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51

[l

=% (Getah Virus Disease) & B % 56 75 B i 2 8 55 5% 5 (Getah Virus, GETV) 5|58 i) — Ff
O N B 3 R, T B S W I T R T W R AR L S AL R . B — B Rl g L X
SRR GRE SY RO B E AR . 2R B R B A Tz, a5 28 RN 2 HE S i T E
ARGy s AR S F T OO0 5 R B 1 A I RIE IR, G S (R AV | B 92 K I, B 1 S 3 s 1 B A=A T
FEACT-AE . 32380 B AT T RO K Bl s AR L i KPR X IRk R E 2 A B A &
SEPHOE . 1% I A AR — S 0 2 PR Ak P L 50 i T T Sl W A 19 R AN B FEL A O, — H
e AT S M AT B R TRAT o AR SO R S T B R D RN R i 0 T 12 W R K R s SR BB A
it o PRAP 5K B R RN ML R R H e B AR

A2 Wi B AR N AL EE I R I2 W i B 2 12 W 7 W RS 27 12 W 7 ik . L HERE R e IR A R RT-
PCR Kl J5 % 5 SN/T 3198—2012¢ 34 3 5% RT-PCR K I £2 R BLIE A Lo, B &M 16 £, 51 94 5=
PESF 5 28 MURE R | AT 35 PR DG C 2 B8 v A I 35

ARSCAFRHIE S % T EAMAXESCERIT S G 7 3R EA SRR .
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Y HEREREISEHHEA

1 el

ARSCHFRLAE T B 5 5 B4 1 S U A 1 PR32 W AR R A 5 b B, DL KR 75 20 B RT-PCR % RT-
PCR. [i] £ ELISA Ht AN | 1L 37 H A 56 55 52 90 %12 W 7 15 i HOR 2K
ASCORIE T B B i e T S G 12 W S I ARG M RN R AT e TR A

2 eS| A

B0 S R PN 2 A S AR Y B IR AR SO s S AT g A Horb o, E H IR 1 S
A% B I W B RRAS IS FH AR SCMF 5 R v H 390 51 S, BB BRUAS CRL 36 BT AT (4916 2l 200 3 AR SC
GB 19489  SL56 3 A= Wy 2 453 FH B R

3 AREBEBMENX
AR SR BEAT 5 B B AR TEFE S
4 GEEEIE

B A T A S

CPE : 4 il 3% 25 R0 ( Cytopathic Effect)

cDNA : B 4 A A% 2 (Complementary DNA)

DEPC: £ %2 —. £, T8 (Diethyl Pyrocarbonate)

EDTA:Z — %W Z R (Ethylene DiamineTetraacetic Acid)

ELISA : il B 5 358 W 3236 (Enzyme linked immunosorbent assay)

GETV. %9 8 (Getah Virus)

MEM . iz fK PR B % 75 2 L 1R 5 72 i (Minimum Essential Medium)

PBS: 2 3h 2% m ik (Phosphate Buffered Saline)

PCR: & & B 4% 2 J2 W (Polymerase Chain Reaction)

PFU . W B 1% 8337 (Plaque Forming Unit)

RT-PCR: J2 ¥ -8 & 5% 20 )2 i (Reverse Transcript-Polymerase Chain Reaction)
TAE: =R H 5 W be- £ W- £ W W PR 2% P (Tris-Acetic acid-EDTA Buffer)

S &EMREHEE

AT T 5 5 38 5 B A2 B R I S G0 Bl W A L RE SR AR S AL B R TR R AE L HEBE GB 19489
A HLRE TAT

6.1 RITHR

6. 1.1 SIS EE R P B A B RAE AR
6. 1.2 535 T T AR 00 U A R I Y B 3l W0 A R PN S A O e TS B R S Sl W AT AR A
6. 1.3 SREEFTE D HE Y B S I fi) A 1 05 S Y B S W) A B R I AR W . BRAE 6

H—9 H % iz dm i A7T 300, S o X R i AT X,
6.2 I&EKEL
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6.2.1 HIBlEKRER
6.2. 1.1 HDEZEHPEPEANR AREFELE 38.5 °C~40 C,— B4 7 d~14 d 9 %05 i 7 J5 5 R TH
PRI S TEH L T TS R
6.2. 1.2 ThJ5 BB G K i IR BE L 650 Ik U 205 M JH R A EE AR R A | A e B K b . SRR
ZARIL, Z RN 3 mm~5 mm KR/NAZE R FIE H WL T R 8 F B8 B A /IR R
6.2.2 fm3EIERER
6.2.2.1 JWAFMRINEE R MARE,
6.2.2.2 RERER BN GBI BT 7 BE R AR AT AR L 7 o0 R R R A Y S B A AR e A B
FET .
6.2.2.3 B AFHE AR B B IPR ST 21 UL PR R RS O R RS L HE A R L B R A
TR,
6.3 RELHK
6.3. 1 b 5 IR AR L 200 9K L8 45 R LG A | i R AN G AL A6 K BE K S
6.3.2 I RGN AT R R ER LS 2 AR 2 EOUUAT A R AL R A IR BERILET 4 f) 2 R R
6.4 ZHRHZE
Fier 6.1 H B 6. 2 A1 6. 3 BT 1 . 400 40 4 5 by B D) 5 B B R g . A ik — 2D W2 L R B BEAT

] HmRESLE

7.1 HRX
7.1.1 HA#R

TCTE R AR Ty Il I K A A RE AL AL RS A MR LS LA R BE TR L 25 g~50 g, B AKE
an DRAE A I 50 26 Hl-PBS LRAF I, A DR A7 WU THT I A o I 3 11 Y VR DR AF
7.1.2 Im&#ER

TC T R B A T & P Y T s I I Z PR I EDTA HU st il LA K2 TS N 7 4 il 4% 1 45, 555 1 A b
T 3 mL., #HGFRHMAE.
7.2 HmAhIE
7.2.1 HAHESR

WUR IR BFE T S W Il AL R A G RE SR A SR T IR LIERR 20 2 g, RS A 10 mL PBS
W (EHERHE 1000 IU/mL MEEFEZE 1 000 pg/mL) FE00FBE 6 1 2 5 AL LVEIFI .4 CUKH T2
4 h, B2 mL |50 M A Il S AL BE (100 AL 1 min~2 min) B, E % #E 3 ¥, 3 000 r/min B0
10 min, B EIE WA H . bRic g5 5 37 B 34798 TR R 0 =X v VR DR A7
7.2.2 Im&ER
7.2.2.1 JFFEprsEim . BUFZ Brgim 200 oL, imA 1 mL PBS.1 000 r/min 80> 10 min, B H E 2 15K .
Pric g5 5 57 BIVEEAT 90 SRS I BV VR IR AF
7.2.2.2 EDTA Hu#Eifi . AL B AR S5 J5 7 B AT 0 T A D00 350 8 VR DR AT
7.2.2.3 UG A I - 5 B 5 1 A8 LT L A e T S S BV AT BT AR I 8 R R A

8 XKEY

&

B

€

8.1 mENE
8. 1.1 EEMNIHFMHFM
8. 111 AWLesii,

8.1.1.2 CO, MMk 4M.
2
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8.1.1.3 fEAEYBME.

8. 1.1.4 & UGk & O bL,

8. 1. 1.5 WFEAMWHT (B LI KA .

8.1.1.6 24 fLAHMLBE TR,

8.1.2 FERKH

8.1.2.1 0.01 mol/L PBS(pH 7. 4) . %M 5% A o A. 1 AR E R H .
8.1.2.2 50% Hih-PBS {RAFME . ¥ B AL 2 B9 R E T il .
8.1.2.3 #HEER,WEN 10 000 IU/mL,

8.1.2.4 #ERE WKEH 10 000 pg/mlL,

8.1.2.5 A0 5E 478 FR MM AERE I, $5 B8 AL 3 1B L
8.1.3

3 RENB
¥ BHK-21 (5 Vero.C6/36 % HURAL AR AN ML ZO A 24 FLAIMI B ot S5 R B R W2, HEHW

PBS Ve 41 M 3 K5, B ALEERN 0. 2 mL SERUE & (AL SU0F B 13 W, 3 50 pL il A% 0 1R RE & Oin AR
B A I B AN LRI E 0. 2 mL Z&ARFD .37 C GE T BHK-21, Vero 4 ) 5% 28 “C G JH T C6/36
40D W 60 min J5 BRI 2 %0 iR A I A 4T M ZE R, AL 1 mL, FE AN SR AN R 3R OF
7 HWLZEJE A5 LA 2 (CPE) . WAy 84 R L CPE, N H 1% 3 AU, R AUEZE % 7 d.
8.1.4 RELTE
¥ 3L CPE M4 M B ik FH 8. 2 1 8. 3 T ik Jr ik A A7 A% R 6 5 A A A7
5 HRHE
BT AMEE AL 3SR WA AR L H 22 8. 1. 4 TR 07 SRR I A Bk 0 E R R o s B
5.2 HEANREAS  HLZ 8. 1. 4 BTk Oy VR I A PR 3 05 R s B S BH
RT-PCR

E{LE

PCR #"#1%,

A AR L v 2 L

FL Yk ASCRI K ST H kR

B JBE AR AN (2R A1 3 540

WHE FTAT (B 2L KAL) .

R AT R AS (2.5 L. 10 pL 100 pL.200 pL.1 000 pL ZE AR A .

PCR ¥ 1%,

Jo RNA i 5.0 5 fde 3k .
519 5k #

S OFE B WM 5 B iy B. D,

B S AL EE RNA S B0 K &

S S (200 U/pl)

A% B i (RNase) #4151 (40 U/pl) .,

dNTPs RS # (10 mmol/L),

e Taq W,

DL 2 000 DNA 4> F i s bR i

DEPC AbHE/K (4% BB 5 C b C. 1 A9 RLE BL D

TAE ZZ Wil (F 08 C. 2 Fil C. 3 ML B D o

© 0 o o 0 0 W™ W™ MK WD O MK ® K O ™
N N R I I I R R R O R I T N S
N I I N R R R e

O ~N O O B W DD =

O OO0 ~N O O B W NN —
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8.2.2.10 1% BiRMEERE (B IR C. 4 IR0 B D .

8.2.2. 11 PHMEXSBEAE AL . & A S 5 ¥ 19 EDTA HUEE M s 40 j 35 524 .

8.2.2.12  BIMEXF BRAL S A EE S Y A9 EDTA HLEE I . 1IF % 40 M 55 52 ¥ 5 DEPC &b Bk ,
8.2.3 KERF

8.2.3.1 fm 35 RNA f2E{

SRR b AR 8 RNA 45 B 0] 6 48 Bl Vi L 20 280 400 15 95 0 45 45 28 R AR b 19 95 B % 2, 5T L 8
PO TR AR AL SR B S REAS TP G B AL R . TNTE 2 h A T L PDORF 32 IR B TR 8 T 0K AR A 5 75 0], 1 &
T —80 CILAF.
8.2.3.2 cDNA B #l &

e A 8 ul RNA i PCR P 4 A M ABENLS [ pd(N)6]1 L. 10 mmol/L dNTPs IBR&# 1 pL.
R RE LI A) L DR B0 .65 C A& R /KHE 10 min ARG LBV E UK 2 min, 7E5 4 RNA ) PCR
BN ARBTIMA T p L BB B 4 p L 19 5 X G SR EDE vh K . 0. 5 pL (9 4% 0 A% W2 B (RNase) #1011 571 |
4.5 pL [ DEPC &b BEIK {2 B AR BN 20 p L., 52 5l 48 BE LATR 21 R AR & L B i 5.0, 30 °C 10 min,
42 °C 60 min,70 ‘C 15min, Kl & 419 cDNA 7 EVGEAT H 3L P 3 sl AR 77 45
8.2.3.3 EHi g

Be il 25 pl S AR & BT A R anF

a) 2.5 pl ) cDNA Bt ;

b)  12.5 pl BHR Taq i ;

¢ 0.5 pL M5I4¥ GETV240F (20 pmol/ul);

d 0.5 pL M54 GETV835R(20 pmol/pl) ;

e) 9.0 puL By DEPC AbHHK .

BEET 005, BT PCR Y A #EATY 1 . § 887 h .94 CHUZZEYE 5 min; 94 CAEPE 30 5,55 Cil
K 30 5,72 CHEAH 45 5,30 NMEH ;72 “CHEMH 10 min. 4 CIRAFY B =),
8.2.3.4 mik

RT-PCR [N 455 WU N 4 8 L, DL 2 000 43 F B i AR e 5 pll. 43 BI7E 126 S wE e b
UK 5100 mA HLJk 20 min, FHEEHR MG AL M EE 45 R I 40 BEOR AT .

8.2.4 XA HIEG

PR X BRAE 5 9 PCR P90 B 596 bp 4 5 M4 38 254 , B M0 BEFD 25 1 %0 BROTE ™ 19 25t 3L (514
TRAKBR AN I 6 ST
8.2.5 HRATE
PERTHE i PCR =9yt B 596 bp 471G S5k i, W] ) 2 B il Ay =5 B9 2 A% 1R B Pk 5 45 DU oy B 44

% RT-PCR
EUE A
1 Pk PCR §7 4%,
C2 AU B0 L.
C3 0 WHERRIBIEAY (B B s 2130 .
.4 PCR P HE,
5 TR AT AS (2.5 p1 10 p1L,100 1,200 pl.1 000 pl ZE R HK .
.6 JC RNA Jiff 5.0 8 fke % .
519 R$T R EZEKF
SRR OFER W B. 2),
2 JE7E RNA 2BGLH &,
%6 RT-PCR 5 & .

N R R R —
w —_
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8.3.2.4  BHYEXTREAES . & A 35 5 A0 EDTA Bk 0k 40 15 52 4
8.3.2.5  [AMEXF BERE S ARSI W B0 EDTA HiBE I . 1F % 40 15 5 ¥ 5t DEPC 4bFEK .
8.3.3 KR
8.3.3.1 %3 RNA R

A 8.2.3. 1.
8.3.3.2 3k RT-PCR ¥ if

APt RT-PCR U G Ul B B #RAE . KA SR 7E 2 i T ik, 2 000 r/min B0 5 s, B4
FEMBCH] 20 pL RDLIRR B A0 F -

a) 10.0 pL By 2X — 9 RT-PCR 22 Mk 5

b) 0.4 pL 1 Taq f§5 U/pl);

o) 0.4 pL B SERHR G 5

d) 0.4 pL B Rox S YLkt

e) 0.4 pL W5# GETV-F(10 pmol/pl);

) 0.4 pL M5 GETV-R(10 pmol/pL);

g) 0.4 puL B934 GETV-P(10 pmol/pl);

h) 2.0 pL MREHR RNA;

i) 5.6 pL ) DEPC 4bHK ,

2t RT-PCR [ AR () 3 i (Bl B8 ) AR ic R TR 50 BRI 250 A 86 PCR # 34{ N
Y0 . R RO R AR i PR & p AN TR T 2 el s, 9P I R A T 242 C ¥ 5 5 min, 1 A
FEFF ;95 C WAEYE 10 5,1 MEI ;95 CAEYE 5 5,60 “CIB K FEM 34 5,40 PMEHR, &EBRITHES =B A
AN F 11 18 S A B I B OG5 5
8.3.4 X3 A &G

PR XS B Ce BN <728, Jf 1 30 i Y A 37 184 il £ 5 B PR XS BR T Cr (EOF HJC 9 8 i &k a0 25 2R A
. A N AT IR
8.3.5 #RHTE

PAGAE i Cr H <735, H i BB AY g § 3 il 2, 40 5 o 56 855 F XL FRPE . JC Cr (B0 34 Oy =5 35 0 75
BRBATE . 4 35<<Cr {H=<40, H & Jy o] BE . b 857k I 5 4n b S0 B g 3 it 42, HL Cr fH<<40, F1E b i
PE IR B A% R BHE

8.4 8% ELISA H{&k i

8.4.1 FE(UHEBMBH

8.4.1.1 MARiX.

8.4.1.2 fHIRIFA.

8.4.1.3 PRIk BEAHL,

8.4. 1.4 BBV B (2.5 p.10 p1..100 p«1..200 pl. 1 000 pl ZEARTRIHEAS) .
8.4.1.5 ELISA [ i Hr M3k %,

8.4.2 FERF

8.4.2. 1 AW PLIR . 4 KIE A4l fb Ab B Y 35 55 9 75 4 M 7

8.4.2.2 bR 9 B i A B AR L B SR B (B D G

8.4.2.3 X R 5 38 7 BH A X BE MLV | 55 55 99 B BH M X IR LY

8.4.2.4 W :0.05 mol/L pH 9. 6 B £k 2% vl (F& HEF 5% D b D. 1 A HLE B D .
8.4.2.5 PRIEW . 0.05%m:E-20 . pH 7. 4 i PBSUE I D. 2 Ay #L2 fi i) .

8.4.2.6 H MR KBUIAFE B . & 3064 LV A 1 (BSAY Y pH 7. 4 1Y PBSUZ R D. 3 B MLEBCHD .
8.4.2.7 YW : TMB ¥ (308 D. 4 M@ BLdD .
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8.4.2.8 I :2 mol/L H,SO, GZM D.5 B E B HD .
8.4.3 RIEERF
8.4.3.1 mEG#HIEA

H WSOAR 1 i 15 B 200 L 0 PP R TG i, 2 RO 48 R Ok R 0 A BRAS A 0 D ] A R R
BARWE RN 1 pg/mL, AL 100 pL A8 96 FLEGARMR . 4 CFBE R . VRIS 3 W B IR 5 min, PR
Mg FLIMA 200 pL BHPAW, BT 37 °CHE =4 h 3 60 min, PR VER 3 K, K 5 min, - TLAN
TR AEWK 4R A T4 .
8.4.3.2 fm#

4 55 19 B BH P X6 RECIL Y B 1 X L 97 B A Ak It 375 FH AR 7 B VR 43 A 1 = 400 5 B L il A AR
fLINA 100 pL, B B XT BRI 2 1,37 CHEIRIE =M i F 60 min, VEEMWVER 3 K, BIK 5 min,
TAL N ER L TEWOK AR 4R T4 1 .
8.4.3.3 mEgir=H

HR 4 B 4G DU 3h W Fp 2SR TA] I 1 ¢ 3 000 (a4 R I3E B 45 48 150 7 B8 1) AR 2o 4804k W Bl b 1 19 B 9
s 1gG L, AL 100 pL, 37 “CHEIEE; FF 46 H 60 min, PR BER 3 WK, R 5 min, T AL 1
WK AR AR
8.4.3.4 BEE#%I1E

BALIMA TP EE W 50 p L #OG R A 5 min, WASEHEE BLIA 50 pl £ LA 1k KN, 57 BV7E i
FRAY 450 nm P b R HEE R
8.4.4 XIG R

FH AT BEOALTE 1928 ODyso =1, 0, BIPEXT BRI TE P2 ODys <<0. 3 B, 50 45 A 2 & W, py o 557 i
ik g,

8.4.5 HRAFE

FNIIAKXTHEREM S/N (H:S/N =Fi K ke 5 ODyso H /BT HEOE3 ODys fH .

FEIR S AT B ETHRE T FE AL S/N (=2, 1 HE N S R dE UK B : S/N (H<<1. 5 HI 2 55 B0 # bt
RBIPE 1. 5<<S/N {H<<2. 1, FI AT B, X485 4L AT BEAE il 06 200 F A7 52 46 . W 52 A 45 2R AT5 S 7T S, 0T 2
J R R AR
8.5 MiE AR I (M BE R D F1iK I )
8.5.1 E{LEEH
8.5. 1.1 CO. 4% 34 .
8.5. 1.2 fa'EAM Wik,
8.5. 1.3 fhEHa.
8.5.1.4 6 fLANAKT IR .
8.5. 1.5 (B JHRIMAS (2.5 pnL.10 p1L.100 p1.200 pl\1 000 pL ZEARFHLK) .
8.5.2 FERFA
8.5.2.1 1%HEWE IR D. 6 MR BLHD .
8.5.2.2 3% (FEIE D. 7 BHLE B D .
8.5.2.3 UM 5E AR IR WM LERR I G IR AL 3 L E B D .

8.5.3 REEF
8.5.3.1 HEMME

N 35 F5 R B VB G LT A0 IR A RR VAR 10 ~ 10 R RS, B 2 BHK-21 4019 6 FL 4N i 8 3R
B o W B FR K 107 ~ 10 S A B AR BRI 100 L 431 A B 6 LN 324, 37 “C W Bff 60 min, W%
H A AR PR AR — 2 e (% 100 B BE R R 2 0 116 2R 13 1 28 B R 80D - AL 3 mL, 37 CHEFRL d~
2 d, YRS BB, A TR (R 1% BUIEBE L0, 03 % LT N & 2 % iR A 10T Y

6
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Y M 4EFFHD AL 3 mL,6 h JE VLIS BE T4, I W BETE A SR (PFUD
8.5.3.2 whFnikie
BRI T 56 °C /KW 30 min K3& . HUIALIE 10 L F1JC L4 40 M0 4 45 % 90 pL IR 4. 76 96 FLIEEFR
M EMOESEHRRRE . SR)5 . A 100 (5% 200 4~ PFUD IR 3, &M IR 7 4598 %% 1 min~2 min,
37 CHHAER 60 min, 23 H3EMIEC 2 K82 BHK-21 40080 6 FLH .37 “CHHF 60 min, 78R 5% o 43
BA 04 PFU.10 4> PFU.50 4> PFU H1 100 4~ PFU X 8, i A% — 2K (& 1 %8RS 2% a4
MG R AL AERF WD .37 CREFR 1 d~2 d. >4 W3l T W8 0 S W B I, i A 2 I 8 1 %0 Bt fig b
0. 03 % R ELL IR AN 2 %0 B 4 I 75 B9 4N A 4E 5 ) . 6 b J5 WS BE 5115
8.5.4 #R¥FE
8.5.4.1 HEHRMREFE
LI Reed Al Muench FCEETT8E OR 4] ILF SR E) .
PR B LU= G35 T 90 20 MM BE 1 4350 — 90 %0) / (R T 90 Y0 B WEEE 43 80— (IR T 90 Y6 W B 71 43 550
90 % I BE 481 ¢ 55 = 185 T 90 V6 s o 2 % 50+ HE B L A81) < R R B0 X 8K
8.5.4.2 H=E
Xof BB ST 5 LA 90 Y6 49 o] e BRE ok 2>y ¥ S ¢ o LT BOARAR BRI B R T4 T 1 2 10 MUARA N BH T

9 ZEHAE

9.1 IR E g BERLNY 2 BB . 28 8. 1 A s th w B 7, 548 8. 2.8, 3 AT — TU A Wl Ay 5 15 s 75 A% 1R FH
PERY AT E S 35 38 K0 .

9.2 I AR JC W B SRR A A G B 48 8. 4.8, 5 AT —TWL G I Ay 5 B8 0 2 PO AR BH M A, T K sh v
oYLl BIBRREE . A 8. 4 RN 8.5 KIS AN — 2, DL 8. 5 K5 R R

9.3 G R IC W AR SR IR B [ R sl B AT AT A A DG 5 IR B SR AR IV B A SRR 45 8. 1.8.2.8. 3
AT — TG I Ay B P B AT Ry i e T
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Mt x A
(MSEMH)

RS B E XA RAE

A.1 0.01 mol/L PBS(pH 7. 4)

FREL 8. 00 g Z04k4H (NaCD 0. 20 g S04 81 (KCD (1. 42 ¢ B8R A — 41 (Na, HPO,) .0. 27 g B R — 4
BI(KH, PO % pH £ 7.4, LB FKERZE 1000 mL, & EKE, A

A2 50% HiH-PBS {R7FE& (pH 7. 4)

# 0. 01 mol/L PBS 54l H i (7 Hraf) S5 i &, W8 pH 2 7. 4, 703N/ ML & TR KA L, B il Ei4 C
TRAT

A3 HRZEERBMEFR

A 3.1 MEMEMEFRE

FREL 9.5 g MEM T8 Hl 2. 2 g IR S 81 (NaHCO,) . E B FKEZRZE 1000 mL. /MRS, o U8 &

HE 4 CIRAER L.
A.3.2 200 mmol/L &SRR (FiK)

PREL 2. 923 ¢ A Bk & (L-glutanin) , J1 228 F /K B i 100 mL & .
A 33 HMELESRB(pH 7. 2)

B 900 mL ) MEM Al 35 WM 100 mL B9 K36 i 4 TR A B A 1 000 mL AW . INAF %
FEAWSE 100 TU/mL, #E% 2 BLWE 100 pg/mL, 4 2 B B4 E 2 mmol/L.4 CHRA7 & .
A3 4 HR4EIFR(pH 7. 2)

1 000 mL A9 MEM J& 6 35 J7 0 A TE % 8 BAWE 100 TU/mL, fE# R ZLWKIE 100 pg/mL. A%
Wed ELWSE 2 mmol/L.4 CIRIFHEH.



NY/T 4303—2023

Mt & B
(B
EEH S RT-PCR. % 3% RT-PCR #H €3 iRt

B.1 ==3#4% 3 RT-PCR #:ill 5| 4

X B. 1A H T %5 % RT-PCR &5 913 B .
£ B.1 =ZEHwS RT-PCR Kill5] 4

514 4 B SIYF 51 (5'-3") FERR N bp H A
GETV240F TCCAACAGGCGTCACCATC - NS
GETV835R GCTTTCGGCTCTCGGTGTA 0 ‘

B.?2 ZBHEEFWI RT-PCR &M 5| 4 FniR &t

£ B2 YT HBHEFEYOL RT-PCR W51 ¥ iR 5 B .
R B.2 ZBFSUWE RT-PCR &3] ¥ Fn#E st

519 % Fr S F 51 (5'-3") =PRI (bp) M

GETV-F CGCTTATCTGGACTTGGTCG

GETV-R GAAGGTACTGCGCTCCTGATT 129 NS4
GETV probe FAM-TCTGCCCGGCCAAACTAAGATGTTAC-TAMRA

B.3 SI¥FRHER

TF 261/, W5 A B 5 Y SR B AT RS 8500 (12 000 r/min, 30 ) ; F§ DEPC 4b 38 7K 7% i . 7K it
10X 9N BE IR B, T2 A IR A0 5 BB 5 1 4 s 9 e B2 oA 100 pmol/ pL, AT VR B AF T, — 20 °C B LA IR
PRAF s S 44 100 pmol/pL WY 51 W s B4 47 i DEPC Ab 3K Bt il e B 24 20 pmol/pL(RT-PCR)
8¢ 10 pmol/pL (%) RT-PCRO Ml W , —20 “C a5k LU N IR R AT .
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M % C
(HsEE)

ZER A X 38 A0S iR EC A

C.1 DEPC 43k

BC 1 mL DEPC filA 2 BTk % R 1 000 mL, 56431 51 545 36 Kb 8 T 37 “CHUBL I ¢, BT
K. FR 4 C A7

C.2 50XTAE 5%

B 242 g 1) Tris §%.37. 2 g i Na, EDTA « 2H,0.57. 1 mL K Z 8, il 800 mL 228 F /K 7843 15 i
RAEMEE FRKEAZE 1000 mL, FIRMHEAA.

C.3 1XTAE £r&
5 FH AT, ¥ 50 X TAE 18 50 4% B EI AT,
C.4 1%IRBEME R

FRIR 1.0 g BURMEACA 100 mL 91X TAE vk 2 o b A A AL . 75 38 B 2 60 °C 2247, A
2.5 pL BiRR YLKl Gold View(10 mg/mL) 851 7 il 4 ik i e .
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Mt X D
(FMFEH)

Bilg Bk 5 2 IR Bft 3 36 70 1M 75 Hh A0 38 A A il A9 B )

D. 1 B#HE MK ~—a0.05 mol/L F5EEth£Z b i% (pH 9. 6)

FREL 0. 318 g BRAEEHN (Na, CO5) . 0. 558 g BRBR A 81 (NaHCO,) , ¥ pH £ 9. 6. I EBE T KERE
200 mL, FE 1R A i I B A S IR AR AT 5

D.2 BHEEHBHE —E0.05%ME-20 89 0. 01 mol/L PBS(pH 7. 4)

B 0.5 mL At ¥E-20( Tween-20) , il A 1 000 mL ) 0. 01 mol/L PBS(pH 7. 4, F8 /0 1R 21, B
MR,

D.3 HARRNEHERE KR —2E 3% BSA #I0.01 mol/L PBS(pH 7. 4)
FREL 3 g 4 M35 & 1 (BSA) LA 100 mL # 0. 01 mol/L PBS(pH 7. ), 5540 1E 47, BB,
D.4 E¥WAK(TMBBER)

D.41 A&

FRHL 20 mg (4 3,3",5,5 -0 LB K (TMB) L JITA 10 mL Jo7K & BECHrHr 48) W , £5 78 43 3 i 5 Jn
EBEFAKEARSE 100 mL, H0.45 pm BT IEE , B 4 °C~8 CHAMIRE.
D.42 Bi&

7,17 g BB A —# (Na, HPO,) 0. 93 g BUFFBERR (Cs Hy O-) F1 0. 64 mL By i A AL SR R W
0.75%) , INEB F/KEXRZE 100 mL, % pH £ 5.0~5. 4,
D.4.3 Hix

AR AW B 1 1 HLBNRA BB .

D.5 #1E% (2 mol/L H,SO,)

11,10 mL ¥ H,SO, Z8 A 88. 90 mL £8 T /K JRA A MEEIR.
D.6 1%IRBEHE

1,00 g BEARMEA AT 100 mL KB F7KH,103 kPa & JEZE VR K E 30 min, 4 CIRAF,
D.7 3%HiEa

I 3.00 g PELLYE AT 100 mL £ 57K, 103 kPa i [EZ8 A KTE 30 min.4 CIRFF .
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Bt & E
(FRHE)
I & A AN O6 (B D B F0 IR 36 ) T RE IR 51
WA LT JE S 1 2 10~1 ¢ 160 A% H A B . 20 9 5 0 B 4F B 3 (0. 1 mL % 200 4> PFU) 45 4
RAE 37 CHEM 60 min, M BEC A K2 BHK-21 40009 6 FLA . W B B3 Fh 2 S FL L, B 37 °C
YEF 60 min, INA AR S — 28 (5 1% BEARAE M AN AEFE 00D .37 CHi R 1 d~2 d, Y Wi T g
R B B A TR A R (R 1 Y0 BENS M L 0. 03 U8 FF P 20 35 VORI 40 M 4 HE 0 L 37 CCARZERE SR .6 h R
WS W BEIF T 4631 %%, 45 4% Reed F1 Muench FREE ., RHIINFE E. 1,
FE 1 NERG

A Wit 5 A T 14 B IE B (1) W S0 )
1B 2 2 Wit 5 44 [ER [ER
1:10C10°H) 0 0 0 0 100
1:20(10°%%) 3 3 3 6 94
1:40C10° %) 11 13 12 24 76
1:80(10° ") 19 21 20 40 60
1:160(10°*%) 44 40 42 84 16
Xf e 51 49 50

PR L] = G T 90 20 B BE 7 43 50— 90 %0) / (i T 90 V0 Y WEEE B 43 0 — AR T 90 Y6 W B /1 43 50
=(94—90)/(94—76)
=0.22
90 Vo I BRI ] 28 5= 185 T 90 Vo s o % 50+ BB 2 L 481) < 5 T R B0 X 8K
=—1.340.22X(—0.3)
=—1.3+(—0.066)
=—1.366
B9 Gy M3 H AR o 1075 M 2 F i 4E 12 23 Wik,

12




