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D etection and Sequencing of A pple scar skin viroid fran Apricot n Xinjang

ZHAO Ying and N U Jian-xin’

(D eparment of Horticulture, Agricultural College of Shihezi U niversity, Shihezi, Xinjiang 832003, China)

Abstract: Present study was conducted based on the previous research of Apple scar skin viroid (A SS/ d)
for apple and pear, used material of goricot was those that showed positive signal of blot hybridization detec-
tion Full-length pecial fragnent of ASS/ d for gpricotwas anplicated using RT-PCR protocol, thenwas recy-
cled, cloned and sequenced It was demonstrated that the full-length gename of ASS/d of gpricot is 330 nt
long (GerBank numbered with BU031487 1o BJ031496). The exist of ASS/d in gpricotswas reconfimed by
the reaultsof in situ RT-PCR, and A SS/dmainly located in nucleolusof mesphyll cell The fact of infecting

capability of goricot enlarged the host rangesof ASS/d
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1
1.1
( ) ,
RNA APl AP10 ASS/d
1.2
NCB | NC_001340 ASS/d ASS/d,: 5'-CAGCACCACAGGAAC-
CTCACGG3' ( 22 bp) ASS/d,: 5'-CTCGTCGTCGACGAAGG-3' ( 17 bp)
1.3
1.3.1 RNA
(2006)
1.3.2 RT-FCR
: 25p L RNA 10yL DEPC 5L ASS/d, 1ML (20 mol-
L") 100 5 min, 5 min, 5 xBuffer (Mg 40 mmol- L") 54L dNTPs2.04L
RNasin 0.54 L, 42 5min, MWMLV 1pL . 42 1h, 100 4 min,
, -20
PCR : 10 xBuffer 2204 L odNTPs (each 10 mmol- L™ ') 0.5pL Mg 1.6pL (25 mmol-
L) ASS/d, ASS/d, 1ML (20Mmol- L') ODNA3UL TagEO0.5uL (5U-pL™ '),
20p L . 95 3min, 32 : 95 30s 62 45s 72 605 72
7 min , 95 4min
2% , 1 xTBE, 120V, 40 min,
Gold V iew , PCR M arker
1.3.3
2% , 1xTAE : : ,
UN Q-10 Gel Extraction Kit (Sangon ) DNA
pUCM-T Vecor Systam, 2 773 bp,
Amp , pulom-T ,
puQm -T
, PCR
, www. ncbi. nlh. gov
BLAST DNAMAN
1.3.4 DNA
(2007)
1.3.5 RT-PCR
(2007)
1.3.6 DNA
0.2 mL Eppendorf SuperScript . RT [DERC H,O 9U L 5 x Frist-Strand B uffer

(MoChL 15mmol- L™*) 4uL odNTPs (each10mmol- L™') 2uL RNasn (40U-pL™') 1uL An-
tisense Primer (200 mol- L") 14L DDT (0.1mol- L") 2uL SuperScript RT (200U- pL ™)
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lyL] 200 L , , 42 1h 95 2 min;
10 min,
1.3.7 PCR
0.2 mL Eppendorf : ddH,0 12pL 10 XxLA PCR Buffer (Md " free)
2.54L oNTP (10mmol- L") 0.5 L PL (20 pmol- pL™") 1pL P2 (20 pmol-
ML™') 1L Dig11-dJTP (1 mmol- L") 2.54L LA TagDNA (5U-pL™ ") 0.54L,
20U L , , \ PCR ASS/d
95 3min, 32 ;95 1 min, 62 1 min, 72 2 min, 1 10
min 5min
2 xXSC , 20 min
1.3.8 PCR
100 L (100 mmol- L™ * TrisHCI, pH 7.5; 150 mmol- L ‘NaCl; 3%BS\),
37  30min, , 100u L
( 1 100 ), 30 min
(100 mmol- L™ * TrisHCI, pH 7.5; 150 mmol- L *Ne&Cl), 2 15 min
(100 mmol- L' TrisHCI, pH 7.5; 150 mmol- L *NaCl, 50 mmol- L ‘McCh),
5min
100p L NBT/BCIP 60 min
TE 10 min
( RT-PCR ) ,
PCR DNA Taq RT Md "
2
2.1 RNA RT-PCR
, RNA ( 1)), RT-FCR

28s

18s

1 RNA
1 RNA; 2: RNA
Fig 1 Total RNA of apricot
1: The btal RNA iolated fram phloem of gpricot;
2: The btal RNA ilated from leaf of gpricot
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35
ASS/d RT-PCR , 330 bp ( 2
| 2 3 4 5 6 7 8 9 10 11 12 13
il
331 bp
242 bp
2 ASSVd RT-PCR
1 ;2 ;3 12 APl AP10; 13: Marker
Fig 2 The RT-PCR products of ASSVd in total RNA of apr icot
1: The negative control; 2: Control of a single primer,
3-12: Apricot smpleAP1 - AP10; 13: Marker
2.2 RT-PCR
, 330 nt
BLAST , , GerBank
AJ783357 YO00435 AF421195 X17696 DQ362907 AY972082 DQ362906
93% 10 GerBank , . BJ031487 BHJ031496,
10 98% , , RT-PCR
2.3
RNA , (DEPC 20 x SC =53 2) 10"
10" : L, : ( 3
, RNA 10°°

3 ASSvVd

1 ( ); 2 ;3 1071 4 10°2
Fig 3 Detection of ASSVd by dot blot hybr idization
1 Negative control; 2 Undiluted; 3 Dilution at10°*; 4 Dilution at 102

2.4

: ( 4
,

© 1994-2008 China Academic Journal Electronic Publishing House. All rights reserved. http://www.cnki.net
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A: B F (B: PCR Tag ; C. PCR ;
D: PCR = ;. F FCR Md")
Fig 4 Location of ASSVd in leaf tissues paraffin dice detected by in situ RT-PCR

A: Diglay digtinct stainingg B - F: Control (B: Negative control with Tag DNA polymerase amitted;
C: Negative control with reverse transcription step amitted; D: Negative control with primers amitted;

E: Known negative smple, F: Negative control withM¢?* amitted).

3
Koganezava (1983) RNA, (1986)
Hashimoto  Koganezava (1987)

ASS/d , , (Puchta et

al , 1990; Zhu etal , 1995; , 2005; , 2006, 2007),
RT-PCR ( ) ASS/d ,

, GerBank (BU031487 BU031496) ,
dDNA , )
RT-PCR , ,
,
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