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ASHRUERR SR ARTEAE M % o
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KWWY EEHE PCR BT %

1 3EE

AAHERUE T 2% B8 PCR FISZHE 3% PCR R 92
FRFUEEF T LR WA 4, SRHEMBRY . U BB R A A )
P SERE (Poly) T,

2 WEES| A

FEUSCHRS FASCA R R AT A, FLETERE BB FICHE, UFE B iRy
WWAERITFASAE . FERE B BE o, HEHNA (AEFE MBS ) BT
AR

GB/T 14926.29—2001  SLIEhH) LRI E:)

GB 19489 (LWE AR 4EAER)

GB/T 194952  (HEEE=RHN LW ARER)

3 RiB. BT

3.1 ARiFAEN

TFAIREBERE SGES TAbRME,
3.1.1

REESER M polymerase chain reaction, PCR

PRINBEEAL & BUAS 5 DNA H B i . BitR DNA SB&BBAS R 565, 75 DNA
REWERMBEENRMALET, WRIEBARFII BT 5 [ 95 51 54K DNA W ke
LB — B EANFFI R AR KT E 454, HEfE DNA REBENIEAT LILA dNTP
KR, 5 LIIE R, SRS RS A BRI — BT, (AR R
BT 51,
3.1.2

KRR EEIER R real-time PCR, B3 PCR

S PCR J¥k: ZE% L PCR AR, TR DR R I A RS 6%,
RIZE 5 5 R RELMAMA PCR HER, MG RABIR PN S [FIJ 4 B2 B
T PCR M HiFHE R, &5y H X R AR AT S M B 4 (AHF
A TH “PCR” #FA “## PCR” ZA T 5 “5 0 % 4 PCR” BATE A, % LARRE, )
3.1.3

Ct{E cycle threshold

LHIPEIE PCR 3 AR R Iy RITIGAE 535 B2 10 B i BT 28 HITESREL



PRI RTTR

3.2 4EERTE
TR RS R T AR
CPE #iRASSN ( cytopathic effect )
DNA RS ( deoxyribonucleic acid )
PBS BEAERZE MK ( phosphate buffered saline )
Poly Z¥%% (polyoma virus)

4 wTRERE

FAE B B R BUEAS H 995 3 DNA, 4T WREERERFS) T-antigen 1 VP1 R BT
B B R B R R, 4158 PCR FNS2AT3%)6 PCR Xi#AR DNA #4781, ¥ PCR
FISCHT S Y% PCR Ml M A BB S A R ERRAS .

PCR 5 THEJEHLE DAY B DNA 2T 0B, U—Xt45) S8R 5' s 37
B MO R BB (primer ), 7ETHHY DNA RAMMIEAT, BEERELH
OB L Y B MR S T B B 52 T 1 DNA 2+ FA . BEEX—#R, WA fEHE 1 DNA
BB B HE . 52RO PCR & B — X S5 | iR — SR RAESRET , RE PR
BFRE— MRS TR — AN BRI . TR, WEEERSITOLES S
VER S ; PCR AT, Tug BERY 5 —3' SMIERE GRS BEIMERR , (ERETOLHE
B AR B R A4, WRRAEFING S, o5 St B as sk, Wi PCR S
HIEIRET, PCR P21 57RN(E B MK EXT KRR,

5 FEiGHIMH

5.1 SEEFHHE PCRAY

5.2 PCR1{%,

5.3 HK{L,

54 BRBGINMER.

5.5 Nanodrop ¥4ME3EE .

56 ®EEFELL

57 HRE L.

5.8 [HEBE

5.9 IR

510 HASERBNRFRALFRELR.

511 H¥&E2iE,

5.12 PCR Tk,

513 -80°CYK%E, -20°CUKAH, 2~8°CHK3H.

514 HEBWEE (10 uL, 100 pL, 1000 pL) o

5.15 % RNase I DNase /S4B 04F (1.5mL, 2mL, SmL, 15mL) , JGRNase 1 DNase
ERRL (10 pL, 200, 1mL) , J&RNase Fl DNase 1544 0.2 mL PCR ¥ 01

o



516 REETHE: 371, ¥, BHH%,
6

BRRr AU ISl, BTA SSI FANI el SRR h R B FK,

6.1 KH PBS. WM A,

6.2 JG DNase/RNase £BET7K,

6.3 DNA #hi#&i{: DNA #i#2i#5)£& DNeasy Blood & Tissue Kit, BiEABLR™5:,

6.4 iE PCR i Premix Taq® Version 2.0 ( Loading dye mix ), B0 Fl HAB L3083

6.5 DNA 4rFHERH,

6.6 TAE RIKZENB. KT Ao

6.7 BALZ%E: 10mg/mL, FLHIFELMFE A; SHEMEHF5,

6.8 1L5%IRMEMERER, Motk iz Ao

6.9 SER}HEE PCRIZH: Premix Ex Taq™ ( Probe qPCR ) Kit, BREABZR=H,,

6.10 FIYARE:: RER 1, K 2 WIFFIEHEE PCR 5[WRISLAHEE PCR B Kig
B, RS I RNase 3Tk BRl A 10 pmol/L F1 5 pmol/L A48, -20°C{8
fFo

*x1 & PCRE|ES)

Sim&R 34T (53 ) FEHIK N bp
hAGEIE ATGTGCACAGCGTGTA 369
e/ TGTCATCGGGCTCAGC

2 SEEITESE PCR 3843 | 4F0iRst

SIARE 2R SIMFREE T (5' 53" )

EE514% CGGCGTCTCTAAATGCGAG

a4 AGCAGTTTGGGAACGGGTG

Bar FAM - CAAAATGTACAAAGGCCTGTCCAAGACCC -BHQI

: HEHUATIE AR S5 FAM # BHQ-1 S0t MM MR ISR AR it & B Gt RE AP R R4,

7 wWlAE

7.1 &Y

LB AL TIR IR GB 19489 HLE, HESHXE R TIEARFTH R EE,
7.2 REERBEAMALIE

KRB EANER LGSR, RIS B PN — R EFE,
721 JEERALR

TERSYIR R R BHRATALSE, #IH6, TEREWN . IR, Mgas .



0 FERIRE

FURALR , WEWRR. U TIR. BRAG RIEWESS, BUIRARHEA 2.0 g TOH 5 mL B
&, MA 4 mL RH PBS, MFEIISEIBIRLEIE 1~2 min, RFEHLERTE 47C. 3000
t/min B0 10 min, B EHEBRHEAS —TH S mL BOEF, H5EH.
722 BHRWAEYSEE

THREA | g WEHNEYE 1~2 BEEEE TIH 5 mL B.0%, MA 4 mL XH PBS,
i FH B A1 28 40518 1~2 min, 12 000 r/min B5.0> 10 min, B EEREA S —TH 5 mL
BB, w5&A.
723 HHEREY

FiE—: HERBREAZEMG B CPE BRI SR AMIE SR T 15mL B.0EH, 3000
t/min B> 10 min, & L5, 0 [ mL K& PBS BRI, REH4IBREBBILHE 1.5 mL
BOEd, RS

T WrE ARG B CPE BU] SRR 41 MUE R R E URR 3 1R, MR SBER
F 15 mL BELEH, 12000 /min 8.0 10 min, RN, FEBRERIILE 1SmL &
LEY, WE5EA.
724 SERFYIIE
7.2.4.1 SEWYIEEL, SRIRK

BUE R SLI S AR BB B TR M E ST, MAERXE PBS (1B IHEIFH
LWBWTHES ), BHFIRNE 5~10 min, THES, HEREREBZE 15 mL H.O0EF,
4°C, 12 000 r/min B.0> 10 min, B EBWHEAS—TH S mL BE.O08 D, KR5S, BGE
BRSOk EEEBAILHE S mL B.0EY, H5EH.
7242 LRIHYRERE

FRERR TR R sh Yt & X O MR EREVRY, ¥RTFEAKE
15mL B.04F, MAEEKXKE PBS, Bl 5~10min, MBS, BHEAERT, BELET
4°C, 12000 r/min 0> 10 min, B EWEWRHEAS —LE 5 mL BLOED, R3EH.
72.5 BEARBEK

FAEFAN I REATE 2~8C A& PRI 24 hy EF KIS, FUKE-80CIK
76, {BRLEGR B (RN 3 1K) .
7.3 #£7 DNA £
7.3.1 BL50~100 pL FREAR R 1.5 mL 8% 2 mL B0, 0 20 uL ZHAES K, F PBS M
2 220 pL,
732 HIA 200 uL S AL, IRFEIRG ARSRS, S6°'CHFE 10 min,
733 A 200 uL K ZBE, IRIEIRE MRS
734 BEHBEI3IMESREROHEL, B OHMTE 2 mL WEE, 26000 g (8000 t/min )
Bl 1 min, FUREE /Mo
735 BEOHRMEFN 2 mL WEE b, i 500 pL B AW, =6000 g (8000 r/min )
B0 1 mine FWEEM, ,
73.6 BOHBERN 2 mL WES I, i 500 uL BZE ki AW2, 20 000 g( 14 000 r/min )
B0 3 min, FUNEEM.



737 HEOHEBEE—NHR 1S5 mL BOEE, TR 200 uL FIZE W AE R MHE
ZFIRIFE | min, =6000 g( 8000 r/min ) B.L> 1 min, 14476 DNA RRR#EFT F—2 PCR
RN BHEBARRHAT PCR IR, NF-20CokEERER .

E: 7% DNA U4 % DNA $2BUAF & DNeasy Blood & Tissue Kit 41 #, ]
il FHAR 520 DNA SREUAF&HAT, BBOF L TR R,
7.4 38 PCR &M
7.4.1 I PCR KMHAZR

LR RILE 3. RBEAEHIZEVK 130, SRR FIR B P n R . B
STHRFIZ EXT R, HH, DA 2RSSR A S AR U DNA 754 FRM:x IR
B, DINEHZENE DNA B (ATRLRIER AL IEHAMIESRY ) 10k
STRRASEAR ;2 BT B IEREAR ST BE (no template control, NTC) ,

#=3 PCR RMNER

il Af/mL KRk
2xPremix Taq Mix ( Loading dye mix ) 10 1x
ddH,0 6
PCR IE[55]4) (10 pmol/L) 0.8 0.4 ymol/L
PCR [m51#) (10 pmol/L) 0.8 0.4 pmol/L
DNA B} 2
R 20.6

742 38 PCR WS

il PCR R SHILE 4,
R4 LEPCRREEBH
BB BE/C B i fiE234
A 94 5 min 1
ik 95 30s 40
Bk 55 30s
SEA 72 30s
JRIEE 72 5 min 1

e MRS PCR ARBIAR AMT, RBIERFR RSOl A TR A

7.4.3  PCR FP=YRIPEHEAEE B o v Rl A FR ,

PCR MR SG, B 10 uL PCR F=MI7E 1.5%FIRMEERIS HEATHL KA, L DL2000
Marker /5 DNA 7 F RS M8, HIK&MF: BE 120 V, HIKEHE] 25 min, M4REBER
SBBERCA G AT AR, HIK TS FEBER R R G FRIT SR IR SR
7.5 SEFHEE PCR A
7.5.1 SERTPEE PCR



I ERSIE

SEFPEN PCR AR R ILE 50 RBIRHIBCHIZEK E¥RAE, IR BN R BT PR
MR PR A A R, O, DA SRR A S SO SR R I DNA /BN
FHMEXTHEAEAR ;s IANE&H 2% DNA B4 (7T LR IER sh A4 E 3 4574 )
YE XS PR ;&= B X ROBFEBAR IR (no template control, NTC) ,

#5 LR PCR REIEH

RRzAs A&/mpL HBIRE
2xPremix Ex Taq Mix 10 1x
EmEY (10.umol/L) 0.8 400 nmol/L
B 514 (10 pmol/L ) 0.8 400 nmol/L
Probe (5 pmol/L ) 1 250 nmol/L
Rox (50x%) 04
cDNA #AR 2
ddH,0 5
SR 20

i 3 Rox R7ERA Rox FOUKIEEE KERFOE PCR X EHETY A, BURA*R T,

752  SERFHE PCR RN SH
SR PCR M BENE 6, RBRBNLEHRE, WRIBBERTCILM Ct [HHE
ghE

6 ELATRH PCR RESHE

% RAE/C B} iE)/s AR RERHES
PiAEE 95 30 1 &
At 95 5 40 &
BK, T 60 34 B

W AEHE AR PCR KR & 1T, SRR MRS BT HATH N R .

8 HERHE

8.1 I PCR &HHE

8.1.1 JREsARdE: FAMG RS (Xt IR BAHT, PR B BUFUH /N (369 bp ) HY
HWY AR RN ARBITER; SUNHKRRTH, FESHTEE PCR Y,
8.12 #ER¥E

8.1.2.1 FR¥EESIAMT, BREARHIBHIR/D (369 bp ) MY {4, WATHEMAZ
TR IR B M

8.1.22 JRHEMIANT, ZHHEARHBITHEIA/D (369 bp) WF &, MW HEHFAZH
SRR A BRAG I B



8.2 LHIH) PCR G5 BHE
8.2.1 BRI TRISME
EHEERUGMIEER, B BIERE F MRS AR U TR, DRE SR
UL TE s B ERE AR 180 e £ A B3 0 P v
8.2.2 [JR¥EANE
82.2.1 ZHXNEXL Ct{H, FEXFY WL, —HAKELR,
8222 AWM CtE, FHETNY Wik, —E WKL,
8223 PHMEXR Ct{H<35, HAFWBRNTOLT ML, WRARMERBTEY,; &
MR, FTEIHITLHTEE PCR 1,
8.23 HRAE
8.2.3.1 [RIEBSLAGT, BRI WML, MHERAZRRERRON
BRI
8232 FEBAUKMHT, HRERNBEAFIT WML, B CtiE<35n, WAWRAL
TR AR BRI P
8233 FRIERBSLEAMT FRASIIREA CLENT 35 R 40 28], I B 752095 9% PCR
B, BEHRWE, & CtE=40 B, MAERARG N LRKET, BEFONE, & Ctl
P3AT 35 F1 40 Z 18], WFIEREA SRR RN, Bi—S 7o,
8.3 RN .
WERY, ATEURRRREASY 1 H B BEYE PCR PR T IR FINE , AR5 AT
KRR ZIIREREFME T BUF P HHAT T, EHIRIBMETE 90%L) |, FIH it A £
TRRELER AN, BIHE RN,

9 WNTREFFHIEZ X TR
88 GB/T 19495.2 BB RBIT,



7% RS

M R A
(HITEHERR )

A R EL B

A1 0.02 mol/L pH7.2 BEEFX ik (PBS) HIECHI
All AW

0.2 mol/L BEfE — S ANIAW: RS 84 (NaH,PO, - H,0) 27.6 g, SEhERE
Bk, BEEAZ 1000mL, B,
Al2 B¥

0.2 mol/L BEBRE —4NTAR . FREUEERE — 4 (NayHPO, * 7TH,0 ) 53.6g (Y Na,HPO,
12H,0 71.6 g Bk Na,HPO, * 2H,035.6 g) , SelliE & XZE F/KEM, B EAZ 1000 mL,
B,
A.13  0.02 mol/L pH7.2 BERELZE MK (PBS) MIRLHI

B A Wi 14mL. B 36 mL, IN&ALH (NaCl) 8.5g, 1 800 mL Fo &S F/K A MM #%,
FHC1#E pH £ 7.2, BJ5EAZR 1000 mL, £ 121CHEKXHE 15 min, BHIEH,
A2 50xTAE HikZ bk
A21 0.5molVL Z—#HZ.8 4 (EDTA) % (pH8.0)

.47, 8 44 (EDTA -Na, * H,0) 18.61g
KEEBETK 80 mL
5 mol/L A W pH E 8.0

REEBF/KIME 100 mL, 121C. 15 min KEEH.
A22 50xTAE Hi 3K 28 ik BC I

FRP RS (Tris) 242 g
VKBRER 57.1 mL
0.5 mol/L EDTA ¥&¥, pH 8.0 100 mL
KEEBEFME 1000mL, 121°C. 15 min KE&H,
A REEEFKEREE 1xH A,
A3 Rikz%E (EB) W (10 ug/ul)
Bz 20 mg
KEEBETFK 20 mL
A4 £ 0.5 pug/mL IRILZEER 1.5% BT HEMEEE B A B ]
piadilsri 15g
1xTAE HLIKZ M JINZE 100 mL

BAREMAZETZLBL A E 50~55°CRE, MRLLEE (EB) W 5 uL, BRRHE
A, BRPAESHE, BMTFEARKED, RNEEHIEEREA KR, BREERRE
J3~5 mm, FHIATEME TEMERRA S, FEEERTHRT&H.
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