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Cloning and Sequence Analysis of F3H Gene cDNA fram L ongan Embryo
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Abstract: The protein of L idongben’ longan zygotic enbryos during different development stageswere
sparated and compared by IEF/DSPAGE technique Flavanone 3-hydroxylase was one of differential
proteins identified by MALD I-TOF/TOE Then F3H gene dDNA sequence was cloned from longan zygotic
embryos using RT-PCR and RACE technique A 1 404 bp full-length DNA squencewasobtained Analysis
of F3H gene dDNA indicated that it encoded a peptide containing 365 amino acids The nucleotide sequence
comparion with the F3H gene of Citrus sinensis  Gossypium hirsutum and Pyrus canmuni showed that identity
was all higher than 80%. The sequence was accepted and released by GerBank (Accession number
EF468104).
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DNA , ,
F3H dDNA Pl: 5'-CAAGACTG
GCGTRAAATAGTGAC-3', P2: 5'-CTTTGCTCATCTTCCTCCTGIAC-3' RT-PCR
PCR 94 5min; 94 1min, 55 40s 72 40s 35 ;4
RT-PCR 3'RACE F3H-3R: 5'-CCATTATTTGA GCAACG-
GAAGG3' 5'RACE F3H-5R: 5'-CTGGCTTGTCGGGCCACCTTEA -3
Clontech SART" RACE DNA Amplification 3'RACE
94 5min; 94 45s 58 45s 72  1min, 35 ;4 5'RACE
94 30s 72 3min, 5 ; 94 30s 70 30s 72 3min, 5 ; 94 30 s
68 30s 72 3min, 25 ;4
PCR 1% , pGEM -T vector, , ,
PCR Invitrogen BLAST

1.4 RT-PCR
31d 38d RNA , ADNA
, DNA RNA (dDNA) , PL P2 RT-PCR
F3H PCR 94 5min; 94 1min, 55 40 s 72

40 s 25
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38d MALD I-TOF-TOFM S
M ascot , , F3H)
A B
1 F3H
A: 31d B: 38d
Fig 1 Differentially expresed protein F3H in longan enbryo dur ing different development stages
A: 31 days after anthesis B: 38 days after anthesis
2.2 F3H @ NA RT-PCR
DNA , PL P2 PCR , 600 bp
( 2
’ mR 1
616 bp  DNA
BLAST , F3H dDNA

M 1

2000 bp —e

1000 bp —e-
750 hp —

500 bp —=

2 F3H @D NA RT-PCR
M: TaKaRaDL 2000 marker; 1: F3H
Fig 2 RT-PCR amplified product of F3H gene conserved squence in longan embryo
M: TaKaRaDL 2000 marker; 1: Electrophoresisof F3H gene fragnent
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2.3 F3H @DNA 3'RACE 5'RACE
RT-PCR 3'RACE 5'RACE , 3'RACE 5'RACE
, : ( 3)
PCR , 3'RACE 500
bp  DNA
202 bp RT-PCR , TAG, 3
187 bp UTR (polyA)
5'RACE 571 bp  DNA , 5' 119 bp UTR
3'RACE M 5"RACE M

<— 2000 bp

<— 2000 bp

-— 750 bp
-— 750 bp

5
-~ S00bp <— 500 bp

3 F3H 3'RACE 5'RACE PCR
M: TaKaRaDL 2000 marker
Fig 3 3'RACE PCR and 5'RACE amplified product of F3H gene in longan embryo
M: TaKaRaDL 2000 marker

2.4 F3H @D NA
RT-PCR RACE , 3  DNA ) F3H DNA
1 404 bp, GerBark, . EF468104 (Gl 134039063)
DNAman ., DNA (120 1 217), 365
., 3'poly (A)" 15 bp AATAAA ,
DNA 119 bp 5 187 bp 3
BLAST , F3H DNA F3H
F3H 84%, F3H 82%, F3H 83%,
F3H 79%, F3H 80%, DNA
F3H DNA
, F3H F3H , 90. 76%,
89.04% 88.49% 86.10% 83.88%  82.83%
( 4
2.5 F3H
RT-PCR 5 , F3H 31d 38d ,
F3H 38d 31d F3H
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Fig. 4 Alignment of predicted amino acid sequences of F3H from different plants

Black, red and blue show 100% , 80% 90% . 60% 79% identity respective ly in amino acid sequences

616 bp RNA
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Fig. 5 Expression of F3H in longan embryo in different development stages

1: 31 days after anthesis ; 2. 38 days after anthesis
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3
3- (F3H) 4, 5 7 - C3
, 2 - 1991 , F3H dDNA M artin
(1991)
F3H F3H
(Matthew et al , 1996; Nathalie et al , 2001; , 2004) ,
( , 2004) F3H
F3H 31d , 31d 38d
’ F3H
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