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Real-time PCR method for detection of porcine\circovirus type 2
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AIRERE GB/T 1.1—2009 B R NEL,
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AinEd 2 H Y TAREAEARER S (SAC/TC 18D HDO.

AIERE RN FEAREHE EBHASRREER. b ER R SRR, ik
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#EERFE 2 Bk PCR KAl 75 %

1 3EHE

KN T B PR 2 2506 PCR KB BEF .
AR EE A THRENRE 2 BEREW,

2 MIEHSIRAH

TR T4 e N >3 3 wi
. REAH H B i

GB/T 251

4.1 %Y PCR KM,
4.2 -BEEBNBURE LYl AT g
4.3 ETHEWKE:2C ~87C,
4.4 LFBUKAE: —20 CUTF,
45 BEBKME TERE—70 CUTF,

4.6 BEBBWAR.0.2 pL~2 pL.1 pL~10 pL,10 pL~100 uL.20 pL~200 L.100 pL~1 000 L,
& SBERMSLEMREL.

4.7 BEKXKE#H.

5 ®#

5.1 1.5 mL &%,
5.2 0.2 ml PCR #EEBHNBEE.
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6 W

6.1 BRAEGH R, FERE & 6 A RGN B 28 40 8, L B E A AR S GB/T 6682 ER,
6.2 DNAzol, &4t DNAMBEN.T 2 C ~8 CHE.

6.3 XKZEE,—20 CH#®.

6.4 TSHZBE, K ZEMNAEAKEH, —20 CHE.

6.5 8 mmol/L NaOH ##, Bl LI A,

6.6 PBSZEm¥%(0.01 mol/L PBS, pH 7.4), B4l WL A,

6.7 Taq MK 10 1% Tag SR E W : Tag MW E N 5 U/ul, Tag BER K E B T Mg 3k
415 mmol/L.

6.8 dNTPs: % dATP.dGTP.dCTP.dTTP £ 10 mmol/L,—20°C {7, 4 K E Rl

6.9 S[#IF TaqMan FEr, K751 LM% B,

6.10 ZEEFpEE 2 BBV AR S0 I PE X FRORE A PR R A I R B AU RS,
—20 CARFFE A Phxh FOR] R RS RS B L AR

6.11 WP HHApHREOEZE MR,

7 EEmESEMLE

7.1 REIR

7.1 FARIBE ] ETF .2 160 CTEKE 2 he
7.1.2 HLHER|MEFIN, L 160 CTHXKE 2 h,
7.1.3 H=ERMmE.

7.2 HaREE

720 MEARREHTEHESBHNZRERKLDA LT S nl, ETXEELEN, EERH
37 CHmAb A E B 4R ¥ 20 min ~30 min,2 000 r/min~3 000 r/min &I 10 min, B 7% 52 60
BLERNEH.

7.2.2 ZEMEEEACRE . REFEEEL g, 8 A 15 nl KEELET,MA 5 mL PBS,IE4].

7.2.3 FEWHMRE IR GB/T 25172 I BERENEFER.

7.24 HEHEFRE RBURAHE (EERFENER RIS SRS QR eSS, 1 i Fi ik | B 0 #o B
BOBEARE 15 mL 08D, 52, 218,

7.25 HMREFY -HHEEFYRERR 3 K. BIREET  EHREFRYET 1.5 mL T DNA B
REBLEN.HSELMH.

7.3 ERAFNES

ERFENFERTLMATEN., FRIBRMMHS, 72 C~8 CTHAELRF#T 24 b,
—20 C+ 5 CAUBERE 3 MH,—70 CUTURKBRE. BRREXRHKRREEHITESY, L
MERE T ORFHNRE,

7.4 HRiE

741 MEFERESERIATIAE, HEATRBER,

7.4.2 ZEEHEE .3 000 r/min B 10 min, BLEER . B A 1.5 mL o8t , HF B0 mEaE.
2
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7.43 HARM-A] g MURMALS, B8, N 2 mL PBS FATHEE , Hl &4 2149%,8 000 r/min B0
5 min, B & AT/E SRR .
7.44 HMEIEFRY 4 000 r/min, 4 CELD 10 min, M ¥ H T EEMNEBIER,

8 HWRPCRIBEEE

8.1 DNA Hig

8.1.1 ERMERKEIE. DNA HiRHE A DNAzol 32, i 7 LA 25k i S AL S &3
8.1.2 Bl AKEM 1.5 mL EGE, Kb n BRI+ BT B+ B B8, X4 B 0 i AT
He.

8.1.3 HELMA 800 uL DNAzol, T4 SN ABASAE 5 | B4R I B3 vExd 45 200 L, B 10 iR
5,4 'CER % 10 000 r/min B> 10 min.

8.1.4 H 900 pL E¥E,BHM 1.5 mL REE.LEH, A 500 uL Tk 7B, B, 2 55 88 min;
4 ‘CEEE 10 000 r/min & 5 min.

8.15 FEW BEEZEZMA 0.8 mL ~1 mL 75% Z. B, 548 3 Y ~6 KIRBAI,4 C 10 0007/ min 2
L5 min, REBEREE FELEEMTRALL, AABRTRESRER L8R,

8.1.6 H 50 uL 8 mmol/L NaOH WM, DNA £ 2 'C~8 CIKE A 4RAFFSG A, —20 ‘Crkta
AR ERTE PR,

8.2 3t PCR &3l
8.2.1 EREERGRS

TERI ] K BT . BEIHEE PCR R EHH n o SR B S+ SR+ IR S5,
TREMERLERE C, 0 T BB RS RAR K BIES H AE NSRS, BN REkE
AT,

8.2.2 EREARISTE

R 8.2.1 PECH B30k PCR R TSRS I BEE 39.8 L A% TF 0.2 mL EW PCR W .4
PCREET 96 Ak b, I F A SIF i N BB ERMERK.,

8.2.3

ERRBRR AT, 8 PCR REEMMA 0.2 uL MRS BER, A IMA 8.1 8&MEB
10 uL DNA B3, % F5%F 500 r/min~1 000 r/min B 30 s, BBEERHNK .

8.24 Lt¥i&ED
8.24.1 WREEEE

TR X AT, # 8.2.3 FE.LJF I PCR M AT PCR B I{Y 1, B B 84F .5 %8 FAM Al
HEX B3 838 3H .3 B35 L (None) ,

8.2.42 WBREHEESHM

BB, AR 50 C/2 min;
BB, AR ¥ 95 'C/2 min;
SRZBT B, A 95 T/15 5,38 K L FEM  HE SR 60 C/30 5,40 MMEFF;
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FOEE,EH 25 C/10 s,
MRS . REESE . BREREN TR Cr HHFEER.

9 FHRARE

9.1 HEEZE

BERZEIBENERASBELETAE, UEESRGET FERAEREST N ER S8,
9.2 EEEH

9.2.1 PCV-Z BI#EXT IR . FAM i i§
HeHh g B S A,
9.2.2 PCV-2 FH#EX

P Cr (e A f it i 28, HEX 3B Cr (<36 A4

9.3.1 V-2 1% FH
5 38<CCr {iiEz3=hs] 8
R S i

9.32 HEX &\ Cr {H<36
Hy ks : '
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Mt & A
(MR
R

A1 8 mmol/L NaOH 2%

FRE 0.32 g NaOH, B/EH 1 000 mL EBEFKF B, 4%, 5555,

A2 BERIREE 7% (0.01 mol/L PBS,pH 7.4)

Fi 800 mL Z&1BKE % 8 g NaCl,0.2 g KCl,1.44 g Na, HPO, #1 0.24 g KH,PO,. H HCl R
BRI pHEZE 74, UKE 1 L. %52 121 C.15 min B ERE /S5,
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B ®E B
(BT R
EIE-EOESy

8RB B AT AR B.L,
=Bl 5|9 RHNERERET

43 Fr3tl
PCV2-qF 5'-GGAGTCTGGTGACCGTTGC-3'
PCV2-qR 5'-CCAATCACGCTTCTGCATTTT-3'
PCV2-P(EED) 5'-FAM-CCGCTCACTTTCAAAAGTTCAGCCA-BHQ1-3'
IC-F 5"-AAGTGCTCGGTGCCTTTAGTG-3
1IC-R 5'-GTCCCATAGACTCACCCTGAAGT-3
IC-PURSE) 5-HEX-CCTGGCTCACCTGGACAACCTCAAG-BHQ1-3'

s SlAR s T A YA T AR, B TE BREFIEHEE 100 prol/L (AW E , 20CHAELH BREER
f AR 10 pmol/L TARH, —20 CIRRAFHR DA,
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B ® C
(w3
Wk PCRENEER
%S PCR R E WL C.1,
#£C1 WHPCRENKE
Ha 1M 5 R BT A R
10X PCR Buffer 5 uL
Taq @ (5 U/pl) 2 ul
dNTPs(100 mmol/L) 1.5 ul
Mg®* (1 mol/L) 6.25 pL
PCV2-qF(10 pmol/LY 1pl
PCV2-qR(10 pmol/L) 1"l
PCV2-P(10 pmol/L) 0,541
IC-F(10 pmol/L) 0.5/uL.
IC-R(10 pmol/L) 8.5 uL
IC-P(10 pmol/L> 0.5 pL
ddH, 0 26.95 pL
3t 39.8 pL






