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Bs BHEX T RICETR A

1 %H

A RESE TG R G g2 iy e SIS W R R AT R e R - S M EE S R i (RT-PCR) 5
B9 5 RT-PCR(Real-time RT-PCR) )4 ELISA £ K 7 £ i Ak .
A S T A Bk OG0 2 AR T KA RN W AT o A

2 HMENES| A

S S B P e S B ER T S | AT R AR S R T A i Ak Hod L TE H RS RD
{30 1% 1 30068 1 0% R A% 3 B T AR SO s AR i B 009 51 A 300 o H 00 i R AR 043 BT A7 (0 I B 53 R AR S

GB/T 6682 48 9256 55 FH 7 BL RS Fd 38 0y 3

GB 19489 52805 A Y 9 400 FH B R

3 REMEX

T3 ARE fE SGE T A S0
3
BRFEHFEXRTH  Adan viral arthritis
78 0 Mg 0 5 4 S e o |2 00 g o 0t ) — oo o By

4 @EmRiE

IRELE 1 R A N L o

ARV & 0T B 145 8 ¢ Avian Reovirus)

CEF; % 1 At £F 4§ 2400 2 ¢ Chicken Embryonic Fibrohlasts)

CPE : £t B4 2 %0 0 ( Cytopathic Effect)

ELISA ¢ B 56 G ek i 85 ( Enzyvme Linked Immunosorbent Assay)

MEM : 36l Eagle B 383 Minimal Eagle's Medium)

PBS. B 1k £8 mh i ( Phosphate Buffered Saline?

RT-PCR: ¥ -8 S W ( Reverse Transcription-polymerase Chain Reaction)

Real-time RT-PCR ; 92028 36 12 3% 5 8 5 W 6E 24 12 1 ( Real-time Reverse Transeription-polymerase
Chain Reaction)

SPF ., Jo4F 95 5 ( Specific Pathogen Free)

TAE. =R REF L2 8-2 MM A Trihvdroxymethyl Aminomethane-acetic Acid-ethyl-
ene diaminetetra Acetic Acid)

TMBE:3.3",5.5 - B L8 e (3,37, 5. 5" Tetramethyl-Benzidine)
5 IGFRiL
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5.1 2 AN W] iy ol 1% 06 24 ] R i, {1 iy YD T a2 SHE TR0 S R Y R NG

5.1.3 ATAl H i i 16 Byl g iy

S.1 4 WA E L PETT AR, ) R R R S SR PE T L T AR R AR
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W, H W R R S R R AT Y AT A
5.5 iz ol B AR L o] ACE 4
0.2 e EER
5.2 #5as il e akosial L B sh
5.2.2 OGN bl L T 2 O S 3 R M A sl SR G B L A ] e
LT TS i o [ = I = o o % e S
53 mEH{
531 m#TEk
5.3 101 B OV 0 GV A S B R Tl A A G Y I PN AT IR B R AT 0 i R RS U 5 T AT A 3
PR,
5.3.1.2 BB mHE. AT
5.3.1.3 LR b %2,
5.3.2 ALFERT
5.3.2.1  AE2 R b BLAK el E 5P A B S A i 2R i D R DR A S A S | Y
J22 ) b B TEE R B B A 85 5 O L A0 TR 5 A0 R R B 0 e o R R e
5.3.2.2  {ef9PEu I L OE E RS F AT I EL RS R AT AR 4 A A L ) 5 DL ) R0 A i
S O 155 R S 4 ) 9 T B L B N R O Y K e o R ] A — i e o L
5.4 #£RAFE
SR 5.1 HAF4 5. 2.5. 3 22— a5 M SEL AT s e oL W 4,

6 HEMmEEMLE

1
LT FBARGITMET
12 L.
L3 BERRTEE.
14 HEm A g
15 FEdk.
6.1.6 aE#fLTE 0. 22 pmo
6.2 &7
6.2.1 0.01 mol/L pH 7. 2 PBS BT R FF OB 3 A p AT BUHUE.
6.2.2 H®HRE 4000 U/ mL),
6.2.3 HEEHEM pg/mL),
6.3 BHE%xk
6.3.1 £¥h=eiHE

G0 A R B GB 19489 Y RE AT .
6.3.2 HLEAFHAZEE
6.3.2.1 EERM KA WA MR 2B~ BE. AT EEE 1000 TU/ml MG E
4 pg/mLAE PBS #E G e,
6.3.2.2 JHVES REE . T RO IE WA G S A AR e F O N A RS AR SR .
6.3.3 mFEHMRE

5 Wi kR A R AT 1 mL, EESEME EA 2 mL 0P EHF2T~8T
Mt — 20 C & IR .
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6.4 HmibeE

6.4 1 HPHS - SBAESEE.10 000 r/min B0 10 min. B EEHE.2 C~8 C¥ Bk —20 Tk
{1,

6.4.2 GHEVFESEE BTG R FE s 4 AR B E 4 000 TU/ mL MEESHE 4 pg/
m L) S5 4 400 FfF I8 5% o) 0 3 L R Ak 2 e~ 3 1K, 10 000 ¢ /min B0 10 min, JCE . R 0. 22 pm
Al R R L2 O —8 O — 20 T ERIRAT .

7 mESEEEE

7.1
711 RkdE2 T~87°C.—20 C,—70 CAMRIEE.
7.1.2 faiReEkbE.
T3 EL,
.04 25 e S M0y 5
7015 fB)E A 4 T
7.2 @&
7.2.1 0,01 mol/L PBSOpH 7. 20 08 F P8 AL 1 80w T .
7.2.2  AuR RS FEE LA EIE AL 2 A9 BLE AT .
7.2.3 ANRE AR BT R AL 3 09 RLE RAT .
2.4 0,255 HEAl, B HEHE AL 4 B9 R AT .
7.3 REHERESHY
7.3.1 5 Hiy~7 Hi SPF 8k 9 H§~11 H i SPF Wi,
7.3.2 CEF 4K,
7.4 WL iEE
7.4 1 BRSERS
74101 HURRBRGS a4 7 8 it sl S 400 0 L 20 B0 B e i 12 BT RD F 5 4 5 H i ~7 O %09 SPF G L,
A TR R EE R 5 M0 HEE—11 H 6 SPF WMAE. HEEE N 409 7E SPF 3% 5k X i 4
S A5 TSR T — AL PR R 5 T L Ak b v R e A TS AR S TR SR T SPEF A I il 4
Qb T GO BRRR 2 . LLRVRE O 4 Fh R 18 PBS). 0.2 mL/#0. 22 F5 0 IR 4T 4L 0 85 A L 37 °C gk 2k
1
7412 HEEMAShNIET AR L AH, 48 h 548 12 h BUE— RGOSR T 5. Y 48 h 1
G OFEHE K 96 h BAFTEMGAR, B F 2 'C~8 "CHARMT 4 h st 75 , 0 3 i A 1 30 17 95 3 45 5 .
T4 1.3 MG EmEiRe 6 L2 MERM#TEME. 2- 7.4 L 1M 7.4 1.2 ®BRT SPF
4k 51 2 {8,
7.4.2 WMpAERFLERS
7.4.2.1 #l#& CEF
LR B,
1.4.2.2 HwwmE
7.4.2.2.1 FRENNEAC A RS A AN R AR R B9 AR A1 mL O £ S A LT R A e e
EURESH 3T CWETT 60 min, HEIEEME 15 min 5555 2h 40 M 35 00 08 77 J5 7 49008 &l o FH 200 I #4F 5 50035k 4 B
LU A S mL SHMIAEFRRE .37 UAE 500 CO,BEIRME AR A M X BB A 5 B R o 3 25 Sl 0 o 300 U
IS oLl 0 T S
7.4.2.2.2  WEEIC L T0 YA RL b A A B AN A R | O BE R I R CPE B o A B R 3R

3
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Pl s . B0 J B AN R R L B b B G AT R R
7.4.2.2.3 BEAE R ER 6 d B0 CPE, #5283 f By e 8 50 & R 3 00, i o 40 il g 75 09
PR L5 000 r/min B0 5 min, WOHE BS G 7. 4. 2,201 Bl O TR PR T LI A M BT 1 L e
31k,
143 mBEE

W EEFN B CPE () 20 B 25 3, 0% A o &8 8 B (RT-PCR) 855 0 87 (L0 58 08 RT-PCR) iy
AT R
7.4.4 #£RHE
7.4.4.1 HBEE 3 UK CPE s ARE& UK a2, B AR PR 8 s o 5o it — ke
0 B £ S o e o S B
7.4.4.2 X BL CPE #% 40 M 55 35 0 ot th BUAG 5 9 R IR . H 28 AR SO RS 8 BEal o o B vh Al 4T — i
0 JEY 4 0 A B PR

8 RI-PCRI#LE

2R
I &5 o #y e 42 4
PCR {¥.
ELGHL R R 15 000 ¢/ min).
Lk,
FL RS
5 W I AR
A2 C~87C.,—20°C),
Tl o R A g B B AR 00 10 el 20 pL 100 pL 1 000 pl), 7 0 A He 3k
T JOFRSEE A 0,001 g,
i
TF4 GB/T 6682 BUE R —90K,
2 i 4 Ot Al
RT-PCR A1 3¢ 170 5 07 16 H i o (ki il 2 .
DNA 4+ FRFRME (DL 2 000 bp 28 %548 5 50 TR .
R P o A o oFE B 2 0 FE R B i O i DL B R LAY SPF A0
B R B8 b of i R L SPF A% 0
RT-PCR # i i 75 5 47 .
al  FSIH F3-ATCCATGOGGATTAACTCAA-Z,
by Fi#sI 8 R: 5 -AGTCGACTGGTATCGATGCC-3", 47 16 BEC FE 2 1 088 bp. 91 ik BE &
10 pmaol/L,
8.2.8 TAE & apifk . Aol ik fie 8 AL 5 (B SE P .
8.2.9 Ul i SE e . 0w Rk B OAL 6 Rl R T,
8.3 HBEF
8.3 1 RNARE
o] i ol B R A A RINA B HRCAR) £ a6 R T
8.3.2 gy
8.3.2.1 Sl s ER CHERE 10 pmol/L.

|

e o R R A
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8.3.22 RT-PCREMERAE RT-PCR RN ERET WLE 1,
£1 RI-PCREEREERESR

# 5 JFH#L. L
23—k RT-PCR 28 i 12.5
L3 1 F 1.0
Rty R 1.0
RT-PCR i 1.4
ddH.0) 0
RMNA 5.0
Bk 25. 0
8.3.23 RT-PCR¥M .M 8 3.2, 2 00 ImEE IR S I 52 15 o 8400 40 BRI 3 0 L (i PR 80 00 e 3] PCR 9

I . [EET 8% a7 B ES BRT o X B, e BT PR P AT TR 50 O R IR 30 ming 94 C HIEEE 2 min;
BRE BEAT 35 ASIGER 95 T4 30 5,55 Cik 30 .72 CHEM 45 s drfF 72 CEEM 10 mingd CRF &
FH .t n] 2 %l ay RT-PCR §7 #4605 4.
8.3.3 RT-PCR ¥ =88
8.3.3.1 fkE:ML6 pL~8 pL RT-PCR 484 F1 2 pl. Dk sh MR A5 0 A S 1< TAE 28 v e %
il B9 1. 000 Tt T 0 1 e o . el ik ] e R 0 DN Marker , B0 B PR a8
8.3.3.2 ik K80 V~100 Va8 H i 40 mA~50 mA, Bk 30 min—40 min, BE. HEEREE
& WEE I IR .
8.3 4 WHEMMIENS

oL Yk 8 TR L IR 5 I RO B RIS AN ol M SR I B PH R o M e G 0 2y | 088 bp
{39 Ay L (5] F B £ ) BE O 0 el L
835 ZRH=

ok, R A T R R P e e ik I ZY 1 088 bp ERR HE L BISE O ARV RS AR BH M (O B
SO KERE S E T 18 4500 B0 ARV BB TE.

9 A E RT-PCR X3

1 2B
L1 Sk PCR (Y.
1.2 Hp#P 8. 1.1~8.1.9,
2 &
2.1 fR{ GB/T 6682 MLERY — 2K .
2.2 ERRARHLIA .
2.3 ik UE Ok RT-PCR il &
C20 4 VR B SR R R L o oF f A B R () SPF O B bR i
22,5 BH R BE bl S R ) SPEF 38 T RR R
2.6 SIEFSEE RT-PCR il B o1 8 Bt .
a)  F#ESI4 F1.5-ATGGCCTATCTAGCCACACCTG-3";
by TFHF54 R1:5-CAACGTGATAGCATCAATAGTAC-3',
¢) HH PS5 -FAM-TGCTAGGAGTCGGTTCTCGCA-BHQI-3' 4% K B I % 93 bp. 51, 8
B9 BT R 10 pmol/L,
9.3 RWEF
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9.3 1 HoEEE
831,

9.3.2 #neyi
9.3.21 =imaE# RT-PCR FGGE-SMEEH M\ 3% 2 9B E Bl B o mt ok RT-PCR LW R & |
F? THERRT-PCREEEEZERESR

#ar .l
2% RT-PCR 8% ik 10, 4
Al iR 5 fE 0.8
I i 514 7l 0.4
FiFgt Rl 0,4
HEE 0,8
0 g KT R 5.2
RNA 2.0
Lok 20. 0

9.3.2.2 Zm¥Ek RT-PCR KR

FEHB 9.8, 2, 1 AR FE RN SE IS - S A TR 50 L BRGSO B PCR B IR . RN . 35 5 PH
o B F R B, % PCR 9 PCR Y E#EFT -39, R R %4 2 .42 °C 5 min, 95 C 10 s, 471 4
fEF 05 T 55,60 T 34 sOMCEIEIEAT ) 3077 40 D IEFR . FNEES HJE L AR A S a9 2 06 i 28 Fn Cr (0
SEES R, o] ik b S AR e RT-PCR 8 & .
9.3.3 WEmIIEH

PR A 08 S i 2k G 00 B RO . B Cr (=55 [ i, B PR B A 3 1 2 DT 3 S s 1y |
9.3.4 SRHE

G T R O (E==30, B AR HERY S 4B dh 28, W00 4 Bk Y 3520 (=238, M| # %
g m] BE TS 00 S S5 AT ] BE B[] 9 R AR S TR S 0 Cr {EaR Cr {738, 1) 50 2 B+ LR 2 D).

10 @ ELISA

10,1 g4

10. 1.7 &5 308 B B0 WL O R A% 3R 15 000 ¢/ min) .,

10. 1.2 BiR{¥.

10. 1.3 SRR AR . BOACEESHR 10 pl 20 pl 100 gl 1 000 pl.,
10.1.4 HEZMGR.

10. 1.5 KFER=RE.

10. 1.6 fuiids 4.

10.2 &

10.2. 1 PHEEILEY . SPF @R ARV % bk 21 d. 4 RT-PCR K0 2 FRE S H & 0005 -
10.2.2  BA¥EM T : SPF 268 i i .

10.2.3 ARV 5 .ARV 2% E kbl oo,

10. 2.4 Figbn — 40 b w B o S Ak S M bR iC 0 1eG 2 ide 12 32 BLE.
10.2.5 PBS Al 7 e il AL pyHLE AT,

10. 2.6 fhii . Fowl o i 8 AL 7 AR TRAT .

10.2.7 Wb POy i b I AL 8 M HUE AT .

10. 2.8 BF G B B A M) - B Ol h R BE AL 0 B BLSE BT,

10.2. 9 IEHyiE . TMB ¥ iR ik,
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10.2.10 28 B3GR BE 24 2 mol/ Ly B0l 7 B f I8 AL 1o @ ALE BT,
10,3 &&
10.3.1 MR 6. 3.3 A ik BRA FRF B 00 L3 FE O L BEOF AR T 200 pll, BRI,
10032 FHFE Sl 90 68 S04 0 L 395 P SR RR R 10 0% €1 = 10,40 10 pl M IMA 90 pL FEER A1) .
10. 3.3 BFRFR— 1B 00 B e — Sk b BE SR R BRI . FRERODEE S M T FEAMR A S L AL,
10.4 #iES®E
104,71 i g7 F il 3 20 CT~25 T,
10. 4.2 ¥ 4 g S 00 5 ) {0 B R B 400 £ 8L 100 oL A S| 96 JLEBEREZ G P .37 CHE 2 h F.
HREE 4 CRETT . METT IS R IR SRR 5 U, FEMEARK MR LA R it ik
10.4.3 LA 200 pl BHEAIH. 37 CRBBEE 1 hoH 1004, 2 Fikded.
10. 4.4 76 AT A2 L& 100 gLl B4 G055 41 B8, A3 AL FLE I 100 gL FH P i 35 X B8
10. 4.5 5 B 40 09 B 68 ol 55 o A LA 4L 100 L/ FL R 2105 .37 TERE 1 ho J 10040 2 ikl
10. 4.6 ffbs 400 FRE SR EE0FE 1 s 1 000 {5 R EE A FLIm AL 100 .37 CHFE 1 hoHl 10,42 ik
e,
10.4.7  44LhnA 100 pl. TMB 86,37 CEEEFTHE 15 min,
10.4.8 fALInA 50 pL 8 F i B F RS 2 E RV .
10.4.9  FEmiri s TEHR P T 450 nm 52 55 FLEE & (T COD) S 3RE N 7E 30 min HSERE .
10.5 SR &Es
PRV 6 18P 40 0 2 B A o M R0 2 22 B AT KT 0,071 5 B G B R0 A ) T B S T
0. 067 51898 R WL SE 5 75 W), a6 A bl o« o B 5
10.6 HR¥E
10.6. 1 B85 OD=200071 5,80 % ARV $i iR,
10.6.2 ¥ ODo=20. 067 5,808 ARV S &I
10.6.3 #0067 5="0D450=20, 071 5,80 % n] B, 8 8 0058 15 0578l BE B[R] A0 4E A4 3] 24 PH 1,
1007 o] 3 H SR ELISA Vbl a5 & i frbr

1 EEHE

VLT i AR5 g AL A 2 , 2 ML 5 01 2 55 8 52 OO 7 D) RT-PCR i3 (53 8 B5) FIH 928 RT-PCR
SR O O T o BLSE 09 F — Rty BEL R B L B0 S A 0 2
11,2 s AR g 4% . 23 T 4 ELISACH 10 86 Ko b b 4 BT G 3405 o o 25 4 D95 48
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MR A
(M)
AlER (A ERSTAR R )

AT 001 mol/L BEER 48 i (PBS,pH 7. 2)

AL 0. 01 mol/ L 6 {5 3k 48 op 3 BT 75 R F .

a) 8 g B HI (NaCly;

by 0.2 g MAALEKCD:

¢) 2.0 g AYREREE B (Na. HPO, » 12H.0);

dy 0. 2g MEERE —E W (KH.PO,),

WFhnAcEmE 1 L g pH 2 7.2 5 IR K E .4 TR,

A2 HEEFRE

A B MEM 5 385 00 mL 4 M 10 mL . Fe 40 RS R 520 M S (NaHCO, ) % pH =
T.2~T. 4,4 CRAE.

A3 @R

HERFREC MEM 27 383 98 mL R MUY 2 mL. FEr B R 5 MO AR AN CNaHCO, ) I pH &
T.6~T.8.4 T,

A4 0.25% B

MR FR . MEM #5459 100 mL  BEEF 0. 25 g, FE 408 5 805 oL iR . — 20 CRAE,
A5 1XTAE EWi

HEW AR 50 < TAE SE0hi 20 mL A 980 mL £5 Tl 4IRS 2B IR,
A6 1. 0% B8 B B

g A fl  FE AR 50 0 —~60 C LI AGE BB MY EL RS ABEREHCP S B
A7 B#A(0.05 mol/L,pH 9.6)

3l B B R A Nao COL 02, 756 g AR F A O NaHCO 06, 216 g A 1 000 mL £ 8 T4k, £54i8
{‘—J liré[ﬁ pH j;‘? 9. Eciiﬂm#.

AB BEwm
AR PBS 1 000 mL,ANA 0.5 mL Tween 20, f401R % 5B IR 77,
A9 ERBREN(HAE)
HEWH B HUB AR W83 5. 0 g dWA 100 mL BE¥HE, o AHIR S5 il A7 .
A 10 #ER (2 mol/L)
i e HO B AR (9850058 mL A 442 mL EB TR, RHRAE SR
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Bt O B
()
CEF e &l & 7%

B. 1 #5450 9 d—10 d M9 %% RAFAY SPF G HY 5 20 i BT 65 R 1 28 3 50 S0 S0 A . 15 FH 0 RS R ER
e

B. 2 G ECH O RE A T RS I L R pH 7.2 B9 PBS shik 1 . 23k (DY AT BT pHL 7. 2
ft] PBS ppit 2 i,

B.3 WY IR 2 mm® ~3 mm’ ) pH 7.2 09 PRES ok 2 i,

B. 4 M#y 4 mlL 0,25% MG .37 T4k 30 min. L@ 15 min 8245 1 390,

B.5 kg, S b HEAE S L. ] pH 7.2 (9 PBS sk 2 . 5 F AR MR R bk 1 e,

B.6 1 ACKE fok 00 40 AR R 5 5, P 20 1 R F & T O A FE A D .

B. 7 %5 AR WO R A 6 2 ~8 RERAR BT 100 mL K B BH T it 8 22 81T 58 1 0 1 A0 A b A i i R b
A0 IAGE BERE IR A0 mL/ iR i iE, 3 F AR R,

B.8 %, Bk b i g B R 110"/ mL~ 1L 5 X 10" 4 /mL.

B.9 ArBREaEMh (4 mL/M 5 mL/RD BT 37 UK IR R R, Rk R CHA M O B R, R
AT O 1 200 35 T A A
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W & C
(FEHE)

EIFERINFES RI-PCRETAESEREER

B C 1 EvE iR dE RT-PCR Bl PH %2 8 14 .

M I

[
Ll

20N ||||

1000 by
T50 b
S0 Illl

250 Illl
100 |P|l

f g IR AR .
M —DNA TR HECDL 2 000 Marker)
I B UL 28 L o

—— g5 O A (L A

— [t A A

EHC1 EWEILHE RT-PCR # N fH1ELHE

111
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MR D
()

P AR PR SR B Sk RT-PCR #2 i PE & FE =

B D1 k8 0 R 06 i S0 92 4G RT-PCR f i FH B & 00,

Kn vs Cyele

9007
B.507
B.OO7

Rn

6.507 |H—t—

007

5507 H——F——

5007

f— | ; I ————
1 23 4567 8 91011121314151617 18192021 2223242526327 28 2930 31 32 33 34 35 36 37 38 39 40

Cyele Number

4507

B R s
| — B A I,
P 7 — B

E D1 EFEIESEIMENR RT-PCR #ENEHEER




