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T

B

AAFUERR IR GB/T 1.1—2009 44 H ENHE ,

AHRAEM T A T TER %,

At P ELESYESIE T,

ArE 2B LK SYnELEERZ R4 (SAC/TC281 ) HiRE#,

ApRAEH P EL K Y SR SRS L E R SR H SR,
AAREFERFE BN : [ ARELEINYMEMET. PEABIEEES RIELERITH,
AAEEEREA: FEIC, B, REE. MRS, TF. T, Bt



SR NRENEE MPV
PCR #&ill 77 %

1 SEE

AARHERLE T 3250 3/ RAL/INKEE MPV BRSERT 6% PCR Rl 7,
AAREE A TR RHF= 5 . ANy SRS E RIS Y e A ] 5 R
INEBLAR/ N RS MPV BRI

2 HEMSI A

NEUSCAER T AU RN RO TT ) PRI B80T FESCHE, 0% B SR
EATAI . FLRAERBINE SO, EEHEA (AFEAE BN ) BT,

GB 19489 (SEI= A:¥c4nil FIEK )

GB/T 19495.2 (%A= RGN LI H AR TR )

3 RE. EXGEIEIE

31 ARiBERIENL

THIAREFIE SE A FARHE,
3.1.1

B &85 & polymerase chain reaction, PCR

AL B RS DNA B, MM DNA 2R A8 R i 34%, 72 DNA
REWERFEENRNAAET, RBBEAUFIETHBILS 4> 5] 51K DNA %44t
EARRL I —BREANFI) K AR KA BS54, BE 7 DNA BABH/ERF LU dNTP
Y, HEIARLEM, REAWMEREM., BAMEHX—ER, S BEHE
B8 31,
3.1.2

LR RSB K real-time PCR

FEH L PCR BRI b, ERMNRER P IMASFRUTOCRE, ML ES B
K #EA PCR #EF2, BRI EG RGP EEHMES, [FERELT PCR ¥ 1 HiR
EHWR, BEHETY MR RO HT S BT, SRS PCR,
3.1.3

Ct {& cycle threshold

SERFHE PCR BN RN SR N 5615 Bh B i BRELE T 28 7 1B 3088
3.2 4im&iE

T I GEREIEE F T AR



CPE AR ( cytopathic effect )

DNA  JREZWEZE ( deoxyribonucleic acid )
MPV  /NEYE/NFE MPV £ ( murine parvovirus )
PBS  WEFAEEZEMM ( phosphate buffered saline )

4 WWAERE

R/ R/ E MPV BREME R VP2 EEFS, BTG mM—SHERus o m—4&
MRS, BEPIRAFIRC— MR EIOCREE R — MR IR, B4 esnt, #H
M R B IR SRR R PCR 1Y, Tag BEH) 5" — 3' SMTEEIS Mok R
BRI, (G IO AT KIOCRR IR, FRIERER, TOUE B b H
WA, BEE PCR SN HIEINIETT, PCR =Y 530 E BRI K EXTN X R, Fik,
AT RUE A 56155 S R BRARARAEA TR I

5 EEig&EMHE

5.1 ACHT5 Y PCR X,
52 FEREHEE L,
5.3 THEE LML,
54 (EIRFER.
5.5 UeRIRG#S
5.6 HASHKER.
5.7 H:WEE4ih,
5.8 PCRBHTIAES,
5.9 UKFE (=20°C),
510 fHEBELF (0.1~2uL, 1~10pL. 10~100uL. 100~1000uL ),
511 KEELE (1.5mL, 2mL, SmL. 15mL), KEHKk (10uL. 200pL. 1mL), &K
B PCR ¥ # R W (0.2 mL, /\EEE 96 TLAR )o
512 RZIHMWIHEL. 90mm x 150mm B H4%, MR E4NKE 20min,
513 RHTR: 5J], S&FHRKERKTE,
6 ¥
BRERBIUEIISL, TR SRR b iiad; SER AR EBE TK.
6.1 KK PBS, LM A,
6.2 DNA Hi#2i{7: H X4 DNA # HUXH] & DNeasy Blood & Tissue Kit 55 H4th 454
T
6.3 JLKZEE,
6.4 SEEFPEE PCR A3 : Premix Ex Taq™ (Probe qPCR ) BLHEAMZR™ M,

6.5 SIYAIE: WIER 1 WPFI GG WRBE, SIYMIEEHINA R &£ FKEH
B 10pmol/L A58, 20 CHRAE



ESTET RN Uil

|1 XKEEEK PCR #5149 F0iRs

S| RIRST B RR SR ES) (5°— 3’ ) =R (bp)
EmY TGGTTGCTCTKGAYTCTAACAACATA 118
rAE L TTAAAGTAGTACCTGTAAGGACTTGG
et FAM-CCTTACACACCAGCAACAGACAACCAAGA-BHQ-1

1 FHEEK: TG; Y: T/IC,
HE2: HEHLATEARAE 5 FAMAH BHQ-1 5ot B AR A MUSK R A EA A 5B BP0 R S RIS G R S A

7 WA

7.1 YR

SLIBRAE AL IEL IR GB 19489 BIMLE, BB THEA R IATAR R HE
7.2 RREREEARMAL T

RS RPREARERZNIGY,, BB BTSRRI — K T,

721 JEARHA

HIRL, TCRIRESNWEI REMEL . BRE. JRAEAATRE, SURSRREA 2,08 T
B SmL B0, A 4mL KB PBS, {8 hAK BT TH 1~2min, RIGHHAER
FE 4°C, 3000r/min B.0» 10min, HEEWHEA S —TH SmL B.O0EH, S48,

722 ERNFYSEE

TRRENYE N BEY LM, B 2.0g TEE SmL BO%, A 4mL K
B PBS, MHIHZIGHIBFSSIHK 1~2min, 12 000r/min B> 10min, BE SR AR —
JoH SmL B.LEY, HEEH.

723 HHREIESRY)

Fik—: BEETIBR AR L CPE BX T SE 10 41 MU 35 ) T 15mL BS 0 48 f,
3000r/min B> 10min, % FVE, f0 ImL KE PBS BRMM, REWAMMBEEHRIITH
L5mL 0BT, #EEH.

TG WA S B3 CPE sl Al M1 R R B Rl =1k, 4000 TE B st
BT 15SmL B0 H, 12 000r/min B0 10min, EHERH, FIERHEBIILE 15mL 5
LEY, WEEH.

724 SEREhYIIE
7241 SEIBHYIERL. HeRlRItRok

BUE RS R R AR B TR BB, MAGEERE PBS (fARLRIguRlE
EMBRETEAES ). HH/FEM 5~10min, FHRE, WRERHEBET 15mL B.LOE ),
4°C, 12 000r/min B> 10min, B _EERFBEAS—LH SmL BO0EF, FELA. BGEE
LWV EREEB BT SmL BOEF, ®ELH,

7242 SEREHYIRIER &

MRBERH TR L3RR & B R ORI, SR TEAKE
15mL B0, MAEEKE PBS, B 5~10min, F4MES, BULBRT, WELET
4°C, 12 000t/min B.C» 10min, B LIEWEEAS —JUH SmL B0 S, HEEA.



725 FEARRIFK

SREBAL B M EEARTE 2~8 CHRAF T IRAENLA BT 24h, FHFRKIRIE, JUHE -80°C
VKEE, (ENREA R ERRE (ARELA LT 3 K )o
7.3 FEZR DNA #REL
73.1  BU50~100uL AAEARE 1.5mL 5% 2mL B0, il 20ul ZREEEK, FIPBS #MINZE 220uL,
7.32 A 200pL W AL, IRIEEH MRS, 56°CHFE 10min,
73.3 A 200uL BTOK ZBE, RIERE TSRS .
734 BERERIIZIHEASBEB LA L, BHOHKE 2mL HE® L, = 6000g
( 8000t/min ) B0 1min, FUKEE / .
735 BOBMERM 2mL EE L, i S00ul K AW1, = 6000g ( 8000r/min )
B0 lmin, FUEE /H.
736 BEOAHEKEFE 2mL ES E, i1 500ul A M AW2, 20 000g ( 14 000r/min )
L 3min, FUEE / Ho
737 BEOHEBE—ER 1.5mL B.O0% L, % 200ul E MR AE ZERME L, =]
§%% 1min, = 6000g ( 8000r/min J&.(» Imin, #il4&4FH DNA RLRRHAT T —2 PCR KA,
FERRBEHAT PCR A, T 20 CoKFEPRFEE

i 1% DNA #2305 3% 2 4H % DNA 2 3%, 7 4 DNeasy Blood & Tissue Kit %3 85, 48 8 R4 F 3
# DNA #ZIGXA &3t 47, #RICF 3 TH0e A,
7.4 SERFRIE PCR
7.4.1 SERYEEHG PCR MR R

LAY PCR MR WK 20 RSB AYECHIZEVK D8RR, R SN [R) A5 T BE P
MR BRMEXT IR B xR, HA ST R LA A /N BAE/NR R MPV AR B R ek 40 g 57
YR DNA 59 BRI X BRREAR , L rP AT B DA S /N 4H/ MR T MPV A% DNA #
A (WA IEH sh 4l 4R s B H s e ) AR AR IR, =5 BT MR R A s
YA (no template control, NTC ), BIFE SN H FARAEEAR

R2 BIEARNERESR

REEAS AR (pL) KRE

2 x Premix Ex Taq Mix 25 1x
ERS4 (10umol/L ) 2 . 400nmol/L
K514 (10umol/L ) 2 400nmo¥/L
¥4t (10pmol/L) 1 200nmol/L
Rox (50%) 1 1x
DNA 4} 10

KEEETFK 9

B 50

H: B Rox REERFA Rox PR IEBE LRI PCR L HATY AN, BRAKMSF.

7.4.2 SERTHE% PCR BN %K
SEATHY Y PCR RS EL: SEHI5EY PCR RN SHULE 3.



KETH B

R 3 LMK PCR RESH

H BE(T) RHiE (s) REXKES BRI

il 95 30 7 1

A 95 5 40
Bk, FEM 60 34 B

HIAGMEHRIE, RIEBRERIOTRME CEHEL R,
e AR SRR SRRSO PCR WA &7, KRR RTMEMSBRABHIR A,

8 HRFE

8.1 HiRartrmsie

BERBRINA R, B E R RN AR B St T, LASIELNI
BB 1E 8 B A 38 e i B s A O
8.2 JRIEtRHE
8.2.1 FHEXMEI CtfH, FHHILIOIEY WL, —E AKFL,
8.22 FAMEXTRETC Ct{H, IFETTOLY L, —E Nk,
8.23 [HMEXS IR Ct{EM < 35, JEHAEHBMHNY WMLk, NWHRBERMEREITER,
ENHKIRRTCRR, FTEBF AL 28% PCR §731#,
8.3 ZRHE
8.3.1 FERFRIIEEATICY Hythek, MHEREA/NRY/NGE MPV MRAZBRBH
832 AHKMEEARFTNCY WALk, H Ct{EM < 358, NFIWAEA/N B4/ K
MPV BRAZERFAE o
833 FRHIIREA CtIEATF 35 1 40 Z[AIAT, N BB TEMHE)E PCR A, EHHKM
J&, #& Ct{H= 40 Bf, WAEREA/NFA/MREE MPV #RBAY: . EFREWEH CtENRNT
35 A 40 ZJa), TRERAS/NRA/INRRE MPY AR TTSEFE Y, St — T EdMsE,
8.4 JFFINE

BB, ATEAERREASY A B PCR =B NI E, R R 504
F R H/NRAE/NETE MPV BRI BUF S AT X, FEBI IR TELE 90% LA b, AT
BIRAEA/NEA/NRTE MPV MAZERFAME, & AR /N BA/NGEE MPV MR RR

9 WM FE AL IR T RAAETE
IR GB/T 19495.2 P RIBLR AT

B3R A
(AT ER %)
7 i R

A1 0.02 mol/L pH7.2 BiEgEh 42 imit ( PBS ) RYE %!

A1l AW
0.2mol/L BEER — S IVAW: FREUBEER — S 40 (NaH,PO, - H,0) 27.6g, EMEREH



FOKEHE, BJGREAZE 1000mL, BA,
Al12 B

0.2mol/L BARRE 4NV . FREBEERE — 4 Nal,PO, « 7TH,0 53.6g (B Na,HPO, * 12H,0
71.6g B Na,HPO, - 2H,0 35.6g ), SeiliER LR F/KEM, BEEAZE 1000mL, RS,
A1.3 0.02mol/L pH7.2 BEEAEE S vh¥E (PBS) AYECHI

LA 14mL, B ¥ 36mL, IM&4L4 (NaCl) 8.5g, fill 800mL JG B T 7K ¥ i #5 %
FHCIEpH & 72, REEAZR 1000mL, £ 121CEEKXRE 15min, AHEH,

A K XK
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