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BBTV BBTV
1
1.1

BBTV BBTV

1.2 DNA
1.2.1 CTAB 8
1.2.2 10 ~ 20mg 100pLL 0.5mol L~ NaOH 8000r min
Smin 10
1.3

Taq DNA DNA Gel Extraction Kit Sangon dNTPs USB pGEM-T

Promega BioAsia
1.4 PCR
1.4.1 BBTV-DNA-[Il DNA Primer31
5" ATCAAGAAGAGGCGGGTTG 3’ Primer32 5" TCAAACATGATATGTAATTC 3’
BBTV-DNA- Il PCR 1 94C 4min 2 94C 50s 587C 50s
72C 50s 3 72C 10min
1.4.2 BBTV-DNA-]V DNA
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Primer41 5" CAACAGAGCGGGTGAAAC 3 Primerd2 5" GTTTCCTCGTCTTCCTTG 3’

BBTV-DNA- [V PCR 1 94C 4min 2 94C 30s 65C 30s
72C 30s 35 3 72C 10min
1.4.3 BBTV-DNA-I 33 kDa DNA Primerl1
5" CTCCATGGCGCGATATGTGGT 3" Primerl2 5" AAGGAAGTTAGCCATTA 3’ BBTV-
DNA-1 PCR 1 94C 4min 2 94C Imin 68C Imin 72C
1min 35 3 72C 10min
1.5

DNA Gel Extraction Kit PCR pGEM-T E. coli JM109
PCR
2
2.1 PCR

CTAB BBTV DNA
PCR pSKCP
400 pBV1  PCR
P31 P32 PCR la P41 P42  PCR 1b P11 P12
PCR 1lc BBTV DNA
BBTV DNA
1 2 3 4 3 4 2 1

: 500bp

250bp

1018bp

506bp
te
la P31 P32 PCR 1b P41 P42 PCR
lc P11 P12 PCR
1.Marker 2.BBTV DNA PCR 3. BBTV
DNA PCR 4. la pSKCP 1b p400 1c pBVI PCR .
P31 P32 PCR 489bp DNA 2
BBTV-DNA- I 25bp  513bp
P4l P42 PCR 323bp DNA 3
BBTV-DNA-IV  15.5kD 11bp  333bp
PIl P12 PCR 810bp DNA 4
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PCR
DNA

DNA 1L

DNA  BBTV-DNA

1pL

PCR

DNA

1

61
121
181
241
301
361
421
481

1

ATéAﬁAGAAGA-GGCGGGTTGG CAGGAGGAAG TATGGAAGCA AGGCGGCAAC AAGCCACGAC
TACTCGTCGT TAGGATCAAT ATTGGTTCCT GAAAATACCG TCAAGGTATT TAGGATTGAG
CCTACTGATA AAACATTACC CAGATATTTT ATCTGGAAAA TGTTTATGCT GTTGGTGTGC
AAGGTGAAGC TCGGAAGAAT ACTTCACTGG GCTATGATTA AAAGTTCATG GGAAATCAAC
CAGCCGACTA CATGTCTGGA AGCACCAGGT TTATTTATAA AACCTGAACA TAGCCATCTG
GTTAAACTGG TATGTAGTGG GGAACTAGAA GCAGGAGTCG CAACAGGGAC ATCAGATGTT
GAATGTCTTC TTAGGAAGAC AACTGTGTTG AGGAAGAATG TAACAGAGGT GGATTACTTG
TATTTG'GCAT TTTATAGTAG TGCTGGAGTT AGTATTAACT ACCAGAACAG@AATTACA’TAT
CATGTTTIGA (B4 N IFFD

2 P31 P32 DNA

CAACAGAGCG GGTGAAACTA TTCTTCGAAT GGTTTCTGTT TATTGGAGCA ATATTCATTG

61 CGATAACAAT ATTATATATA TTGTTGGCAT TGCTCTTTGA GGTTCCCAAG TATATTAAGG

301

61
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541
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661
721
781

ll  BBTV-DNA-IV
BBTV-DNA- [V

BBTV

121 AGGTTGTGAA GTATCTCGTA GAATACATGA CCAGACGACG TGTATGGATG CAGAAAACGC
181 AGTTGACGGA GGCAACCGGA GATGCAGAGC TCGTCAGAGG TATTGTGGAA GAGAGACGCG
241 ATCAACAAGC GGCTATCATA CCACAGGCAA GTCATGTTAA CCCTTCTCAA GCAAGAAGGG

ATGACCAAGG  AAGACGAGGA AAC (A R T

3 P41 P42 DNA

ATGCGGGATG AGATTAAATA TATGGTATAT CAAGTGGAGA GGGGACAGGA GGGTACTCGT
CATGTGCAAG GATACGTCGA GATGAAGAGA CGAAGCTCTC TGAAGCACAT GAGAGGCTTC
TTCCCAGGCG CACACCTTGA GAAACGAAAG GGGAGCCAAG AAGGAGCACG GGCTTACTGT
ATGAAGGAAG ATACAAGAAT CGAAGGTCCC TTCGAGTTTG GTGCATTTAA ATTGTCATGT
AATGATAATT TATTTGATGT CATACAGGAT ATGCGTGAAG CTCATAAACG GCCTCTGGAA
TATTTATATG ATTGTCCGAA TACCTTCGAC AGAAGTAAGG ATACATTATA CAGAGTGCAA
GCAGAGCTGA ATAAAACGAA GGCGATGAAT AGCTGGAAGA CATCCTTCAA TGCATGGACA
TCTGAAGTAG AAAATATTAT GGCGGAGCCA TGTTATCGAA GCATTATTTG GGTCTATGGC
CCAAATGAAG GTGAAGGAAA GCCAACCTAT GCAAAATATT TAATGAAGCC TAAGAATGCG
TTTTATTCGC CAGGAGGAAA ATCATTGGAT ATATGTAGAT TGTATAATTA TGAGGATATA
GTTATATTTG ATATTCCCAG ATGCAAGGAG GAATATTTAA ACTATGGTTT ATTAGAAGAA
TTTAAAAATG GAATTATTCA AAGCGGGAAA TATGAACCCG TTTTGAAAAT TGTAGAATAT

GTGGAAGTCA GGCTAATGGC TAACTTCCTT  (BBH4 A3 HFFD

P12 DNA

PCR BBTV DNA
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Dnastar
BBTV
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SPECIFIC AMPLIFICATION OF THE CODING SEQUENCES OF BBTV
Il IV I AND THEIR APPLICATION IN BBTV DETECTION

Sun Dejun  Mao Guojie Sun Hui  La Ping Cai Wenqi
Institute of Microbiology The Academy of Chinese Sciences Beijing 100080 China

Abstract Banana bunchy top virus disease BBTD is a disastrous disease in bananas and it is
spreading in the world including China by the banana bunchy top virus BBTV . At present
virus-free plantlets are used to prevent BBTD in banana production therefore it is very important
to establish a method to detect BBTV quickly sensitively and specifically. ELISA is now popularly
used to detect BBTV. The sensitivity of this method is not high enough and needs specific anti-
serum otherwise pseudo-positive results often occur. According to DNA coding sequences of com-
ponent [l IV and [ of BBTV isolates from Zhangzhou China three pairs of primers are designed
to establish a PCR method to specifically amplify parts of coding sequences of the BBTV coat pro-
tein  movement protein and replicase-association. This method is also applicable to detect BBTV of
bananas or cultured banana seedlings in other regions.

Key words BBTV-DNA-I IV and I PCR Detection

© PERFREHBEDFRMATIRKSHIESS http://journals. im. ac. cn





