe
2xOne Step RT-PCR Buffer I1T 25 1x
Ex Taq HS (5U/uL) 1
PrimeScript RT Enzyme Mix 11 1
EM314 (10 pmol/L) 2.5 500 nmol/L
514 (10 pmol/L) 2.5 500 nmol/L
4 (5 pmol/L ) 2 250 nmol/L
Rox 1
RNA #ifR 10
JG RNase =B F7K 5
SRR 50

. 5 Rox RIEERF Rox PO EEIB A6 PCR 4L AT MINEIN, TIFHAHF .

7.52 SZETHEG RT-PCR K S5k
SERFH%YE RT-PCR WS HRE 7,

7 SRS RT-PCR R SH¥

HR RE/IC ftig RERHNES BRI
R 42 5 min & 1
T 95 30s 1
G 95 5s 40
Bk, Ei 60 34s =

ARSI — BRSPS A TOE RT-PCR AR EHAT, RAMKRMSE MBS HITHA Y, Wi
WE, RIBUERNTECRZR Ct EHESR.

8 HRAXE

8.1 3% RT-PCR Z5RHE
8.1.1 JR¥EbRUE: FAMEN EFIZ G IR B, PR IR BB/ (180bp)
H AP 8205, R R DA RIE1TIEH ; BRI TC3 , WEHHTEE PCR Y1,
8.1.2 HiRHE
8.12.1 FHEBRLIAMT, HEARBITHIR/N (180 bp) WY &, MFETHIEREAME
SRR AL BRI B
8.12.2 JRIEBLIAMT , HANIAEHAR/N (180 bp ) HIF HE4H , WA HEREAA &%
FERLERAG I BH M
8.2 ZA}HEYE RT-PCR 45 R H5E
8.2.1 BRI MEE

HERBMZE R, FEEMBERE FE AR B TR, LIBRELNI
it IEH BAMEAE AR B il S B AT



Tty 3 2

8.2.2 JRIEIRME
8.2.2.1 ZEXERTG Ct{E, FHHITHOLY Wk, —EH WKFEL,
8.2.2.2 PBAMEXTRETC Ct{H, HHIRTOLY Hhsk, —E KL,
8.22.3 PHEEXIE CtlE <35, HHAWHBMNZRICY WML, WR\RNEREBITIER; &
AR TR, TEF AT TOL PCR Y1,
823 HiRAE
8.23.1 FHEHOLAMT, FHAFRINEEATIOEY Wihek, NAEREAL &R EZRRKm
Ao
8232 FHBMIEAMT , HFRMIBAFETORY #ihsk, H CtE <3587, NHMHEARL
BN R AL BRI BH M
8.2.3.3 FRERLLAMT , ERFRIUFEA CHEAN T 35 Fi140 ZIA), b B FTHEAT BT 56 PCR
Kl EHRGE, & Ct{E=40, NHIEHAREHIIERE. EFRNE, & CtEl
A-F 35 F1 40 Z 6], NHEREAN GRS, Jik—2H#TFIIMNE,
8.3 FFIlE

VR, ATERRAE Y B 5 P PCR Pt TR INIE ,, RIS R SE AT
ERIGRBIFRER BRSBTS, FAIFEMERE 90%LL L, RIS RREER G
JREZIRIATE, BWHEANEREAERAN

9 T FB B IEE S a0FE i
218 GB/T 19495.2 FREIER AT,



WA (s

Mt & A
(HAEHER 3 )

A R ER

A1 0.02 mol/L pH7.2 BEBAELZE vh ¥k (PBS) By
All AW

0.2 mol/L BFER —SSNINTE . FRIUBERL — S (NaH;PO, - Hy0) 27.6 g, Simidfts:
BITKEE, BI5EAE 1000 mL, 1§45,
Al2 B

0.2 molVL BABESE —HIWEW . FREUBEER S — 4 ( NaHPO, + 7TH,0 ) 53.6 g ( B
Na,HPO, + 12H,0 71.6 g B} Na,HPO, - 2H,0 35.6 g), BMBEREBTKEM, BESR
£ 1000mL, B4,
A.1.30.02 mol/L pH7.2 B¥BREL ik (PBS ) MR

BAW 14mL, B 36mL, MM&ALA (NaCD) 8.5 g 1800 mL Jo B FK B s,
HHCIH pH £ 72, BFEAZ 1000mL, % 121 CREXHE 15 min, BEI%H.,
A2 JG RNase 2B FoK i B

SR B FAHRATREL 0.19%1m A DEPC 324 VR E R, 121°CR R K 15 min,
BEEH,
A3 50xTAE B3k i
A3.1 05mol/L Z =4 WZ. B =44 (EDTA) %% ( pHS.0)

LZEINZ. B =41 (EDTA -Na, - H,0) 18.61 g
K EBEFK ' 80 mL
5 moV/L REALGTAW & pH £ 8.0

KEFBFKME 100mL, 121°C. 15 min K&,
A3.2 50xTAE HLuKk 28 Mok B

REH R LE (Tris) 242 ¢
VKEEER 57.1 mL
0.5 mol/L EDTA ¥, pHS.0 100 mL
KEEBFKME 1000 mL, 121°C. 15 min Kei#&Ho
PR LUK B B Pk R | x i,
A4 BALZ%E (EB) W (10 pg/ul)
BRI Z4E 20 mg
KB HRBTK 20 mL
A5 F 0.5 pg/mL RALZEEl L5%BRHEEE I Y i)
R RehE 15g

IXTAE HE3KZE ik HNZE 100 mL



36 TR RS

o EIRE AL, BOE 50~55CH, B4 (EB) W 5 pL, BRERZ)
A, BRSNS, BRTEARKES, REHEIEREREINBKE. SREER
BN 3~5 mm, EWGAENE FEME I EE S, AEEFR TR T &M,

A £ XK
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