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1.3.2 PCR 50pL 1l DNA 75pmol 0.2mmol L 4 X
dNTPs 1.5mmol L MgCl, 50mmol L KCI 1mmol L Tris-HCl pH8.0 1.2
TagDNA 94C 2min 55C 2min 72°C 6min 94C
40sec 55C 30sec 72°C 4min 35 72°C 15min
1.4
PCR pGEM-Tvector E . coliDH5a
1.5
PCR TAKARA Biotechnology
GenBank
2
2.1 SLCV-CHIDNA A PCR
DNA 1 2 SLCV-CHI CP
DNA 2.7kb
CP Sphl  Nsil
pGEM-Tvector GenBank No. AB027465
2.2 SLCV-CHI DNA A ORFs
SLCV-CHI DNA A 2741bp 730 A 591 C 600
G80 T TAATATTAC SLCV-CHI
LSCV-CHI 99 %
99 % PCR LSCV-
CHI DNA A 6  ORFs 1 Begomociruse
2 ORFs AVl AV2 AV1 256aa
8 4 ORFs AC1 AC2 AC3 AC4 1 AC1
729bp 243a2a A CG T 26.6% 21.6% 21.9% 29.9%
AC2
1
Table 1 The ORF of SLCV-CHI
ORE Virus sense strand : Cor}qplementary sens strand
AV1 AV2 AC1 AC2 AC3 AC4
nucleotide number 768 450 729 402 408 526
amino acid number 256 150 243 134 136 172
molecular weight 29465 16229 27559 15173 15898 19484
site begin 280 6 2230 1596 1457 828
end 1047 455 1502 1195 1050 313

2.3 SLCV-CHI
SLCV-CHI DNA A LSCV-CHI DNA A
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Fig.2 The Phylogenetic tree of SLCV-CHI
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2 ORF
Table 2 The amino acid identity between LSCV-CHI and other geminivirus

Begomovirusse .
Curtoviruses

Old World New World
ToLCV-Inl  ToLCV-In2 ToLCV-Ang TLCV BDMV  PYMV  TGMV  BGMV BCTV
AC1 83 81 80 79 55 58 59 60 49
AV1 91 91 91 90 41 40 39 40 -
AC2 64 67 - 67 48 46 51 48 32
AC3 80 83 83 84 - 40 - 44 40
AC4 69 70 69 - 68 69 69 69 -
AV2 80 76 76 68 - - - - -
Begomoviruse
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CLONING AND SEQUENCING OF CHINESE SQUASH LEAF CURL VIRUS

Yin Qinyan Yang Huaiyi Wang Huanyu Cai Jianhe Qin Bixia Zhang Zhongze Tien Po
Dept . of Molecular Virology and Bioengineering Inst . of Microbiology CAS Beijing 100080 China

Abstract Sequence analysis of virus isolation DNA of Squash leaf curl disease shows that
Squash Leaf Curl Virus SLCV-CHI contains 2741nt which encode six Open Reading
Frames ORFs . Two of them are on virus sense strand AV1 256aa and AV2 140aa .
AV1 encode coat protein. The other of ORFs are on complementary sense strand ACI

replicase gene 243aa  AC2 transactivtor 134aa  AC3 136aa and AC4 172aa . The
virus belongs to one number of begomoviruses from old world.
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