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F1/3)

1. & 2R EHHSBEANXFE, 28K, RESNK
A 84 BFhHEE ) sk Fe PVDF R4 A, HH4EE T

B i 64 & AREF iR 645

Rz 1 1 #&,;
g 11 1 #R,;
REL TR 1 #&,;
B E&F 1%,
FELME A S 1 i;
Ff]'fi*%é’a 1 i§
b OY I 1 A,
PR TR 1 #R.
2. e A B R P 1 B LIRS A 5, 5 BB TR &,

LA T

Frid e B &g 0.05-0.3M, pHI. 5, 4 MgCl, 10g/L+ NaCl
2g/L ¢4 Tris £+ %;

Brik e B &% 4 0.01 g/ml NBT+0. 005 g/ml BCIP;

ik b pEseib 38y 1 -5 M, pHI. 6 ¢9BRBR B4 1T R,

Bk ey ekt il 0-0.05 M, pH 7.4 ¢98EBR L8 &,

3. dod AR 1R 2 BTk e 20T R A BB M KA &
HAFIEE T

PRk a9 iRk | AAH & 2ReemF % L EHke 0.01-0. 1M
BERR % Pk, WA INIAIL;

Bk g 4Rimik 11 AAH F R ABARAARL 0.01 - 0. IM B58R 5
BFRk, NE LWEAMK;

B ik 64 FEMEAE 5 S 440 09 3 2 IR BER A5

B i G T AR 5 b 3 ) 42 b I AT R R T A Bt R

4, 4R A)ER 3 ATAEE LRBERF R EBIREI KN E,
BRAEE T PRk egFaMAE R At h LR E, RAN 0.1u
g-100 u g/ml,

5. deAs Al BR 1 B 64 & LIRS H B B A B M KA £ 69 4
&k, AHEET: ANHEFTEIZOETHIR:
L), HEFRHRENRRAMAA: BRILERF TR .52 R2EE
(2) k42 (ml) & 1/15M, pHT. 0 &) PB4 43k, FIBtAnA 1% A T84
ETE. Z59%, AHBELPERTHE, TE, BERSETH
S A, 6000rmp B S 20 4%, LFRATA AMRARE F 49 PEG (MV6000)
o MR E B 49 NaCL BEHHIERE, 4CER; 6000rmp &% 20 4%,
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ST AT 1%TritonX—100 #= 1/15M PB &5¥#t3E 1 /vef, 7000rmp &
20 4P B B, 32000rmp - min (Beckman SW40) & .3 2 8B, R
€ 1/15M PB &%, 5000 rmp - min(BeckmanJA-14) &3 15 44+,
LEEP AR R E S, B RATREMIRG, S5 B
tgFRE 10%—40%ey EAREEAEAA L, AA8E B SH VL 30000 rmp
B 5, B RERRETIRE;

2). MEFHHRER I BABEEEG RELBZEIY, FZ
Freund K RAASEF AR RE EMEIER, B ZRILAES
PR FPRER LR R R, RIS REGESHAZ 0. Sng. 0. 75mg.
lmg. 1.5mg #= 2mg, EFEEE A TR, RE—KEHE T—10 A R0
2K, Ml i R IR Y BRI R A @i F BRURIE & 456 DEAE
BF R EMNBAAR, A 24468 0 IMBEBEATRFE
pH4. 8,3 0. 75ml F 8% /1ml feiF Am N EF B, R4 1/ ET, 5000rpm
B0 30 o4F, IREF, WHEATRET 10mM Tris—Cl pH8. 5 & &1t
B, e, REHZLNERIFETEFZ#HAY, A 10mM
Tris~HC1 pHS. 5 £ /& Sml/min 4t 15 4-4F, BEJ/A4 0 1M NaCl 49
10mM Tris—HC1 pHS. 5 2B REM E#ATHRM, WERIIEIRS,
KRB EM, FAFHALHH LR FE S LETIR,

3). Fabk. BAMAER B

FEMEAE & 4 Sk b L3R s R A, REAE 0. 1pg-100pg/ml &
B, DAMAR S A4 ) 8 o IR AT B R T 4 S0 IR

4). BHF kb S

Frif t94Ri8 R | AAAE LR mE S LEHAKRY 0.01-0. 1M
BB LG A&, e 1%AK,

i g iRimik 11 44K F R RBAminiked 0.01 - 0. 1M &g 2
Sk, N4E LR,

ik 8 &8 4w b 0.05-0.3M, pHI. 5, 4 MgCl,10g/L+ NaCl
2g/L #5 Tris &4,

ity &% 4 0.01 g/ml NBT+0. 005 g/ml BCIP;

Bk M b 38k 1 -5 M, pHY. 6 é9BRBR 248 iR

Bk ey ikt iy 0-0.05 M , pH 7.4 ¢9ABR 2+ %,

6. oA F| 2R 1 AT 63 L IRBE AR A 5, & BB M X | £ 4948
Wik, LRAELET, FPRARMFE A EBEBEANE, € aiEu
TR *

1), KA L REARNNE R, HBEERLERFREE TR,
&R

2). Lk iE: BRSNS R ASHE, BURE
wR, BHEER,
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3). EAE: BRAFEE6FES/E PVDF BE b EAF, R 8K E fabest
B8 o [ P2 BE;

4). B 5 PVDFEEF 37 CleBsT#0-60 min, B,
J ek kb =0k, IR 3min;

5). % 1. BRPVDF iR/ TFHRE®R I F, F 37 CHKE 30-
90 min, ER&, FzRAREER=k, &K dnin;

6). % II: I PVDF EZATHREA I F, F 37 CHKiz 30

-90 min, E&, AR KiEIR, #:K dnin;
7). B & Bk El PVF BREZATRERT, &
5 10min;

8). AMAIE: RBAR P EAFE, HIRAEAMLER,
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F1/60

SRS TR 3L ST v S RS S P
AL

ALK R BAT NG LIRS & 00 K0 &R LB EFm 5 ik, 4
AR B L IR 5 B B BA I KA BB Sz XA £ e
5 B R Z AR & AT & L IR 520 A 505 BE BAL M 6940 7 ik

HRHELR

% £ IR 5t F (Odntoglossum ringspot virus, ORSV) BIRE L
»t %% & & (Tobamovirus), ZAFT ZAHYH AR I EREZ—, 4
FHREH, TE2LAFRL, B2F, L —ZBRLO0RY, LetRF
FAEENELRTANREE SR, RRERELE LA RRE
B, LERZARBERLHAR, LG F EF 2 FMMEE R
PEYh. RELEFREE, AHTAN, AL aH et 250
BRI ER, BEREFRIGA L LR, 5 TORSVSTRE £ 587 1k ¢d
EEW, Fritaflet+4EE,

M B AN R BB S R B M2 (ELISA) 7k, BEES
M RAFRBIARLE A4 T B Bt B L AR A0 B R, A
RBEEZ, HFAUMREFHS, ERETRE, Tk, BE 24D
K e BEATILARA 96 JLEEATAR .

BE & B BR AR ) R VA B 5, JE R AT 64 SR BE A B Rl kalak K
RAL KA F ik, G AR ARE 1% 5 kB TR A R & 6431
KE 5 FMHBZFANIR, TREE, ik, mALEs. TEH,
7 B AT KA KB %R B T A 2 B A 69 L kIR E A
B TR 2 B A 69 BE, BB BRAR R K A &7 .

XANE

AL B G TFRERME, iz, 4. TEAZFEANE
2R H B 5 BB R 6 XK &

KEAHH—B 6, TR EE L0515 5 50,5 BB M oK,

FEF %,
AEBRGH—R #, £TRAEF R H L0 & LA 555515 B R
Fo X A £ HE AT B, & BB o L IRBER A AW F ik,
AHERERE Y, REAHBEABEFTER:
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& LI ARH SRR AT E, EE2HEIK, REEKRANY
B A #8355 B ik Fo PVDF JE4E ..

BT iR 44 S-FPHLE R R L35

Rz 1 i
PR 11 1 R,
REL AR 1 38,
2 &5 1%
PELME AR S 1 &
Fﬂ 'l"i*%’ c‘v’a 1 ){
Fou b ik 1 #8,
PR T IR 1 #A,

FridegtRiBk 1 ASH & L0RREF S LR 0.01-0. 1M
BB g AE, AE 1%AK.

Frid ¢94RiBk 11 AAH R ABARIARE 0.01 - 0. 1M B8 %
Bk, AE 1WA,

ikt R &4 A 0.05-0.3M, pH9. 5, 4 MgCl, 10g/L+ NaCl
2e/L & Tris & 4%,

FriX 4 B &%) 4 0.01 g/ml NBT+0. 005 g/ml BCIP,

Frik e Pa At L b shib e 2R sm A, RAEAL 0.1ug-100p
g/ml ST H;

B3 &4 TR PEAE o0 4 3 P 8 07 IR AT BRI BT ) & 09 IR

Frid eG4t i 38k h 1 -5 M, pHY. 6 49 88BR 3h 48 i &,

B ik 6 et & h 0.005-0.05M , pH 7.4 t45EBR 245 k.

FIF iR 64 3 2 SR8 % 4 B S BB XA &6 8 &7 ik, E 2R 6
FET 5 B,

1. % £ R FH R IR Ao tifl: IRE E R Retm 0. 5242 FF ()
%2 (ml) &9 1/15M, pH7.0 ¢4 PB &4, Rl 1%3L LB AL
TE., ATk, EBANTKRTHAE, TR, BERSETEY
A, 6000rmp B3 20 9-4F, EiFEAeA 4%RFRE & 49 PEG (MW6000)
Fo 2R ARE T84 NaCL BEHAM, 4CiE&; 6000rmp &3 20 444,
S 1%TritonX—100 #= 1/15M PB &r#t4% 1 Jvat, 7000rmp &
320 4 B B, 32000rmp - min (Beckman SW40) & 2 VB, R
ST 1/15M PB &5%, 5000 rmp - min (BeckmanJA-14) &< 15 44,
L iE P AFIRIT SR AR R BB HATRE AR, L LR
A 10%—40%e BB EHEA L, AFEESH E 30000 rmp
B2, 5 e, BRLRERABETRGE,

2. b F AR E R RAEKE RELESY, HFE
Freund K RZEF FUILEIR LR FMEIZE, KA AR ES
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Fa ) R EIRES SE R R, BREHFEGESH A 0. 5mg. 0. 75mg.
lmg. 1.5mg #= 2mg, HEEEAH TR, BRE—KEHE T—10 A0
2k, M ik R IRPE YRR R A 1B it FERIIE Sk 454 DEAR

BT R EATEALTAR, A 224K 0. IMEBRBR&IATIRLFE
pH4. 8,4 0. 75ml F B8R/ 1ml s Am A EFBL, RAFIE 1) 6, 5000rpm
B30 047, REF, FEATRET 10mM Tris—C1 pHS. 5 4 kit
B, kL, RENHZLWEREFETE FAT, A 10mM
Tris—HC! pHS. 5 £ & Sml/min 2k 15 4%, BHFA A 0 IM NaCl #)
10mM Tris—HCl pH8. 5 &4 IREM E AT, IKERBIERS
KRB EN, FIFHAEE LR RF S L EFAR.

3. FEME. FRMEAESRAG 4 S

FEMEAE T b S0 2R R, REE 0.1ug-100pg/ml 5
B, PR 3 ) 8 0 ISR A R R T 4 S0 IR

4. BFF R H S

fRimk 1 AR E LR mE S LERAAR 0.01- 0. IMBEER &
Bk, A4 1%,

12k 11 AHAH FRAEEIFAARE 0. 01 - 0. IMBEBR 3 48 iR,
A4 1%BA %,

BE%+RA 0.05-0.3M, pHY. 5, 4 MgCl, 10g/L+ NaCl 2g/L
8 Tris L 4%&.

&R A 0.01 g/ml NBT+0. 005 g/ml BCIP,

B @k Ah 1-5M, pHY. 6 e4aRBRiteE ik,

Pkt bk A 0.005-0.05 M, pH 7.4 ¢BkBR b2 4%,

FP iR 64 3 2 3R 58 7% & 58 & B BRAS M X ] & 69 M 7 ok ) B2 5 B
ﬂéé#’rwl‘ , T EIEVAT T

N 7*3{' /{i% 7}&%%1)\' /J*g‘ 7}% *‘f‘aaﬂﬁ&%aﬁtg\%ﬁ/‘f,&a
éfﬂ;

2. HRLAIE: BN S AR R AR, §SRRE
R, BHESR;

\,m#% B4k 38 5 b9 A4 S A2 PVDF L 5 AF, FB)BHi% < Fa st iR

4‘ wxﬁ; J PVDF B2 & T 37 ClaEA T 0-60 min, &,
JA e kg =0k, K 3min;

5. % I. BRPVDF ZaTF/HRE®Z I P, F 37 CHKE30-90
min, B, FRERBEZR, &K dnin;

6. % 1I. B PVDF iR FHRE& I F, F 37 CHKE 30
-90 min, I, FARAREEZK, K 3min;

1.2 6 K% E6 PVDF BREZATEERT, RE S 10min;
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8. AP E: AREAERPIZATA, FEAARLER, .

XA LRAFEE, AELAGER, REEKRRA LA &k, PVDF
JE4E B AR 22 55 A MR A £, AA &8 & FEE, ik, &
& TREZHFEA. #A ), L8260 18 A 35T 2 RN,
HEX G THRA, HRAZAEMNXN SHAT5EBBHREA NG F ik 5 1t
thdn 7 S ACIe iR AR L LA S ik SR, HRMBREFHE, S
ERARFNTELM, BFEAFESHRE, RN EEAREH
B, ABETHARNRITER, IUETAELESSIET LA,

PR KT X

AL EERR: SLHRHRES LGRS EITEGE
HA A 5| A B 4] & PEC6000 (B —8 6000). 2-# K A,
Triton-100 ( #3358 X-100). #FF& &G (BSA) M f Sigma 2 3] ;
F IR EEARIAR, BCIP. NBT. DEAE B-F XA, 16 4 EM
WA M B Pierce a8); XKIEF FER &9 40 F ML s ik H) 34 4
B = 5H 43X 7 .

—. KA&

¥ 2B F B S BEBA M A F &, T2 hEIK, IRAESIKRAY
BT HRE ) Ao PVDF JE4H A, SFFHLE R O35

RIRR L 1 #8,
Bk 11 1 &,
RELFR 1 #A,
AR 1 &
Fel M A 1%
PR M4 o 1 %
VEMIY B 1 #&,
ARG TR 1 #8,

FEPEAE OL 4 Sh A0 e9 3 2 st RE, HIREH 100 ug/ml;

TR AR 0 2 23 B 48 R BT A BT R B0 R

RiB&R 1| ASH K LARHRE S LESIR 0. 05M 988842
B, WA LREAAR. | |

RiBR 11 AHAH EH BRI 0. 0SM 6B 2 i, K4
1%8A A .

BELFEA 0.1M, pHY. 5, 4 MgCl, 10g/L+ NaCl 2g/L &4 Tris
BHR. »

2 &# 4 0.01 g/ml NBT+0. 005 g/ml BCIP,

MRS I M, pHY. 6 BYRBRE L AR,
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ek A 0.01 M, pH 7.4 e45kak b 42 Wik,

=. #&FE

RE ALK LR LR AN EGHEFT R, COIETH FE.

1.3 2B R FHRIRA bl REEE B 0. 52 42E % ()
#A2 (1) &9 1/15M, pH7.0 44 PB £ ¥3&, FRtAoA 1% LB Ao b
TE. 8%, EHANTRERTIHMA, 128, BERSETFES
Z R, 6000rmp F 5 20 54, LiF R 4UuKARE 249 PEC (MW6000)
Fo 2RARE B84 NaCL BEBIEM, 4°Cit&; 6000rmp B 20 4+,
A 1%TritonX-100 F= 1/15M PB &% 44 1 8, 7000rmp &
320 44F; B _EJE, 32000rmp - min (Beckman SW40) &% 2 .)NBY, IR
A 1/15M PB &, 5000 rmp - min (BeckmanJA-14) B3 15 54,
LB AFRB LR ER ), LB AT R E AR LR, A EARiR s
B RE 10%-40%e9 AR T EAEAE L, EARRESH EVL 30000 rmp
B2 50, BUgRERRETIE.

2. WA H SR HAERE RELESY, FEE
Freund K REAEH LI REM LB R, KA ZRILA 4
Fo B R EHBOEH BAE R S, HRIEHFEGELHHAZ 0. Smg. 0. 75mg.
lmg. 1.5mg #= 2mg, MFEEEA 7T R, ZBE—KEHE T—10 Rk fo
2R, A do i R IR Y BRI B, B F BRUTIE & 454 DEAE
BT RBEN IR, A 2L2EAR (. IMBREATROLFE
pH4. 8,32 0. 75ml F 88/ 1ml s iF Ao NEF 8L, RAHEHE 1) 8, 50001 pm
B30 4P, B EF, BEARET 10mM Tris-Cl pHS. 5 & kit
B, EHhE, RENEZLWEREHTE FIEAAET, A 10oM
Tris—-HC1 pHS. 5 £ 4% 5ml/min ¥ 2% 15 904F, H A4 0 1M NaCl #4
10mM Tris-HC1 pHS. 5 &M R KEAEHATIBL, IKERBLEIR S,
R EAT, RN E LB R F E LERIK,

3. FEME. TAMEAE SR 6 HE

FEMEAE o0 2 A6 LN BE R E, REA 0. 1pg-100pg/ml 5&
B, AL A 3T 8 o R AT B R T ) B0 R

4, JFF b H) &

RiBR 1 HSH K LA RF S LEIAR 0. 05M $95588 3L 42 oF
w, WA 1%BAAR,

BRiB& 11 AAH ERAEARTAIR 0. 0SM a9 BB 22 H 3%, A4
1%ER A,

B &% FEA 0.1M, pHY. 5, 4 MgC12 10g/L+NaCl 2g/L 44 Tris
B AR,

R &7: % 0.01 g/ml NBT+0. 005 g/ml BCIP ;

BB ERA 2 M R % A& (DHY. 6);
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PR RA 0.01 M, pH 7.4 84BEBR 4 4%,

H A4 AR A 20-100mmol /L pHT. 4 PBS+1-S%ALAS w54,

Z. BTk E

XA &6y s, 5 B8BL (DIBA) 47k

Lo XA RS ARBAANG T E, AL R kS 4R,
&

2. *‘?a%ﬁtgl Ex’fé‘j"/‘ﬂ‘]*f‘;a 0.1 g jJU}\ 1 ml #%’?nﬁtijﬂ&}ﬁ,éy\ﬁfﬁ,
%m&i%&,ﬁﬁﬁém

3. A BR1 plA®Ee4 %A PYDF BB L 54, BIetiEsra
M 5 B8, e T P 2 BB

4, K Wt: ¥ PVDF L E F 37 Claid4-F 4 30min, BRE, Ak
BR R ZR, K 3min;

5. % 1. IRPVDF 28 -FIRERZR I P, F 37 CH:E 45 nin,
i, Rskmiki=k, K dnin;

6.9 F I1: EXPVDF BRI A FARB% 11 &, F 37 C4R& 45 min,
B, Rakriki=k, &K dnin;

7 R&: 4%’%&)%5 PVDF JRERBZ/ATFTRER T, RE S 10min;

AR ARBARN P AR, PEANEE.

7,& @éﬂa‘z#’\zﬁ" | ) AT A

FEfakst B R E. Miﬁ%xié%ﬂ%T FE B AT AT 58 5
e PIBT A FabE, TR A A
1) /f%ﬂ‘]*#“:?a#j’?y}{_t#ﬁ:;ﬁ /K -—&-%' bgﬁ"f%j" M *‘f‘uu#/\m‘ "‘*%é/ﬂ‘ﬂ FEL 4

%ﬁ%%ﬁ%ﬁﬁ%ﬁﬂAﬁMﬂ%,HW&&MT4O%i%
Hon, M EE4eT:

A1 HngiR

RT-PCR (+) RT-PCR (-) At
DIBA ( +) 30 1 31
DIBA ( - ) 1 8 9
At 31 9 40

EO RAMmEM, " RARK

31 iy RT-PCR A3 Fa: M 94f %, DIBA *’I/N'JFE’ b 30 4, 1
47 TR bk

9 fm ® RT-PCR #&7) [F M 69 4 o, DIBA A301 FA } WAy, FEMEAE
& 14
WM 4E R T 42 DIBA 698K 96.77%; 4571 88.89%; 4
BHMEA 95% .

10
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