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1 EH

APRMERLE T RIEHR R E S FADFRNOER R MM E.
A4 HETE A F ok ERIAORL G 55 | SEIREE R T 8 K b B Y 0 5 PR RS 1 R R .

2 MEES|IAXHF

TH XA PR RBEATEFERTAMBA AR RR. LEE MBS AXE, KHlE A
B e B S CR L A5 B3R ) P9 200 BB 3T RS ASSE T A R o, SR T BB AL 9% 24 4 o 3 R B XL B9 45 T W
J2 A AR e R BT R A . FLEAEE B 51 R0 B R AR E T AR A
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3 RE

3.1 HENRMGFEREZRANTEMN
P HER R E
F ¥ 4 . Tobacco ringspot virus
HE . TRSV
Sr 2 b A 5L B 46 M 58 B (Comoviridae) , £k 41 1% 2 T4 5% BE /& ( Nepovirus) ,
3.2 RENKFEERAE
FEHA S P& ssRNA, RNA-1 & 7. 514 kh:RNA-2 & 3. 929 kb, #h5E 8 9 2 E 1. 548 kb,

HALFEHZ MR A,
4 EFad& AR

4.1 {(L#|/igHF

PCR Y LA 35 Ef PCR U S TIES . F XK (1/10 000 g) , 82 Pk A% . o2 Pkl | B I i 1R
G OKEH BB TR L. — 80 CRE R vk A B K R UKL B R R T 8 .
4,2 AR

a] AR AR (2 pL 10 100 nl. 200 pL.1 000 pnl..5 000 pl) A8 N 693G RNase 3k G
RNase 8.0 % . PCR BRI . |
4.3 #A

RT-PCR 35 ( BB 5% B) (1C-RT-PCR 77| CRLEf 57 COFISEHT 72 5E RT-PCR 50| (R B 5% D).

5 mEBEHN

RS HIHE AR B SN/T 1146 #LUE M A BT,
¥ RT-PCR(RHF B) .IC-RT-PCROLH 2 COMELNTH ¥ RT-PCROAM T DT IERM .

6 HFRHAZE

FEfh 2 RT-PCR.IC-RT-PCR #IZZAT75 ) RT-PCR =y i 22 — & 50 2 BB #: 8 , iiF BA 4 5 /- i 45
WE R,

FE 42 RT-PCR #1 IC-RT-PCR &g i 27 PH 14 , 75 ZE 1T 5 W 2 , W8 5 50 0 5 45 RAE 3 5 B ke i
]
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) A B BT B 7 908 TE — B, T 90 5 B G 5 7 A0 TR B
H dn 230 RT 2508 RT-PCR &3 g FA #8350 58 #F & 5§ A 20 55 BEAG % .

7 HakFHNSERICR

7.1 HRRE

SRR ESTELAFERTFORS NESSHRETRERT., UM FRECTFHRAGT,. K
RO E R RRIE 20 CARB P, HERGWRFE—80 CHRBETIF. Wi Bi2fixie
T,
7.2 HRIL®E

EREE LR AL REAR TR E. A FENERERERTARNSEFE, RT-
PCR #1 IC-RT-PCR 8l i 7 d3 3 45 5B 0 B )5 90 0 52 43 47, 5o 48 3% RT-PCR 5§ e th 48 0 1,
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Mt R A
(1 RHER R
BERBRBENT

Al ZW

304 M BB A T
# W 4 . Tobacco ringspot virus

445 . TRSV
Ay 3 Al - 81 5 78 M9 B B (Comhoviridae) . ﬁﬂﬁngWﬁﬁE(P{Emﬂiruﬂ .

A.2 HFEEE

HEKE. B4 HE W\ P90, 380 ‘T’liﬁ}"*;ﬁﬂ-ﬁi N BOE Y E. . . FAT.
B . BE kL B K2, ER RGN B eSS,

'“-_'_"!"“1"1

|
|

TRSV £ mF EHMPMHEAN £ RIR—EBFEAR AT =LA RER, ERM A R RRE, FHIEH
BE 26 SR FE A fis 7 P T B 9 BOME BRE AL, 45 SR A AR ST /N A S R TE S TR L AR

FEDER oI {2 Y 54 F| 246 ﬁ;yféﬁﬁiﬁﬂ% R BR EHFAEMG., W

A.3 AEER

A4 DHBE

PPN PR PR RS RT R TR PN LT R P PR
BHF AT BAH K BB R RIRE. B LR

W SRR R H T LR B

FM - ER IERK HE . EREM. H

T

P AT 7 2

A.S MAN

A.5.1 ikl

TR iR - I E WM RN L di ( Xiphinema americanum ), B AMEE 5 ( Thrips tabaci ) , M- 4§ ( {Fet-
ranychus sp. ) .55 PG TH R 18 (Melanophus mexicanes) . 71 18 B 88 (Melanophus femurrubrum) | Jfl T Bk §
(Epitriz hirti pennis) FIREEF (M yzus persicae Y, 7] LAFHE |
A.5.2 MTHE |

MEFERZ MRS GHN AEILE. THA . S8 EMXELFHRAME, KPP REMEER
& 40%~100% ,#t IR 3% ~T7% 018 82%,
A.5.3 EHREAEEE

il 1 TP S TH M R Y iz ﬁﬁﬁﬁﬂaﬁﬁ?&
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A.b PR
MRERE NS A B BOR, 124 28 nm,
A.7 EHE

MR HY FF & ssRNA, RNA-1 £ 7.514 kb; RNA-2 ¥ 3. 929 kb, 4P BB A 1. 548 kb,
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W & B
(FTEHEM R
RT-PCR 77

B.1 i£#

B. 1.1 EZEREBGH A M Trizol 77,
B.1.2 50XTAE
Tris 212 g

K Z 8 52.1 mL
0.5 mol/I. EDTA100 ml.

M mzEmAKMBEZE 1XTAE,
B.2 xR E

B.2.1 5|%igit
RIESHEM TRSV CP RE MRS FIIEITT 2 M iF7ES 9.
#—XtFEFIH . TRSV F-1.5"-CATGCAAAGAAAGGAAAGC-3’
TRSV R-1:5"-AGATATGGACAACATGGAG-3’
P v BRI RN 576 bp.
B % FEF K. TRSV F-2.5-ATGTGTGCTGTGACAGTTG-3’
TRSV R-2.5'-TTAAAACAAAGTGGCGGAGCG-3’
VI Bk 1 548 bp(CP £ FH21%).
B.2.2 RNAER
B.2.2.1 WO1gkER . BEVHE .MA 1 mL Trizo,iB5. A 1.5 mL BL0HES,
B.2.2.2 JIAOC.2ZmL=3%&Hx, ANEH 15s,4 C 11 000 r/min F.L>» 10 min. /MR FJZ I HK
HIFELES.
B.2.2.3 MAZERRFAM.BES.—20CHEE 10 min,4 C 12 000 r/min B 15 min, & B A JE.
B.2.2.4 MA1mL75%% 8. &FIRE.4 'C 8000 r/min B.L 10 min, FHITRE.
B.2.2.5 fuA 30 pL DEPC-H: O, i# i il & (0 | 6f, 56 C ~60 CK¥E 10min, MEER), FF
—80 C&HM.
B.2.3 RER
FIFA$RELH) RNAZE PCR Bt RiEF. RERER 20 oL, K% 2 ul. Billt RNA,1 ul. R4 5]
#(20 pmol/L) ,4 pl. 5X AMV #§ buffer 2 pl. ANTP(10 mmol/L),1 gL AMV R #5855 U/pl),
1 pl. RNA BFi#I50 (40 U/ul) .9 ul. DEPC-H,0, 42 CHR M 1 h,
B.2.4 PCR ¥ 1§
PCR RNk ZNZE B. 1. B EMHE 2N FTAE. RIS EEA R EM B A cDNA &
A7 PR BESR B EH AR A 6 FURLAE b PEAE X R AR BRAE B BLE D BT B, LR BRI A
X1 Bf. PCR RN &4 EEWTF .
F—3514:94 C 4 min:94 C 45 s.48 *C 45 s.72 °C 45 5,30 EF ;72 °C 10 min ZE{d,
B A514:94 C 4 mini94 T 45 .52 °C 45 5,72 "C 90 5,30 ¥ ;72 °C 10 min FEM,
W ATHRRRN TRSV B R G .o IR M 217 1A RT-PCR, EEREA B HE -1 15 11§
g B PCR =¥ 58 £ 500 {5 ~1 000 %, JR 4 A B5 | UE47 55 — #4718 30 4~963F.
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7B 1 PCRENMUZR

e Fr " 2 W e B ®owm o om It/ al.
PCR 4 # ik 10 1% 2.5
® A8 (MgCl) 25 mmol/L 2.0 mmol/L. 2
dNTP 10 mmol/L 0. 4 mmol/L. ]
iEm 514 - 20 pmol/L ’ 0.2 pmol/. 0. 25
55| 4 20 pmol/L 0.2 pmol/L 0. 25
Taq B 5 U/ul 1. 5 U/test 0.3
cDNA o ————— — 3
Aok % | | 25

B.2.5 ¥R 688 KR &k
B.2.5.1 §l&aR
M 1IXTAE R 1. S B s BB R , indhis SHIE S5 CHEL .

B.2.5.2 MR ZiE
B IRAL 2,88 (CEBY Jm A 5 i i 13 9 BE4C 3, EB ﬁ’ﬁﬁjﬁfb 0.5 pg/ml, 34885 A SEEH b i &

SHT . BHEEERNRT AR A A | X TAR S T i E R EE 4 1 mm,

B.2.5.3 ¥
A oh i S8 IR S MARE S TL R 8TH% i PCR A9 B £ 34 58 F0 BB ¥ 34 B, 3% A4 F 1 45

HE ¥ (Marker), -—— -

B.2.5.4 ik (\
B LL 3 Viem~5 V/em o A FEfTH9K.0.5 h IE WS4 L,

B.2.6 Z£RENE
REKERE SNSRI TR RIRES

B.3 HRHEK

B RGR,

WA TE 576 bp 1 1 548 bp B S Iiattxét 4/2@&4‘-# PFAtEfizs QAT AL HA
HEURT 45 | AR R0 SR R T I m¢fﬁtﬁL£ﬂ&#ﬁEfﬁ¥J%FE!fi 215 U 2 B
002 B ST B 095 K - 5k, W1ALPCR 40791 5 1 5F B 50051 0

05 B M TR 2 B 4 2 5 BSR4 s e iﬂﬁﬁﬂﬂﬁﬁﬁﬁf&*
U

\%
—
&



M & C
(HEMMR)
IC-RT-PCR % 3&

C.1 &t

C.1.1 TRSV #itk
C.1.2 BS#%+iE(pHI.E)

B Bl (Naz CO3) TG QT ———
WEREM(NaHCOy) 2.93 g '
2 4§ (NaN3) 0.2 g

BTFHRRKS FFHEBKEFE] L,
C.1.3 PBST & (pH7. 4)

AL B (NaCl)

B — 44 (KH, PO _ 0.2 g

BERR E — 81 (Na, HPOY) 1.15 g

AL (KCD 0.2 g

5 4 (NaN3 ) 028 -

ntid 20( Tween-20) g{'ﬂ 5
B F &K, I Rl ZBKE 1 L!

C.1.4 HRMBEEPEPH?. 4
IF & A #8 (Nap SOy ) 1.3

IR 21 Bk ik s GER (PVP) 20
53 WL,

% F PBST &, 3 F PBST

C.2 ZBIRW

C.2.1 5|$¥h&it
LB = B,
C.2.2 Im&EmMH

SN/T 1146. 2—20089

¥ TRSV $iik Al hi/ESEMHE, WAL 200 pl. 1% PCR % ,37 'C.8% 2 h: A PBST ¥
3 W, HUEE & S0 mg. I A BE S Fh 3R 42 b 2 4T BT S L R R 100 pL M3 PCR .4 CH® (8 37 C.IBH

2 h):PBST # 3 %, DEPC-H-O 3 1 W, M HHLEREZTIRAB.
C.2.3 R#R

HETWHTHBEN PCRERHITREFE. REFERSER 20 pl, K9 1 pl. W55
(20 pmol/L) .4 uL 5X AMV 8§ buffer,2 uLdNTP(10 mmol/L),11 xLDEPC-H, O, RMi® LIRS )G, B

85 CAFYE 5 min, iRAH K - 2 min~3 min, RISIMA 1 nl. AMV EH 5585 U/ul) 1 ol RNA B

140 U/pul) 42 CRAL 1 h,
C.2.4 PCR ¥ I AEFE & R
18 4E 7 W % B,
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C.3 &ERAH

L IRER L TE 576 bp F1 1 548 bp BAAL & b, B8 14 X4 38057 o4 BUAR R 45, BAAL R0 25 (3t TR 2 4 5
ARG ARNT 5 B A0 AR WA 7E bR T £ 6 b B AR R O R L 7 M ) B

IR AR B A R AR B 07 R — A . AR PCR P45 9] 55 48 15 55 B 45 3 09 /5 51 31 3, I )
FUE e i g N8 L FF B B B 1, 35 FF 90 7R [R) 08, 0 ] 344 5 BE 0 247 400 255 30 B 075 7 B 4



SN/T 1146. 2—2009

fr | D
(FMEEH R
S K RT-PCR i+

D.1 XEHR

D.1.1 Si¥igit
MEEHFEEAEPC AW TRSV CP NN ERSTHFEN 1 T 1 4524518 &L,
k1R
TRSV-5P,5’-TCCATGTTGTCCATATCTTA-3’
TRSV-3P,5’-AGAAGAAACACTCTTGACACT-3’
KETFF .
5-Fam-CCGCTTATAGTGCCAGACCA-Tamra-3’
D.1.2 RNABERREE®S
14E 77 i LB B.
D.1.3 XM PCR RREER |
AR PCR R ERRE D 1, B ME& R 2 N 75, 3 50 FEHE X B L 53 3 B8 F0 25 &
B UFHE MR RAEN cDNA R HEX I, L@ FEES S K % L2 k5 8 R H G 309
cDNAfFj‘J FRMEXT B ; LKA DNABRRIEAIZ AXTE, BB 2 1~ FT7E.
F&D.1 ERREHK PCR LEEE

2 W o vk e T ® W & b At/ pl.
I PCR £ bk 10 % 1% 5
FALEE (MgClp) 25 mmol/L 3.0 mmol/L 6
dNTP 10 mmol/L 0. 2 mmol/L ]
iE #1517 20 pmol/L 0. 24 pmol/L 0.6
Fm 54 20 pmol/L 0. 24 pmol/L 0.6
Taq B§ 5 U/ul 2 U/test 0.4
B4 20 pmal/L 0.4 pmol/L 1
cDNA 4 pl
K 50 pl

D.1.4 ERTENXPCRENEH
TR &A4 T 94 T 5 min,94 °C 15 5,55 C 40 5,72 C 40 s, 3t 40 NMEH, S EE1T, HT

PCR RRL, RAF XM Tt B S A il R4 R A ARnGEXESHIME) 5/@EFHZ
EXABER.

D.2 HR¥E

FROUEE ol B9 Ct (B8 40 B, 039 58 A 18 W 31 40 5535 20 95 1

FFIEEMA Ct BN TRET 3561, NP ER TP EEFBIFHE,

fF IR G B Co (BT 40 Wi AT 35 6F, & FHr 7 04, 20 SR B 3 X &) Ce (B 40 B, JW) 3 8 R
BEBEERERE. WREHRNEN CEATF 40 Tk T 35 5, W3 E K02 EEF TR TE.
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