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¥R % 5 LA RT-PCR &l /5 3%

1 ek

FIRMERE T & B %% (Classical swine fever virts, CSFV) 303256 RT-PCR 3 1k ,

A GRIEE P T 8 W AT 0 PR R RO 2R ol Y 3 R R S5 M R CSFV 8
Ba.

2 MEHS|I AXH

A B R T

FQuangifative reverse

4 RFF R

B B DA B P 4 44T A A ST 45 o1 5
Trizol: RNA $hig &l . AR A4, ﬁﬁéﬁ'ﬁ#ﬁﬁﬁ T4 °C~8 CHIF.
454 CTHS.
FWNE:4 CHE.
752 .85 R TR K 2. 8% DEPC KB, —20 CHE.
DEPC K : ZBFAKFHA 0. 1%DEPC,37 CA 1 h, 121+2)C, B EKE 15 min,
RNA BB 77 (30 U/uL),
10X PCR buffer (10 mmol/L pH8. 3Tris-HCI,50 mmol/L KCl,1. 5 mmol/L MgCl,).
dNTP(2.5 mmol/L),
FT RT-PCR RN EITIHHER 10 pmol /L, F4HHEX 5 pmol/L, RFEF M T .
P59 F.5-TACAGGACAGTCGTCAGTAGTTCGA-3

e
w o ~ M U B W N
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T34 R.5-CCGCTAGGGTTAAGGTGTGTCT-3
4l P.5-FAM-CCCACCTCGAGATGCTATGTGGAC GA-TAMRA-3
10 R FEE . Superscript I 28 FEE (200 U/pl),
.11 DNA BE4E.HS Tag DNA B4EEG U/rl),
12 HHEWNE:DEPC K,
13 RN B AR R fhAh SR F RNA (4 200 pg/pl).
4 FHHER R R A R RNA (42 pg/pl).

)]

BHEE

R G RR R OHL . JAE LA 12 000g BA L,
VKA.

6 PCR &Y.

R .

BLE.

LRI RN R R
[T 4 5 B N ¥ S B

o

HmRIRE

6.1 REFEED
FEREREAEIBPNE—REFE AR B LELFE,
6.2 REETH

ROE RS BT JTOSAREER, JHHIE N S UES B RS E BT 5 min~10 min,
ZIERWEE.

REFEMO0. 5 mL 1.5 mL BOEE(121+DC, BHEKE 15 min; 57 552 160 T 2 b,
6.3 REEFZE
6.3.1 HHES

FEEEEN LB, HFOSTFORE, FHRERREURRARES, ARETEHMZE 0.5 mL 8, 1.5 mL
BLEHERIC RS . BERE. BHEERES,] 1 5 &30 A DEPC &, THH#HSMAESEFF
FEATBREE .3 000g B0 15 min, H FERHEABLEFRSEH.

6.3.2 HEHES

REURFER A F R (R E S BRIE . By FREMER ZA - RN ER R RE AR,
WS BERE ., W50 mg~100 mg AR 81 5 FERMA DEPC K, THHERARTER T
FEATBTEE ,3 000g Bl 15 min, M FEBEEAHLE FHTEH.

6.3.3 4A%EDTA FEm

BrEESREELN . BEAS /10 A% EDTA BB N AE AR H, RO RUEAREESH,

2
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6.3.4 Hitty

P IFREREATELE D MABRERIE K, RYIBY, ER 3 000g F4 15 min, BLEHER
BABCEPHESEH. EAREHHYEERABLCERSEH.

6.3.5 HHRREEFEN
HEEEFRIEBR I R . EABLETREELA.
6.4 FHESER

FRBAENHERE 2 T~8 CRETRFMLAED 24 h; EFKYPMST, MHE—70 CTKE.B
MEAREGEMOFBAET 300, RENELAFHE . RAGRTRERBMASH, ZE6 h~8 h
ZHEXRFIERE. FR(BEIRIAYELEREEIFTHERSNEDELFE.

7 RIS RT-PCR #:3

7.1 BEERiRE

e RN & KHELT .
701 BaMKEE LS oL BLE, B 2 ATFEREEXEL R L HESH+ B HESE+-E
HER M EMHLBERTHS.
7.1.2 FEMA 500 pL Trizol, 43 5B ABEREE B | FH ¥R ) HRC SR B B A B 3 FR45- 200 pL(HhF
L9270 3 B AR A P AR AR R B A 3R i i S R P A R R T 3 L S 109K IBA1L, B E 5 min; B
A 200 pL Bl BB ERGBY 5 s(ATUAFEEHEIRS). T4 °C.12 000g Bl 15 min.
7.3 RE7.L1HARREREN 1.5 ol B0 MA 500 ¢l REEG CHA) .M EMEHT
5T M7.L2hELENEEESA 500 ph(BEAERE b EBE) R EHMNE S, BHERAS,
—20 C#'E 30 min,
7.1.4 F47C.12 000g B0 15 mindEHLEAORBHBE OB ORE) . £ HE BB THAL
FLR TR, A 600 pL 75% 2B, miEI g,
7.1.5 F47C.12 000g B0 10 min(BLEF OEFNE OIS T ENE), F LE . MEFRALZK
L W TR OF FIAR R R FE B AR 6 R B 35 )
7.1:6 4 000g B30 10 s(BEOEF O AFHE OB T MEE), AEENER N BB ARER
T, ZEH T 3 min~10 min,
7.1.7 jmA 38 uL &2 DEPC £b /K 2 pL. RNA BHOFA, B RIBS, BEEE 1 RNA, K E&
FER. BB RNA B 2 h A#4T5 % RT-PCR ¥ 8, EFB KB ER B —70 ‘Cikis.

7.2 3 RT-PCR ¥ EE RN EE

# R RLIR & Y K BEAT .

& PCR RREHN n, B o ARBHSEXEER 3+ HHEEH+-BREEE - RS, 845
AWHAR R EE L. REEEARERSENMEERETESE, EANEEREL RN
BEBRER LAty RS sy,
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21 STERRMEGRESER

RS RE BIRE
10X PCR Buffer 5.0 L 1x
dNTPs 1.5 pL 0. 075 pmol/L
EEHE RT-PCREEE
LS F 3.0 uL 0. 6 pmoi/L
T3 R 3.0 pL 0.6 pmol/L
BEER 4t P 1.5 pL 0.15 pmol/L
. Superscriptlll B ¥ % 0.3 pL 2 U/l
HST &8 5 pL 0.05 U/pL
B 14.8
7.3 m# ®
TR A B OPEAT 0
P4 PO L RN BT

500 r/min 2540 30
7.4 %t RY-PCH i 18

Picpall] i
Yo A bl 7.8 AL

b) TR 9R°C/4
c) &8 8 sak0 T.3 R ok e FTo

7.5 &RAE
7.5.1 BEERE

TR I 5 SRR, RN Jeph R Ct {4 H BB BUR T 45 (R A ARALL o
£k B 52 B B (B B Y e 25 55 JB A 4R 4 43 T e B, L 4R ST A T
TR T A B 5 2R B B

7.5.2 RERHE

7.5.2.1 WERE Ct{H, EXRETEHEK.
7.5.2.2 R Ct EM<27.0 3 IS R B 4 B 4R TR PR YE X LAY Ct fHRLTE 34.0 EH¥H
PSR, B, KRB AT

7.5.3 HRBMBEAE
7.5.3.1 TRiE

% Ct {43t A RRE MY B4, RRMEH T E CSFV 2R
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7.5.3.2 P
Ct{E<34.0, HH PSR p9 3 i &% , 2R FE s 474 CSFV B,
7.5.3.3 W&

Ct{E>34.0, HHIAMY MR NHARNETI R R . EXRBLF B Ct H<<34. 0 Fis Ry
B i 2 O P B W B






