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HEESWHRESMESEH A ZE

1 3EHE

FIRMERE T HER S PRE S (PRRO WIZHI i
FIREBATHEER S FRESMRISHE.

2 MEMSIAXH

TR A BCES ARER S AT R AR AR, LEEH WS HXH,  KEEHRA
BB B (R AR BRI N 2D BB TR A E BT T A 4n Y , SR T » SR AR 48 45 b it ik IR W L B9 % 5
EE X SRR A, LERE RS A, KR RAEH T AR,

GB/T 6682 Z#r 55 % FIK MM AR B Jy 2 (GB/T 6682—2008,1S0O 3696:1987, MOD)

3 PSTERE

THRS MRS5S TR
bp— B EEXT;
CPE—B(HH Muim A= e A 5
DEPC— £ BRER _ Z. B4
ANTP— B & T =88

EB—RILZE;
HRP—HR S ALY B ;
IFA—al £ S B 2 Nk 1 5

IPMA—% & S 8B RERR;
PBS—— B R £h 8 ph kK
PRRS— ¥ EH 5 REA1E;
RNA— B BR 5
RT-PCR— R ¥ R-F 5 HE IV 5
Taq Bf——Tag DNA RE5FE.

4 R

SRR, EHRANBTRET . R EEMEHAREIER, M THANE A B
W OWERRY, — R 1 BA~3 B HREERN T ZRFMER S B 0™ PR ARTI I 55 138
X PRI SE T SR I, e — MR LR 8 A ~12 A RRKD, B KR BB TR, Rk BIR B
ERAKF. FEATERFEAABRERNFRRAGER . ZAE -RERER . AEBRE. FRES
RRRGE , Bk B A1 HE T L 16 S 1 B 48 S AR AR AR S, — MO SR Y R T LR

FULBERERE, TUNRREHARERSFRESMENE (PRRSVBRE, BHETELRE
BE.
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5 WENSBELYE

51 MRS
5 1.1 8%
AR A KA AR BB A B VE R KA O LR D 96 T4
BFAR ., MRS ALPIEE AR 0.2 pm WAL R RIS,
5.1.2 &7/
RPMI 1640 #5555 . MEM ZRHHEFW &¢mﬁ HEBE Q0 IU/mL) 5#EE (10* pg/mL)
BT SUBBRAMBRRE. g
5.1.3 4
8 JEAR L I 0 L
M AL, 3F 2 TR B0 5 1
5.1.4 ¥&
5.1.4.1 X%
I8 R U Bk
. BIE—20°Cykg T,
5.1.4.2 #H%HF

ST
R B2 1 i

K st 4

100 pg/mL K

KEBE 50 #g/mL ; \ C AN, B
MARC-145 F§f MEM¥&: : "? Moo i IMAE 96 fL40
MR, ’

5.2.2 BERS

e M 96 FLYNf B
AFERBTL 10 pLOBES 17
F#FLAGRE R 1 2 100 BB
KGR 11000 R, KRt T )y
i 12 10 000 FRER) . /M SRAR i B B N B 4 C AT
5.2.3 HEFHEm

I3 BRI LR G 50 pL EEFP T 5. 2. 1 IR ML GE—40O L, A 37 CL 5% Ak
BRI SR , SR MEE CPE, & WHK 2 d~5 d.

5.2.4 EHWEE

—BAESE SR 2 d R, ARA R HHRE, — B S AL AR 25 pL, BRBALES. 2.1
O7 B A W BT A AR R R A FL IR . A 37 C5 % AT R PR SR 2 d~5 d, 5 KW CPE.
5.3 #&R¥E

BHEEM 1 d~2d5 A CPE, X REAMMAS . RE B %, REHEELE. WREME
s E {2 # B CPE, (RE 45 3 CPE Wil M. (L{UhkEEF# R 3L CPE, AN 2 T

2



GB/T 18090—2008

BHEEE R R .

EHARERYEERERE, ARG HA CPE, A ANWANRALESEAYEBLERR
(IPMA) g | B S B 92 61R % (IFA) A7 4 3 s REEXF PRRSV A7 o B oft 7 2 B FH kBT, I BN €
27 PRRSV 4B F4% .

6 SRSy EARRKE OPMA)

6.1 HplkeE
6.1.1 &#

HEBWS AESHES.
6.1.2 &7
6.1.2.1 IPMA LUt E % . N A 6 &2,
6.1.2.2 FRYEFBEMTE ARAERIEE L E MR 1eG HRP 4564 ff AT Ui B3 45 3 2 A i 7 7 B o
MBRET/EKRE.
6.1.2.3 WHRWE.MFHERMEE/IYERERMEE BEH.
6.1.3 #&

SR SR A LB 5 40 8 ML, ML L O B CRWE I L EE B, BT KB AMEN .4 CTE-20 C
KERFR PR, RBEERMELE—RS.
6.2 #®EHE
6.2.1 WEMFEES -FEEE A HM E HEZFLa-BIhA 180 pL &Y It 7H#H BRReHA & 7L hn 120 pL.
¥ 20 pL SRS LS AR RRILE 2SI A A HEF0 E Hi8L, Z 1833, N AHERL BHE& LB 40 uL 4
B A BHER F HE, KUAE 1 40.1 £ 160.1 : 640 B,
6.2.2 B bRIRPHEBMIERERS 50 pL 1A IPMA £ B 4% S AR P 3147 ,37 CIBET 1 h, A E8W
4, 3 0. 15 mol/mL & fk& (NaCD)+0. 5 % it H-80 Zetk =K .
6.2.3 FJ0.15 mol/L NaCl # 0. 5% nt38-80 B0l 1eC HRP 54 W E TIEMWE A 50 pL 4
AYRMBW TR, HIR)5F 37 CET 1 h,B%k=K.
6.2.4 HILFTMABAN/RYAECEW 50 pL,JEI8 T~22 CTEBRTIEAEL 30 min, FEW
&, A 50 pL 0. 05 mol/L Z RS .
6.3 ZRHRE

# IPMA ZHIRETHEHESHETH R, BN BARBESIHRITRET, SR MERAR ALY
30 % ~50 %% #y 40 M R 2 R IRLL 2, FI B N St A AL Y B0 B 50 FH A , 8 4E IPMA () ; SRR B R 8
Yo, FIEE kA S Y R BRI B B, 8 4E IPMA (=), MISERS R M ERA MR A (S
FRMEXT FRELE) . MEMELL S0 U ERARCHERBEENERI R, mWERE<<10 FHE,
10 2% 40 A5 MY AR e SRR B 68 8 70 M0 30 B 9, M N BE =>160 S P k.

) 4 S 18 3 e i 58 (IFA)

1 HHEE
L1 B
RABME . CH RS REA RS AR HEBRRS.
1.2 #A
L1201 TFAZERSE B A7 E,
L1.2.2 5HiE 1eG FREBOLE (FITO Z5-8 4 b v B4 ML 38 ks ¥ B 138 .
1.3 B
Kl 3 R BB R G T5 5, SIS AT PBS 1k 20 f5 R R

~N

N N

NN NN
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7.2 BRIEAE
7.2.1 #£ 96 FLAR P EFLINA PBS 190 pL, B4 51 A0 AR Ry 135  FHHE M1 75 (BAHE M 10 pL(1: 20§
.

7.2.2 96 FLiR IFA /B

7.2.2.1 B 96 fL IFA £ #i# ., i A 150 pL PBS, RIREE 5 min, FE R PEAE, FETKK LBER
F.

7.2.2.2 £ 96 L IFA LR RO B AR B 4B FL P 43 BIMA 50 pL 7. 2. 1 sp R BM ML , B
B &+ 37 ‘CHEA 30 min, FEEMRPUULF, E%ﬁf&tﬁﬁmﬂﬂ AFLINA PBS 200 pL, e ASK, 5
7.2.2.3 HAMATERENRLHE 1eCG FIT 4 50 pL, E
7.2.2.4 FERPES ;S%%Wﬁthﬁfﬁﬁjﬂm

°Cﬁﬂ¢'ﬂ§m 30 min,

7.3 SRz

7 Xof B ML Y8 R ST Y R
TR 4 M FLAS H B S o, BRI PR
T R FLA R A o ERR A
a6, FIN B

REEREAT I .
8 EEMmEBERE

8.1 HHk#HE
8.1.1 H#H
96 PRt
8.1.2 &
8.1.2.1 PRRSV

FAnHE B I 7

AR P A 1L

A ML 35 L 7 €2
8.2 BRERZE
8.2.1 MR 96 FLELE K BIARN
100 uL, 85, B & 37 CHE
8.2.2 FEWPLER, ﬁu%r@?&
8.2.3 ®WAAIMAHMAE 100 pL, iﬂiFﬁ oo A
8.2.4 Yi¥,H¥kMS8.2.2,
8.2.5 RBIRHSIE, S h0A B REE A Sk I 7 bR o FH o I T8 AR v B P I S . 454 i 3 45
2R FEDLR AL 2 A3 BRBURTL LA AESS . BALInAEEIH 100 pl, HIR, BRBERT 37 CHE
A8 F B /E 30 min,
8.2.6 e, HEkF 8.2.2.
8.2.7 HBAMTAEEENERTA 100 pL, 341, BRB AN E 37 ‘CHHIEBAS PR 30 min,
8.2.8 Ytk HEM 8. 2.2,

8.2.9 &ALIMABELH KIKYIHEI 100 L, B4R, 76 37 ‘CEBRME FEIRRE 15 min,
4
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8.2.10 HFLIn&IE® 100 pL & F R,
8.3 XEEODEWNE
U 2 A R EBUR RER & FLIE YA OD {H,iE A% FIRHE.
8.4 HER¥IE
8.4.1 HXHHE
FAYEXT R OD A 5 R#:XT M OD AR ZEN K FHREF T 0. 15 B, A A HTERAZE. FW, &K
BB T .
8.4.2 FIERELRE
a) S/P HAE/NT 0.3, H%E % PRRSV HifkFA#: ,iC/Ef#E ELISA(—);
b) S/P WAHAFHRET 0.3,/NT 0. 4, H % X700 5, it /E @ ELISA(L);
©) S/P HAEKRTESET 0.4, 3N PRRSV ik, 2R # ELISA(+),
H g v BERE G, W E AR — K, IR R S5 R AT Do W] BE , B FU 4R PH M 5 R UK A H Al i 2248
W7 gk FEAT R
. [B)$: ELISA W41 3R FI 2 3 B UE B9 7 7 A A W X0 4 .

9 REF-BEGEERNERAERT-PCR)

9.1 UBFE5RH

PCR #04, B &R G EOHLEOBUE 12 000 r/min L), §RE LU (MR 2 000 r/min) , &
FERS SR A IKAN A IR, AL Tk BE B B AR R 48 (U AR A3 I 40 . IB A7 38 , YK FEGZNCA~8 'CH1—20 CH
LM E R B EAR (10 £L.100 pL.1 000 pL) X FEET RNA B5 15 3 H38.60%% , Eppendorf & .
9.2 =

B 5 A0 UL I LASR AR vE BT R B o A0 4, — oK . K ARG GB/T 6682 HLEMER ; A fx
EFFIRFBY AL RNA B H A S% (F DEPC KA B E R EKEITE.

a) PBS: W A.1.1;

b) W Tri-reagent B H A EF MW

o) =W

d) HWEE.—20 CTH¥%;

e) 75XZEE:N B.9.2;

f) DEPC7K:W. B.9.1;

g M-MLV K¥3%E§:10 U/pL;

h) 5XRT ZEr;

) RNA B .40 U/pL;

) TaqEF:10 U/pL;

k) 10XPCR Zvp# (Mg*t full);

) dNTPs:& 74 dATP.dTTP.dCTP.dGTP % 10 mmol/L;

m)  HHETHW;

n) 5|4 K0 PRRSV K51 ¥%t, S WHF C, in DEPC /KB % B 100 pumol/L i f 7 ¥ 1

20 pmol/L THE¥;

0) HIKZEMW:0.5X TBE &Py, W5 B. 11 &;

p) FIKIIFEZE IR - WA B. 13 F,
9.3 X#
9.3.1 8BH

THRETRMEZ(12142)C,15 min BERXEHHET
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BT .88 F.1.5 mL Eppendorf & . BFsk .
9.3.2 ®H&
Fitr I B A L O 55 R0 R 5 41 R s BT B R VR S VN O 5 MLV L M R L 2 L SR A B R
9.4 Hm#lE
9.4.1 #AZ
BAFRAE G 2.0 g ZEBFSR R FE 40 BF B , it PBS 3B 4J, IREE PR , 4 °C, LA 3 000 r/min B.L> 15 min, B
EEBREA.

9.4.2 #H&
VRBLTE R B A B 2A®, L 10 000 r/min B0 10 min, B EIE&H.
9.5 BIEFZE

9.5.1 #E5HE RNA B4R
9.5.1.1 B nA KK 1.5 mL Eppendorf &, K »n HB R & PR XS B 5 B XS BB, 45
BEMA 600 L 41 M 248 W, 43 DU A BRRE & (BT B L PH ST R & 200 pL, 5500 — {0 B -
AL, HEMA 200 pL =Sk ERAF LRGBS 5 s T 4 C.EL 12 000 r/min &4 15 'min,
9.5.1.2 H509.5.1.1 HREAKEKXEN 1.5 mL Eppendorf &, MIA 500 pL FRE(—20 CHWA) &
BRid. R O.5. L1 ZEPH LERKEBEMMBNE R, HIFERNZE DRI 500,GDCATE K S 4 HE
B EERS.
9.5.1.3 F 4 °C.I 12 000 r/min B> 15 min(Eppendorf & FF 1R K8 gtMlL %50 7 FRE) , M
Bl % B3 BB T oK 4K L, ¥ AR OR [1RF 5 0 FE WK 87K TR 3t 3 7 s A 600 pL 75 %6 2.8 , 3
BIBE%
9.5.1.4 F 4 °C.LkL 12 000 r/min B> 10 min(Eppendorf 2 L FFEiE LY T M E) , PHO
B % B, BB T WAL L, REW TR CRRIHE & B 7E R KSR 3ET) .
9.5.1.5 [l 4000 r/min .0 10 s(Eppendorf & JF OB VLR T MR B ERE FHERAR
AR B, 0B 3 1, FIAE IR 20 R — B e S P — Bk RS R E R B A DLTE
— M, ZR T 3 min, RETF T4, L% RNA R,
9.5.1.6 fNMA 11 L DEPC 7K. R385, MM ERE L5 RNA, L 2 000 r/min B 5 s, Ik FRFE%E
Fi. $2E RNA RZ7E 2 h AT PCR 373 &% R RIHCE T — 70 ‘CKAE N,
9.5.2 RT-PCR EEEF
9.5.2.1 EEH

R EE 20 pL. KKAE RT EEFMALTRIY :

a) HERRBERME RNA S pL;

b) F#TIY P2:1 pL;

© 5XRT L 4 pl;

d) 10 mmol/L dANTP.2 pL;

e) RNA A .1 pL;

D M-MLV R FE.1 puL;

g) DEPC k.6 pL,

Ll 4 000 r/min &.{> 20 s, LA PCR {¥ ¥ ,RT £&44:42 °C .60 min,95 °C.5 min.
9.5.2.2 PCR¥ 1%

PCR R AR RE 1.
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F 1 % PRRSVERE PCR RN &R

% a4 50 pL Rk R/
pL
1 RERTY 10.0
2 10X PCR 28 ¥ 5.0
3 10 mmol/L dNTPs 1.0
4 10 X §4k4£ (25 mmol/L) 3.0
5 L+ #3[% P1(20 pmol/L) 1.0
6 TS99 P2(20 pmol/L) 1.0
7 Taq B (5 U/pL) 0.5
8 i DEPC & % 50
E: FNARPARHEANETRERAFRETE YN0ER BARZMN PCR BT IMAT HH 40 pL,

9.5.2.3 PCREM&HiEE

KRN FEEESHAEE L 4 000 r/min 8.0 30 s, LA PCRAX Y, 2 PCR B, RIS 4N
95 °C .5 min, 95 °C.1 min,51 *C.1 min,72 C.1 min,35 A E¥F;72 ‘C.10 min. KKK WL FT, BIE
TGRSR B ik H MRS R
9.6 ZRSWMMARE
9.6.1 1%HIEEERNT &

FRIX 1 g BEBEME . A R) 100 mL 0.5 X TBE & ¥ th. MABFHE I 40 CEA M 5 pL
(10 mg/mLYVRIZ 8, B EEIAKRBAEKFEEE EWEEE A9, B ES mm £4. REELBE
EAGEESHT. FERRANERFRB R F R RIMET , BLAK V- B I, 1X
TBE Z MR B E .
9.6.2 im#

B 8 pL~10 pL PCR Y 3911 2 pL R SE rh IR S5 A — AL . 5530 A 3K 2 o B 4 et
AR AT 7= . I+ BB DNA #RHE 54 FRE Marker fE43-F B K/ R,
9.6.3 Hk&MH

B E 80 V~100 V,BH i 40 mA~50 mA\ Bk i E 30 min~40 min,
9.6.4 LEBEMAE

a) FEEIMTTREZBREAWIFAMER

b) PCR J5F#X LB —4 372 bp i DNA F B, I BAS A B A BB AW

o) R REIKEFEAERL 372 bp DNA {8 L4 43 # Jy PRRSV BERK N 45 3R 5

d) T ERFWHRDFE 372 bp B2 PRRSV BRI W T R .

WHER,ATE PCR ¥ =Y T A E, FFIE R SEAF XKW PRRSV R R BFFI (&
R R O AT, 5 R 95 % L b, 7T 3 2 #5 B0 5% PRRSV A% BRAS 9 45 3R P 44:

10 ZEHE

PRRS Wi kA 2/t . KI\IERERFFREL R TEH WS WS KR LRERE.
FENARSEEZATAERANBESMEZE RN E, RT-PCR EHFZRHRARELK.
HEFEEEATER PRRSV Hitk. IPMA.IFA fEH: ELISA ## kK ¥ L #HFT LB ¥ LR 58
fE SR BURE R ERSTERT A E, et B R RN ERAE 2 A ~4 AR
I Bl 4 7 Y i ) R
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H7el R EARBER PRRSV YR , AT ESC PR IE AL » i L3R JLFH 07 36 b il — R M Jy 1k 3R AT
W2, X TR EM T PRRS &, 240 —F 7 G0N 2B MR, BT REFZE A PRRSV EHR
. XEM PRRS KIEEHH A REHEANERCEREN SEHNE YRELBEZRR
F G RET, &A% PRRSV LS ; HL il 75 2 50560 2 T 45 R, BE 45 6 5 B2 W BE b st st
& HE, AT —FEW R PRRSV B .
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M ® A
(HRIE M B )
3 Hh i B W40 A (PAMD #l & 8 (R F K IPMA.IFA 2 BT 15 89§ &

A1 HKA

A 1.1 BEERIR 48 ik Kk (PBS)
a) JREH

F AL (NaCDh

FH (KCD

7T 500 m

,,:1.::‘ kPa.20 min KB

b)

c)

d)

SRR 107 ug/mL Pk R

Al2 MBRERKBE N\
a) & 10%6 %4 i

(# P% 100 pe/mL KRB X

11640 % (A HBE 100 1U/p

50 pg/mL);
b) 105 B4 i 3 HN 00 TU/mL#% & % 100 pg/mL. K KB &
50 pg/mL).

A 1.3 HEEER S
B4 a2 W 8. 0 L, A4 48 = 1 B AR (DMSO) 2. 0 mL, iR & #57, RIHBE % .

A.2 PAMBI%H&

B 6 i ~8 A K SPF 3B BIESL T PRRSV BRI B B8 , 3 Bk ML BUFE )G » S B L B /E B
HIF. IR BB . SKAHY 200 mL PBS NSEHEAN, BFEMES 3 K~4 W, WEEERR, U
1 000 r/min B> 10 min, 3 EH W, VT A 50 mL PBS BREPMELYER 2 K~3 K. BG4
YA 50 mL JUMAE K BRI, AT AIM T, A A K B AE g0 R ¥ 38 4X 10" 4~/1.5 mL, Jr
BH S E Ry B AR E BB ER.
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A.3 PAM % 7F

B BE S 6 X107 /1.5 mL M40 B , I A S5 B 40 VAR AP, AR b L sl iR 3E . FA A
MGERFELTE 88 1.5 mL, i —70 CHBR.BABRATRE. BARFEHEBRAH, A TERE.

A. 4 PAM go#teitg

FHE RN SR ARG EMH . e 76 96 TLAMIEFRA LA MR ENRERERLE
W 40 0, 3 PR s o £ R o 9 0 A ek ol 3 64T TPMLA 2 TFA UE . R BB X #7492 8 BE (TCIDso ) B4
AR R K M E A, 5ol T iR%.

A5 PAMBEMR

MBRFPBRE A HHE, CHBARKG? CEAPRERE. HEARBA 10 FEHY
RPMI1640 ¥ (pH7.2) ¥, L4 1 000 r/min B.L> 10 min, FF 3 b 15 ULIE K 40 58 A 40 M A K ORI, 5
BRBEERARAES, DT

A.6 IPMA ZEiRAH &

a) HKWHEEN PAM 41 FHHLR G, FH RPMI 1640 40 Bd A < ¥ 8 B 40 , 57 40 A ok
X 10° M4aHE % 100 pL, 78 96 FLAAMIE SR P EIL 2 1M A 100 ol ¥ 40 Ha 55 37 4 A
37 C.5% A48T, 353E 18 h~24 h;

b)  FHMEFRBME PRRSV 3} 10° TCIDs,/mL, & FL 50 pL, #4852 AN PRRSV 15 Xf
. BA 37 Co5%HAbBEFA T, 335 18 h~24 h;

o) FERIEIRW, A BER K PR IR A MU SRAR , FF R WA, ZE K Rl R B T, 37 'C T 4% 45 min,
FEHEMAET 20 CEH. MARK 4% LKA PBS, ZWR EE 10 min, 3R HIKE WK
ZBE 4 CHERE 45 min, BLIK¥ HY 802 TI A [E £ 45 mina\FF & L 7 B X2 ¥, A A4 # £k kK ¥ 3%
—&.

A.7 TFA SERAH &

96 fl. IFA L litR - 76 96 FL4H MU IE FRAR A9.20446 .8.10.12 FY 43 B A 50 pL Fo It 3& B9 MEM 4 ffa
B M4y BB I 46 MARC-145, i & 8% FBS B MEM R BREZEFH 10°4, MAZ LR 96
AR IFFR T, AL 150 pL;37 C 5N ALBEFM P EFEZ A E WA T i i # MEM 33
EFFE PRRS in 5, Z¥k BN 10° TCIDso /mL, 43 A 3] L3R 96 FLAMIEFARAY 1.3.5.7.9.11 4%
LA, 44l 50 ul. B 37 TSN _EABREFRMP LS 48 h~72 h, F R, H PBS tb— KA M,
F % PBS J&, LINANE 150 pL, & 4 'CHEH 30 min, FEWM, R T4, HFH TEREH, —-70C
KEPEM.

8 fl. IFA 2 WTAR - 40 M 43 BB 4 MARC-145, Fi & 8% FBS iy MEM BB BRE T 1054, 7
8 FLARMEEEFRAR A HL P4 FIANA 500 pL 1B, B 37 COHN_HURERMTERELE ALE
I 7 ) MEM 3% 57 255 B PRRS $RdE# , AR 10° TCIDso /mL, B 50 pL 4+ B3] L34 8 FL4
FiRP. B 37 TSN _EABBERM IS 18 ho FREFM, M PBS®—K4M. 3% PBS 5,8
FLMAPIE 150 pL, FRE 2 10 min~15 min, FEWE, EETHE. FH, —70 CRAPRE.

10
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M % B
SEMERTR)
54 570 B B 4

B.1 PBS #(0.01 mol/L PBS,pH7. 2 )(BF IFA)

A (NaCD 8 g
BRMEWNNAHCO,) g
BeER 447 (KH,PO,) o
ZgoKmE V4
BEF 4 CHEH. J

B.3 HUERRER (005 mol/L ¥

mﬁﬁﬂfam
—gokm=E
4 CIRHE, — %

B.4 mMEHFEREES

B.4.1 ®HL2.922¢ \..
HA 4 mL It 3,500 pL B
B.4.2 & 1%84 M HE A DN

B.5 # % (A TE# ELISA)
FINEFMEARESR 10X DMBER“ALRK.
B.6 Rfa/[EWBEHEATF IPMA)

7.2,4 C{;‘H? ﬁi{FIPMA

B.6.1 AEC %l
FRE 4 mg R Z MM, (3-amino-9-ethyl-carbazole, AEC)% T 4 mL — B 3 H Bt % (N, N-dimethy-
formamide) 1, TAERE B 4 THAREF.
B.6.2 0.05 mol/L pH 5.0 ZE3$HEE rhik
Z. 8% (CH;COONa) 4.15 ¢
11
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ZHKm=E

FAYKZ %% pH 5.0,
B.6.3 ZE#HZmE

YK Z.# (CH; COOH)

LBRPTEW

—RK

FAWKZ#®FA%E pH 5.0,
B.6.4 E&/E#WEEECHO0;)

ZREL G th¥

AEC "2

30T HALE (H, 0,)

FEAREE S pm FRAGT IR, B AIHR.

B.7 [R¥rA®&(EBTEE ELISA)

B.7.1 0.1 mol/L ¥ i#BAK
R (Cs H, O;)
8K E

B.7.2 0.1 mol/L BEEE B H
Bs# 8 41 (Na, HPO, + 12H,0)
ZH%KmM=E

B.7.3 JE¥®RM(TMB-H,0,)
0.1 mol/L B ¥ W
0.1 mol/L B§BR S — B IE %%
VU B BB (TMB)
30N S EAE (H,0,)

1 000 mL

14. 8 mL
35.2 mL
50 mL

19 mL
1 mL
10 pLL

1.92 ¢
100 mL

3.58 g
100 mL

33.0 mL
66.0 mL
40.0 mg
1.6 mL

FOHRA TG T AR . RARE.

B.8 £k (H Fid#E ELISA)
1 mol/L R HPBEW.
B.9 & RNA 53 ka0 B4

Fic 1 9 VBB P By = S0 FP 5 L TG K 2B L R R B S SR PR SR T B s » T 0 O B 6 P A — K
# BWAR R Y S NIE RNA S5 3, EN B P B — KM BN RALKFE, B2 A KK RNA B

B,

B.9.1 DEPC %k
—ZK
DEPC

100 mL
100 uL

18 C~22 CERFTIHK,121 C.15 min K&, REEWEE HILH=&.

B.9.2 75%ZB&E
DEPC 7k

oK . BE

A A Z.B2F1 DEPC KB4, —20 CH%.
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25 mL
75 mL
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B. 10 B[#pEH
B R C WFEH S5 4, n DEPC KE#l B 25 pmol/L,
B. 11 TBE HRE MK G X KRB

Tris 54.0 g
TR 27.5 g
EDTA 2.9 g
—ZokmzE 1 000 mL

i 5 mol/L 258 (HCD J 2] pHS. 0, ER KM FH—ZKBRR TR B R 0. 5X TBE Z b,
B. 12 EB(&EFEHD

FA—2KECH A 10 mg/mL B4, AR 45 10 mL ZRIEHW P m 1 pL.
B. 13 mEZEmE

15 100 mL WP & RB Y 0. 25 2,7 40 g,
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B ® C
CHRBMEMR R
BB SRS SRS RT-PCR 753145 5 .PRRSV f R H B F 5

C.1 HEASWRESIERSE RT-PCR FESIHFS

HERSWRLA R RT-PCR J7 kI 5] 9 5 51 1R 48 2 I 3088 P (Genbank) o S PR ANEK I £k
R RNA & R <T B FF B B HE ORF7 (N EBD 3. SIWHFFIN

E U514 P1.5'-GCGGATCCATGCCAAATAACAAC-3';

T #F51% P2:5'-AGCTCGAGTCATGCTGAGGGTGA-3',

C.2 PRRSVERMEBENEFET

1 atgccaaata acaacggcaa gcagcaaaag adaaagaagg ggaatggceca gectgtcaat
61 cagctgtgec aaatgetggg taagatcatc geccaacaaa accagtccag aggcaaggga
121 ccggggaaga aaaataggaa gaaaaacccg gagaagccce atttcectet agegactgaa
181 gatgacgtca ggcatcactt tacccctagt gageggeaat tgtgtetgte gtegatecag
241 actgccettea atcagggege tggaacttgt accctgtecag attcagggag gataagttac
301 actgtggagt ttagtttgce gacgcaacat actgtgegte tgatcegege cacageatea
361 ccctcageat ga
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