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BIEIEMAERAEREE PCRIAF=E

FmRga:

BIYEREMATE (Haemophilus parasuis, HPS)BEHERERIEMITERE, —FH&KEIERE
FZRRIZENS 2 S BR(NAD) EIRBIEah Y/ NEL, M. E=KRYHE. HPS mI5[&EE
ZRMUKER,. XK, FENSENERS. WREMEERT, L78EREXRE
FHRR. BRIXS HPS RUZHiEERMRE S EIEFAM PCR, HPS 1B55#FE NAD, SIiE
1 5% CO2 IE, = 24-36 /AT, FHMGESR, Eit PCR 2B8HZET HPS
BERNAL. AFRMEET PCR 19 HPS milidHE, CEETIMSS:

1. BIFFEDA, AP REEIRESHA.

2. RIERPEREMARERTFINGTINE M1, SHEXRSTRENRAL

3. RGEAILUARIUEE /RN,

4. —EBNKNER PCR &M, EEBEELTE.

5. ARAFIEEHE 50 IR 20uL REARAEREEE PCR,

MRk :
wmS 932 g
H— 2xgPCR MagicMix 500 pL (tFBE)
HH= % PCR EHEIRERER 1 mL (EFH)
HR= BISEREIITEZELE PCR 5|¥IRET 100 pL (A=)
EHFIm BISEREIMATEZELE PCR BEMXTER(1x 10E8 /uL) 50 L (=)
il al DNA fEE2MRE (XB%) 15 3% (9 mL)

EJEES)is 11
TR RTF:

Rz, -20°CiRTF, BRE—F.
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B&idHl:
DNA #&#z. 10xROX(IRIEINEYRE, BMRIMERSX).
ERAX:

—. %1% PCR BRIEXIER (LA 10E2-10E7 $#£2I/uL X 6 4 10 {SIEREH):

1. ER: AT RERKREIRES, B TR EERRINKIEHT, FTHAEE
ISREMEARFIEREMAD). BN RREEIERYT BUERMERIR, AN-RAE
HEEARMIEMEXTER, RIEMHATLIEREFEAY DNA FERAEABMERTRR.,

2. txic 6 MELE, PR 7, 6, 5, 4, 3, 2,

3. FImoMeSknBIN0N 45 L 53¢ PCR ERERBER &IFHEw Ok, TE).

4. £ 7 SEHIAN 5 uL 1x10E8 #&M/uL KPEMXIER, "HOES 1 28, 15 1x10E7
EN/uL RIPEMEXTRR, BUK SR,

5. #8183k, £ 6 SEHIAN 5 ul 1x10E7 #£M/uL BIPEMXSER(LLTERERANTS), RO=E

# 1 2, 1§ 1x10E6 $#M/pL RIBRMERIER. BUKERFR.

6. #te3k, £ 5 SEHIMAN 5 uL 1x10E6 #N/uL FBMXIEREI 5 SEH, RHES
1 2, 18 1x10E5 #M/pL AYPEMERSRR. MUK ERFA.

7. EE FERVRFERNSE 6 MEREAMRMXIRE, Bk LEA.

—. H#¥m DNA iHlE:

8. tNRAB N MER, WINRE N+2 MR, SHAN— M2 PCHERBIBAMITR), —
MNE NCHEHIBPMXTRR), AL 10uL E5HIRAY PCR FAMIIIRAE 4 SCRES
1x10E4 #£/pL, 10uL BHTF 1 BEIEE 5 SGRE 1x10E5 #I/uL, 10pL

=T 10 BB L —EEKERMAFRIRERBISERAIARIR—1, LUER PC,
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BHMNEXIEZS NCUIREIRFIZEFRE 2000l #am, W PC 1 NC AOARRBE 200U
L.

9. ARG AMENIFRAY DNA, RAFIEIRMIA L AZEmS DNA REAFISFRE.

BATLUEEAATN—ER %S DNAout SEFARIRIERHS DNAout, AidFIEHnER
W% 15 x—&=fHS DNAout,

=. %8 qPCR RM(20 pL R, EHFREIEEHTT):

10. MERRMH 1 REE, Wimc N+9 4 PCR &, HH N+2 MNEFLELSEER N+2
MER, 1 DT PCR BHEXIER, 6 4NAF PCR [FEMXIRR. fNRM 2-3 XEE, IR
RAZEEEERIEN 2 5 3 Z.

1. FERCEHR TRIMARRS GRRFAFIH—RES. HFaEfRYREETEEA

IRERMXER, FEREYRERESEE FE LEFHEFFEREM):

PCR fAft I8
Ri% HRE N+2 4 | PCR [At MEE PREEXITRE
(2-7 B)
2 icMix (15
xgPCR MagicMix (% 1ouL 10 L £ 10 4L
)
Bl ;
REEIITE PCR iR ) - -
iz
B& 10xROX (IL¥) 2 uL 2 uL £ 2 ul
N+2 £ JUEER DNA 18#% 6 pl R AN
% 6uL2 S&F 2
557 5578 PCR JAMIER & bule SHE) 2
. - Ann A0 S8 35HR3 5
RERQ-7S) &)
=...

iE: {X ABI7500, 7700 #0 7900 {Y=sFEfEMA ROX {EARIHR, HEfthot PCR (X540
iCycler IQ. MJ Option, MJ Chromo4, MX3000, MX4000, RotorGene3000, RotorGene
6000 #0 LightCycler480)A~FRE(ER ROX, MAKEHL,

12. HEEFR LN, ETIESHEHT PCREEMR PCR 2 RILUREXSEARMETMN).

UEES imE R1E
Tzt 92°C 5o
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94°C 60 &b
PCR RRZ 30 MEHR 50°C 60 b
72°C 60 &b

13. BiERE

BUNE(ERETRGHEFIRERT. ArmPSissoeizR~Es DNA i, &K
IRESEGETE 471 nm, 455 DNA BIRISRAIRIEGETE 500 nm, RAKRSIFGETE 530
nm, (ESREUIREESMEGREHLSE.

M. #iEahiE:

14. MRERAFZSATEEEN, NLAPREXSIRIRERN log {E/914H, LI Ct [E/99\%H,
inltmEmZe. BLFRRR Ct ENRERS LER LM DNA KB/ log B, B
HEEHERE.

15. IRERHAFISATEMEGN, RAMTEESEEE, NAMRIER Ct B TEEFT
40, FEMEXIRRETOCIEIRIK, BHEEY BML, Ct BEMZ/NTEET 30, XIFU
Hm, IRE Ct KTEET 40 NAMRYE, SRNFEET 35 UJ9BRME. JnRE 35-40
Zia, WEE—R, EELNH Ct [ENRATEET 40 WAEME, WER/NF 40, Wi
PR,

FigR5EWARA S (www.shining.com) R R{VHTEAER, AEHATH

b s,
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