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Sequencing and Analysis of Complete Sequence of Budgerigar Fedgling

Dissase Virus Isolated from China

KOU Zheng, LI Tian-xian~~ ,ZHONGJing, CHEN Sheng-liang, FAN Zhao-jun, ZHAN G zhong
(Wuhan Institute of Virology, Chinese Academy of Sciences, Wuhan 430071, China)

Abdgract : The genome of BFDV strain HB YMO2 isolated from Hubei province was sequenced and
analyzed. The sequence suggested BFDV isnlated from different hosts belonged to one genotype.
A phylogenetic tree based on the genomic nucleotide sequences of seven isolates was constructed.
This tree showed two main branches. Taking into account of the relation of the hosts, the tree
suggested BFDV formed a host-specific evolution, and it wasimpossble to delineate a geographi-
cally based evol ution.

Key words: Budgerigar fledgling disease virus(BFDV) ; Sequence analysis; Evolution

: (CER (Budgerigar fledgling dis-
ease virus ,BFDV) (BFDV -HBYMO02) , PCR HB YMO02
GenBank BFDV BLAST ,HBYMO2
BFDV 98% 99%, Phylip3.5 , ,
BFDV ,
:$852. 65 A :1003-5125 (2005) 01-0046-04
(Budgerigar
Fledgling Disease Virus ,BFDV) BFDV HBYMO02 [°,
(t2 BFDV ,
, 40 50nm, DNA , BFDV
3.3 x10°Da ,
, BFDV 1
3 , 80 % ¥ 1
1.1
, BFDV-HB YMO02
(1 1994 RM PI-1640 GIBCO ,
, D H® ,PCR
, pMD18 T
BFD ( ) , DNA o
MEGA , GenBank BFDV
:2004-07-27 , :2004-10-10
* : - (KSCX2- SW-302-3) ; - (2001A A201B01)
(1979-) , : ,
* . Correspongding author. Tel :027-87198465 , Email :litx @pentium. whiov. ac. cn.

© 1995-2006 Tsinghua Tongfang Optical Disc Co., Ltd. All rights reserved.



a7

1.2 (CEF) BFDV
89 SPF
(CEF) ,10% RPM 11640 37
, 3d 4d,80% CEF , BFDV-
HB YMO02 (TCIDso = 10*) , 0.5
mL ,37 1lh, , 37 , 3
4d, (CPE), CPE
, 3 ,4000r/ min ,10min,
1.3 BFDVDNA
PBS K ( 20Qu g/ mL) ,
37 , - DNA ,TE(pHS8.0)
, -20
1.4
GenBank  BFDV , Primer
, PL,P2 P1
P2 , BFDV
P1 BFDV ,
3.5kb P2 BFDV ,
3.4kb

P1: Upper Primer:5-CGGGGGA GGCTTTACTA
TTTGTGG3
Lower Primer: 5-A GGGGTA GGCGA GTTA
GGCTGTGA-3
P2: Upper Primer:5-CTTTTCCTCA TCCCCTCC
TTTGTCG3
Lower Primer: 5-CGCGCCCGTACTTTGGT
TA-3
1.5 PCR
P1L P2 PCR ,5Qu L
:(10xLA Taq Buffer 1L ,MgCl. (25mmol/L)
3L ,NTP (10mmol/L) 2L, (2Qu mol/ L)
ML ,BFDV DNA 2IL ,LA Taq 0.3L,HO0
33.3L) PCR 95 5min,94 1min,
58 (P1) 57 (P2)1min,72 1min,40
, 12 10min
PCR ,
; 20
1.6
4.99L 0. L pMD18T
, L ,16
1L CaCl: 10Q L
42

© 1995-2006 Tsinghua Tongfang Optical Disc Co., Ltd.

90s, 2min, 37 LB

80Q L ,37 ,250r/ min 1lh
15Q L (10Q of
mL) AP L 2% X-gal UL 20%
IPTG LB , 37 ,16h
(100 g/ mL)

LB ,

BamHI| Hindlll pMD18T-
Pl1; EcoRI Sall pMD18T-
P2
1.7

PL P2 : 3 ,
, DNA ,
, P1
P2 3 ,
HB YMO02
:BLAST
CIlUSTWX1.8 BIOEDIT5.0.9
PHYLIP3.5
2
2.1 HBYMO2 PCR
BFDV-HB YMO02 (
1) P1 3.5kb,
;o P2 3.4
kb,
1 BFDV-HBYMO02 PCR

Fig.1 The PCR product of BFDV- HB YM02

1, PCR production with P1 primers; 2, PCR production with P2 prim-
ers; 3, negative control ; M, EcoRI + HindlIl + BamH| Marker
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Table.1  Nucleotide exchange analysis in the genomes of J )
BFDV isolates from different hosts
GenomeN ud eotide BFDV strain GenBank BFDV HB YMO02
. . Consensus
region postion 1 2 3 4 5 6 HBYMO2 , ( 2)
Nc 3 A A A T . .
NG 346 c T , (Melopsittacus undulates, Chi-
Ne 372 G G c na) (Pteroglossus viridis,USA)
Nc 373 c cC G , i
VP2/3 1534 G T (Agapornispullaria, Germany) BFDV
VP2/3 1582 A T :
VPo3 1501 T s (Melopsittacus undulates, Germany) BFDV
VP2/3 1638 G G T CEF ,
VP1 2086 A G .
VPL 2087 T A (Falco tinnunculus, Germany) BFDV
VP1 2091 A C
VP1 2077 A T
VPL 2416 C G , CEF
VP1L 2474 C T HB YMO02
VPL 2486 C T ’ ’
VPL 2558 A G BFDV-5(Falco tinnunculus)
VP1L 2624 G A
VPL 2646 ¢ T BFDV-4(Agapornis pullaria)
VP1 2663 G A
V P1 2744 A G 64 BFDV-6(Pteroglossus viridis)
Nc 2945 A C 84
Nc 2066 DEL C | HNYMO2(Melopsittacus undulatus)
TAg 3063 G T 100
T- Ag 3080 G A BFDV-3(Melopsittacus undulatus)
T- Ag 3224 G G G A o8
T- Ag 3242 G A BFDV-2(CEF 2)
T- Ag 3434 C A 88
T- Ag 3518 T A BFDV-1(CEF1)
T- Ag 3643 T G
T Ag 3834 T A 2 BFDV
T-Ag 4125 G A Fig.2 Phylogenetic tree of BFDV isolates based on the nu-
T- Ag 4155 G G T ot f
T-Ag 4306 C C G cleotide sequences of BFDV genomes
T- Ag 4307 G G C Trees were generated by usng maximum parsmony in the
T-Ag 4433 A A A T PHYLIP3.5 program. Numbers below branches indicate bootstrap
T- Ag 4504 G G G A valuesfrom 100 replicates. Scale bar , 10 nucleotide change.
T-Ag 4517 G G G A
t- Ag 4618 G A 3
T/t- Ag 4948 cC C C A
T/t- Ag 4972 G G A
i ] ] BFDV ,
Nc: Noncoding region. BFDV strain: BFDV-1 ( CEF) , BFDV-2
(CEF) ,BFDV-3 ( Meopsttacus undulatus) , BFDV-4 ( Agapornis , ,
pullaria) ,BFDV-5 ( Falco tinnunculus) ,BFDV-6 ( Pteroglossus viri- BEDV
dis) , HBYMO2 (Melopsittacus undulatus) ; GenBank Access Num- !
ber: M20775 NC004764 AF241168 AF241170 AF241169 , BFDV
AF118150 A Y672646.
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