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Method of the real-time PCR for the detection of Streptococcus suis type 2
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FEHEIKE 2 Bl PCR Wil 77 %

1 EE

AFRUERLE T I HERR T 2 B¢ 6 PCR A )7 B .

AR EE T 36 8 57 5 9 L BE R B R ST S AL ZURR P A ER A 2 ARG
2 HMeEs|AxHE

B S B 2% 3 e AR A o G 51 T B R A bR v A Ak ak . LR VR H I B SO R S BT
(R BB OB A5 B8 5% 1 TR 2850 U TT RIS S 38 T AR B o L SR T 3500 Dl AR 408 AR A v 38 1 IR B30 1) 4% 5 F 5T
JE A AT it K S8 SR BT AR . LS TE H WA 51 SO o8 AR & T AR b,

GB/T 19438.1—2004 & Ji /8 238 940t RT-PCR ki 5 %

3 4RERIE
AFRUER R 5 46 1
75 PCR G H A il BE S L
Ct e BEAS N E N B9 CAR 5 1 1k B8 RE 1) 5 (8 IR I 28 107 B 40 3 Pl
DNA Jo SE A% A% TR
Taq M Taq DNA R4 T
PBS W IR Eh 22 vh A= BRER 7K
4 JFIE

KM TagMan J5 ¥, 7E LW ARG 65 K 2 RS REHT IR 2] JE I Ceps 20) P H0 I L Ailt |, e i+ XT i 5
DAL 11 5 S P 5 1 0 R R S P 1 2 6 BB IC R BT EAT R X . R EF 5/ AR iC FAM 9806 R 4 it 15 98 ) 3 141
(F R #77) . 3" 4R i TAMRA ZOGE MK POCI R (H Q R B 7 FE B N BE R I 5" 0 98 6 I
W& 2655 . PCR RO #E AR KB B, 519 FER BT Rl 5 B BRI 7 B4 & I 485 | R
FEP R W5 G AE 5 Q FE 1A T WAL ASCESAS A B 9 G5 5 5 1T S I 4T 3 JE A B B2 B, Taq B 5
— 3" AN R Bl ) BE RS SR AT A . IXREER AT B Y R LA ES Ok BT & T AN O Q R MW
PERTIAL BT 0, B PCR RN G 4T . PCR 7791 59005 5 K 2 IR N C R

5 BEHKE2BERAPCRENIBENRENRESERE
WREEER T 2 B PCR AN 52560 % ROARMEAL BB 545 P GB/T 19438, 1-—2004 Hff % C.
6 7 F0AF

6.1 RXF
B o5 A U B BT R 2 o e B 4l
6.1.1 JLKOEE: —20 CHiE,
6.1.2 75% LB HHF I BIJ/K ZEERG DNA A9 K i 461k K Bl . —20 CHik .
6.1.3 0.01 mol/L pH7.2 Y PBS. L5 WBH 5% A, (121+2) C |15 min R KFHE A,
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6.1.4 JEHEIKEE 2 BIZ¢G PCR AR G0 - o500 & i 2 B L d W R ffi v B 1002 UL 5% B
6.2 N=\/iEHE
6.2.1 EHEGRBEHEE LI B KFEHE 13 000 r/min PA L,
6.2.2 %<t PCR R AL i+ HL,
6.2.3 2C~8 CUKFIM—20 CUKH.
6.2.4 WMEBWA.0.5 uL~10 uL,5 p.~20 1,20 x1.~200 1,200 pL.~1 000 pl,
6.2.5 LI,
6.2.6 IRZIER.
7 HERHRESIAE
KA S AR AR AN AT S TG e, SR A KR A AL B AR v IR T
7.1 BUETR
7.1.1 AT 87T B (WK (Eppendorf %,
7.1.2 A EREE T R4 (121+£2) C (15 min @ EKEIFH T84 160 C T4 2 h,
7.2 REFE
7.2.1 HEHHAFHS

M e A8 SR A SR A I R 1 TR AR Sk e b ok MR 3 K~ 5 Y, JBCPI e 3 A VAR
7.2.2 FRBEER M RESAL A A

FHICTE B 5 J1 Fgs+ By B R A b 1. 0 g T-OHBR b 58 0 W08 L #9000 5. 0 mL PBS 1R 2] AR 54 414
B AW Eppendorf B, 5 & H .
7.2.3 MiEsgmig

F TG 1 8 4 H 4% W I = L Eppendorf &, 5 & H .,
7.3 HFHE5iEE

KA FEATE 2 C~8 CHRM N IRAFNMA R 24 h 5 FKWRAE  AUICE —70 CUKAE . (H
o7 38 B B O VR (B 22 VRl 3 ) . SR AR IR I 4 I, SR P R UL A 380 08 3R AR I ok % s, R R 26 3 S
W,

8 HBIEAIE

8.1 MEARKERKIEI

TEREAR KL B X 4T,
8.1.1 REFAE1
8.1.1.1 Mtn 1.5 mL K Eppendorf &, H rf n TG HE i 80, — 45 FHE XS IR B — 45 [t X B 2
H XS A GE AT i 5 bR .
8.1.1.2 HAMA 1.0 mL 2 AR5 70 S AR DAL A | B M BE A BH PR X5 B4 100 pL, — AR
P — Ak B A8 EEWIRA 5 s, T4 C~25C4&MFF,10 000 r/min B0 10 min,
8.1.1.3 Ht5 8. 1.1.1 %M 1.5 mL K Eppendorf 5, A 500 uL /K ZBE(—20 C i
) XA E HAT O . OIS 1L 1. 2 B R A TP RIE R AR N B b E TR ST A R
AREWE R OTE L BN S
8.1.1.4 T4 C~25C%MF.5000 r/min & L> 5 min(Eppendorf 45 JF I 7 £ 51 B .0 ML EE fih 7 16 i
B, BREIL LW LEE T WROKAC L TR AS AR R AE K AR R M T, inA 1L 0 mL

D s AR AL 4 X — {5 B RO T 5 B AR o B9 I L O R 120 A AT, R H At 45 280 i E
A TR BR 28R  JU) AT e ok 6 452807 i
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75% LW, FREI R
8.1.1.5 T4 C~25C&MF,5 000 r/min B> 10 min(Eppendorf & 71 F £ 55 2.0 AILEE Sl 7 0] ik
B, BRREL LWL EE T WOK AR b TR S [RRE R AE T K ARAN [ b 5 IR T
8.1.1.6 4000 r/min B0 10 s, KB BE I 19 8R4 WA P 310 487 RS 30, Rt n R g S s b L 1, — 1
FEAA T — AW S, WSk AN LAl B A5 DOUE — L 20 T4 5 s~15s. AT T4, L% DNA ANE,
8.1.1.7 JIA 11 pL J& DNA FgAY K E 21K B IR A 3 i 4 BE A9 DNAL2 000 r/min B0 5 s,
K EORAE# I
8.1.2 IREAX?2
8.1.2.1 W n4 1.5 mL K Eppendorf &, H n JyRFAGEE 5B, — 5 BH X 08 K — 45 BA P X IR 22
H, XS A AT i BRac .
8.1.2.2 HHMA 100 pL DNA SR 1,585 73 I AFF DAL A B X BEABH XS B 4% 100 oL, —
P REAR ] — AWk IRAI S EETIRAI 5 s, T 4 C~25C4/FF,13 000 r/min &.0> 10 min,
8.1.2.3 R ulREMLFE L HAREULEE , FiNA 10 L DNA $2BUR 2,18 21% LE%IRS 5s, T4 C
~25C &M F .2 000 r/min B0 10 s,
8.1.2.4 100 CH¥HEHE/KI 10 min; A 40,1 J& DNA B #) KB 244k 7K .13 000 r/min #0210 min.,
¥ B R B DNAL VK B,
8.1.3 DNAREEMAEEX

FEHUH DNA Z07E 2 h WiEfT PCR 9" 8 8+ — 70 C VKA.
8.2 ¥iXFAFTSHEH

TE SV TR G Wy e ] X AT

MARH) & P BUH S RS BR B 2 B9 PCR O Taq B . 762 I F AL .2 000 r/min B0 5 s,
BT PCR BUCR n Horb o 0 R A0 R 880, — 487 BH P % B R — 45 BRI M X IR R, g A Dk B 17 A 3R 75
fli /15 pL PCR B M2 0.3 pl. Taq B, TH58A 0500 09 T A & L A — 38 YRR b, 1 B4 PCR
BN 15 pL B B IX,
8.3 mm#¥

TEREARKL PR IX 04T, 7E&BOE R PCR B o Blim A 8.1, 1.7 803 8. 1. 2. 4 il & 1 DNA %W
10 pL A EBARFGL 25 pL, B %5 .500 r/min 2.0 30 s,
8.4 W PCR KM

TERG I X BE4T . K 8.3 HHMFEJS 19 PCR B A Y PCR AL, 10 S FEAS 12 OB

SN SR

— BB AR 92 C 3 min;

— B BL,92 C 55,60 C 30 s,45 DI, PGSR BE TE S Y BORE URAE BR Y IR KT

A

AT,
9 HRAE

9.1 HEROWMEMKEE
T IR 85 L R 1R U] LA (T e A e L RIS X R 2 ) e v L RS R R T
R B8 A 21 5 5 195 1O 2R A T R 3
9.2 RIEkRE
9.2.1 FAMEXTEIE Cr I HICY Bk,
9.2.2 PFHYEXIRAY Cr (HI<30. 0. FF H BURF RE A9 3 26
9.2.3  HBA X BN BE R A5 RS AL DA AR R S B R TG AL
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9.3 HRWARAE
9.3.1 MM
To Ce fHIF HLICY 3 M 28, R WIRE dh b JC A6 e Bk 2 2,
9.3.2 PEM
Ct {H<C30. 0, HLT BURRE P34 1t £, SRR AR AR P AE TE S5 6 1R TR 2 8L
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M xE A
(FLSE B 35
BB B P AR KA S

A.1 Ai%0.2 mol/L B —S/KBR)
— K AW A8 (NaH, PO, « H,0)27. 6 g, I8 T 2K 5 BEZE 1 000 mL.
A.2 Bi%0.2 mol/L BEEEE — /KR RE)

LK EBR S 41 (Na, HPO, « 7H,0)53. 6 g, [ B+ /K& B A — 4 (Na, HPO, « 12H,0)
71.6 gl KAWL S 41 (Na, HPO, « 2H,0)35. 6 g |MZEMW/KEH B HBEZE 1 000mL,

A.3 0.01 mol/L.pH7. 2 B§ES £k 22 i 4 38 £5 7k 5O &L #1

0.2 mol/L. A 14 mL
0.2 mol/L B 36 mL
FAEN 8.5 g

FAZRB KRR 1 000 mL,
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Mt R B
CE R
EHEEIKE 2 B PCRIAFIEAM IFARFEAREEEN

B.1 XA ZHIHEM

IRFNEHER I E B 1,
R B. 1 HEEIKE 2 B PCRIXFEAHK

o ORL (48 tests/8&) ] i
U BRI ¥ 1D B DNA 2B 1 (BRI 2) . DNA | 48 mL X1 & CRAFBO 5 5 mL X 1 & (DNA ZBUK 1),
PRI 2 (BRI 2) 1.6 mLX1 % (DNA #2 B 2)
WhEERT 2 RO PCR RV 750 pLX1 %
Taq W (5U/pl) 15 plLX1 %
& DNA i (19 K 18 4l 4k 7K 1 mLX1%
B 1 % 1 1 mLX1%
FH 1 % 1 1 mLX1%

B.2 iiBA

B.2.1 ZFEW A DNA $BGLH AW E k0, DNA 3 BOK 1.2 B EHAK, —20 CHRAF,
B.2.2 JC DNA B K aifb/K , FTE @RI DNA,
B.2.3 PCR RN EHFSES Y AR LS FE T,

B.3 ERANMESER

B.3. 1 iy T FHAE AR A b A e AR 85 e A i A P AR A 5 G

B.3.2 SN 532 I Rl G A A b AL R A A% S R R A i R LR SO RO I T
Je i s

B.3.3 BRSPS, HAb il —20 CIRAF. AN 6 1A,
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