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Preliminary study on One—step RT—PCR detection of Citrus exocortis vi-

roid (CEVd) and its distribution in different parts of sweet orange
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Abstract: Citrus exocortis is an important viroid disease. Preliminary study on comparison of Fast Micro—extraction method

and SDS-KAc method,detecting CEVd in Etrog citron with symptoms by One —-step RT-PCR, revealed that SDS-KAc

method was preferable for eliminating non—specific band. Distribution of CEVd in the young leaf, mature leaf, bark and

rootlet was monitored by One-step RT—PCR. The results indicated that CEVd could be detected in all parts monitored by

One—step PT-PCR. Considering stability, leaf and bark of scion are more suitable to be used for detection of CEVd by One-

step RT-PCR.
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Fig.1 Comparison on RT-PCR products using different extraction methods
Samples No.1-5 extracted by Fast Micro—extraction method , and No.6-12 by SDS-KAc¢ method
0: Water control ;M : DNA Marker with 100 bp ladders (the middle intensive band is 600 bp); 1,6: Etrog citron/ navel orange No.4 with CEVd;2,7: Etrog
citron / Meishan No.9 navel orange with CEVd;3,8: Etrog citron / Jincheng sweet orange with CEVd; 4,9: Etrog citron / Washington Sanguine with
CEVd;5,10: Etrog citron /mandarin with CEVd;11:-CK; 12:+CK
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Fig. 2 Detection results of 5 CEVd resources in Tongshui
72-1 Jingchen sweet oranges by One—step RT-PCR
0:Water control ; M. DNA Marker with 100 bp ladders (the intensive
band is 600 bp); 1: CEVd resource from Navel orange No. 4; 2:CEVd
resource from Meishan No.9 navel orange ; 3: CEVd resource from
Jingchen sweet orange ; 4: CEVd resource from Washington Sanguine ;

5: CEVd resource from Mandarin

2.4 RT-PCR
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Fig. 3 Detection sensitivity by One-step RT-PCR
M: DNA Marker with 100 bp ladders (the intensive band is 600 bp);
1-7 (dilutions ):10x, 10%x, 10’ , 10*%, 10°x, 10, 10’
2.5 CEVd
, 2003 10 8
2004 4 8
RT-PCR ,

4 2003 10 8 CEVd 72-1
M: DNA ;1 ,2: ,3: 4 ,5:
Fig. 4 Detection results of CEVd distribution
in different parts of Tongshui 72-1 Jingchen sweet orange
by One-step RT-PCR on Oct. 8",2003
M: DNA Marker with 100 bp ladders; 1: Young leaf; 2: Mature leaf; 3:
Young bark ; 4: Bark of rootstock ; 5: Bark of root ; 6:-CK; 7:4CK

M 0 12 3 45 6 7

300 bp
228 bp
5 2004 4 8 CEVd 72-1
M:DNA ; 0: s 1t s 28 ; 3: ;

4: ;5 ; 6:—CK; 7:+CK
Fig.5 Detection results of CEVd distribution
in different parts of Tongshui 72—1 Jingchen sweet orange
by One—step RT-PCR on Apr. 8",2004
0: Water contron; M: DNA Marker with 100 bp ladders;
1: Young leaf; 2: Mature leaf; 3: Young bark ; 4: Bark of rootstock ;
5: Bark of root; 6: —CK; 7: +CK
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