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# 4 : Potato yellow dwar f virus

M5 .PYDV

Oy 2K Hb A7 « EUIR %% B2 B (Rhabdoviridae) , 40 g 4% 350K 9% 3 )8 ( Nucleorhabdovirus) .
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Al FEEH

BHAREE FE N DL E (Solanum tuberosum) 4R 435 (Chrysanthemum leucanthemum ) , % %
B (Trifolium incarnatum), LR F FAFE+FHEM . BER . ER . ERMZXSHRENTFHHEY
60 RF.
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ZREBEEESMEXE . NEKR.
A3 REER

DR BRI, AL RN B SIS S A AL R AERK SRR ERER
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B A1 B PYDV W EHERK
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I A5 % B T MR B R AL 4% - B P B B Tl s I PR AR
A5 RIEFE

s TR OB, AT R B T 3OIR, B H B H , B4R 45 nm~100 nm, K & 130 nm~ 300 nm ({0
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Mt & B
(BB ) 1
F 7 44 g B W% Bt ) 72 ( DAS-ELISA) |
B.1 K7

B.1.1 B# %% (pH 9.6)

W BR M (Na, CO;) 1.59 g
BB 24 (NaHCO3) 2.93 g
Z R L8 (NaN;,) 0.2 g

Mz EMIFERE 1 L4 CHETF.

B.1.2 PBST &M (pH 7.4)

FAALEN (NaCD 8.0 g
BERR — S8 (KH, PO,) 0.2 g
WEFR A — 44 (Na, HPO, - 12H,0) 29¢g
AL (KCD 0.2 g
Tween-20 0.5 mL

MZmEKERIFEREL L,
B.1.3 HmHEREHE

B BR 8l (Na, SO;) 1.3 g
R L1 E g Le R (PVP) 20.0 g
R LH (NaN;) 0.2 g

H PBST Bt ERZE 1 L4 CHEFF.
B.1.4 ERIRIMEZE MK (pH 7.4)

BSA(4MEEH) 2.0 g
PVP(4rF & 24 000~40 000) 20.0 g
B A ALH (NaN;) 0.2 g

F PBST &AM E A ZE 1 L4 CHEFE,
B.1.5 J&#

Xt il 2 R BERR — 94 (p NPP)
B.1.6 E¥WEHRK

LR 97.0 mL
FAkEE (MgCly) 0.1g |
B A AL (NaN;) 0.2 g ‘

WF 0.8 LZ&M@/Kr,H HCL#E pH £ 9.8, B inz&/E/Ks 1 L,4 CIH#F.
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B2 LBLRE

B.2.1 B#HE

FAAL 2 vhBORS B 2 0 A A RS I A BB Al B9 FL P, 100 pL/FL, 2% ,37 CHE 2 h,iE =L E

B.2.2 #HmE&E

FRIAE S A 1 ¢ 10(g/mL) AN AKE G 4 48 22 w3, JH B SR BT B B 3K, 7 500¢ B0 10 min, |- W BD
il 5 S ORI AE . B R L BEAT 25 X IR R R AR 2

M
B.2.3 Ik

HRAE A 25 B4t 96 FL (3K 48 FL) L AR L .2 A BE X B AL .2 425 [ X BE AL
MEZAFEESFL. AR R 100 uL/4L, . 4 CKFEWFE®, BB ARH PBST
YR 3 K.

B.2.4 1nESFRILIE

FH B BB 14 4 8 % v 1 B
37 CTMH 4 h, BB AR B R KBE Y

B.2.5 MK

< 1 X ,PBST ¥E% 3 K, 3 min,

BIEY p NPP A B JE Y 2% vh i
L, E RGBT .

B.2.6 iE#

» 4% 100 pL/FL, A ) 8 % AR

F AR AE 30 min.1 h 1 2
. SCRRE R, 9 F IR B PBST % 72 vh U8 B 5 B 58 AT
B3 ZR¥TE

B.3.1 X HRFLAY OD,os 1B (28 vh ¥ AL . BA 1 X B Ko BH P e BRFL D B 2% 76 Joi 2 2 1 S Rl V9, B

2% ph AL AN BA P 3T BRFL B ODyos fH/NF 0.15, X4 B3t BRFL A OD,os (/N F 0.05 B, 3 0.05 115 ;
BH A4 XF B8 OD,os B/ FAHEXT B OD,os (K F 55 Rl —HE i B 2 H— 3L,
B.3.2 7EWRET B.3.1 REEXRE,ZREN AT AKm T .

BEGH ODyos /BAHERT BE OD,os =2, 3 3 B s BE § ODyos /BH 1 T BRAE 3250 BB, HI K AT BERE & . 7 &
B — K, 0 M 7 R AT B AE 5 B ODaos /BAPEXT BR OD,os <2, F R B M .
B.3.3 FHWEAT B.3.1 FUEER, WA GESETE R AW
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M xR C
(HLSEME B )
RT-PCR # 3

C.1 ik

C.1.1 50XTAE HEkZE MK

=B P L (Tris)
K

Na, EDTA « 2H,0
mzEtEKE 1 L, MR mAERKHER 1XTAE,

C1.2 6xXmMEZHE

15 B o
TR 7K I

C.2 3%

Fi#3|% PYDV-F.5’-CGCTCAGTTCGTGCAGTTGT-3’;
TFH81% PYDV-R.5’-TCTGATTCT Adi CCACG
ity 3 /Bt~ 196 bp,

C3 ZLTRSRE

C.3.1 #ZERIREN

PRI 0.1 g AW Sk R I
BIZIZEH RS ;4 °C,12 000 r/min BS)
#E 5 min JFAA 200 pL =5 H 5, min; 4 ‘C,12 000 r/min & .L»
15 min, B_EFBKHEBAF HIEOE S B, BERA L E—20 CF. K
& 30 min DA ;4 °C,12 000 r/min B.0> 10 min, RNA 7El| B 8 4 I ULIE ; 7 EEW - MA 1 mL 70489
¥ 28,12 000 r/min B0 2 min, L8, HE 3 K UUIEM T H S TE XK T 15 min~20 min, T4
Ja A 20 pL~30 pL B RNase-free water, & ULIE . ZB IS G . BT —80 CHRAEFLZH.

. AT R R & RNA RBUR I & #1781 .

B.LOEH,MA 1 mL Trizol ,
SEREABRTEZRT,

C.3.2 RT-PCR ¥ &

cDNA #& .: 7E 0.2 mL PCR &, il A % RNA 3 pL,1 pL F#E51#7(10 pmol./L),1 pL. 10 mmol/L
dNTP,9 pl. RNase free H, 0,70 °C,5 min, yK_F & 5 min, il A 4 pLL 5 X M-ML VRT Buffer,1 pl. M-MLV
J2 5 5T (200 U/pl),1 pl. RNasin® RNA gl .42 ‘C/kis 1 h, 4 cDNA,

PCR #"#4 .7 0.2 mL PCR &, fm A 2.5 pL. 10 X PCR 2 ¥, 1 L ¢cDNA,0.5 pL. 10 mmol/L
dNTP,1.0 pL b, F##5I# (10 pmol/L),0.5 pl. Ex Taq B4 (5 U/pl), AL HE /KN R F 25 pL,
T B BH X B L B 4 X B K 25 R R
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KN %44 .94 °C,5 min;92 °C,20 5,56 “C,1 min,72 °C,1 min,30 cycles;72 °C,10 min,
C3.3 ImiEHERR Mk

FHHL VK ZE wh R BT ) 1.5 0 MO BERE R BEIE . 6 5 nLPCR §" 38741 5 1 pL 6 X IMBEZE WRIE S RE ¥
HA DNA 53 T BARCY) 50 UM ABIRE G L o o ok 45 o5 K B 0 0 68 e 8 F 088 B AR A% 2R 4 L2 -7
YR,

C4 HRHATE
C.4.1 [HMEXTBRAE 196 bp AbHF 3% 557 , BAYEXT BB AN 2s (X} BB o4 S ve 4 1, 7 00 RE 5 o B0 55 BH M 0ot

M — B i 20, AT E S B .
C.4.2 LR EBIFEENR, HFEFTE 196 bp AT h 4 44 , 12 45 B h Bt
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Mt % D
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D.1 ##

PN L s TR ¢ AR MBEEREL 2 v (0.1 moL/L,pH 7.2) FoFsk b 784 B iE . FE R R AE Y
MAEREHSWE EEE L, AFREERMIE ST REREEK T RE, BRKPkM £, MFtR
Z.BETRERER. SRWUECERFERN.

D.2 FEEK

LM AH (Nicotiana glutinosa) EAEMA (Nicotiana rustica) : J&y ¥R 5% ¥ 648 L% 3R E L B Bk | o iy
i 2
—— T (Tri folium incarnatum) : B ik .
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