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Abstract: Flawnoid-3', 5-hydoxylase (F3', 5H) is a key enzyme in the biosynthesis of anthocyar
nins, which can divert the production of delphinidin pignents Two dONA s designated asHf 1 and Hf 2 enco-
ding F3’, 5H were iolated fron the pumple flowver of Petunia hybrida by using RT-PCR and al® sequenced
A construct of Hf 2 in a sense-orientation driven by CaMV 35S pramoter was constructed and transformed into
Lily (Lilium longiforum) by using Agrobacterium tunefacien mediated method The transgenic plants were
confimed that Hf 2 genewas integrated into lily genane by PCR and Southern blot
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, (Lilium longiforum) , PCR
1
1.1
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1.2 F3, 5'H
, , —_ - RNA ° Promaga
MRNA , mMRNA MRNA , oligp (dT) ,
AMV DNA
4 F3', 5H Hf1l Hf2 , , 5’
Xba
Hf 1 5 . 5-GTTCTAGAGTCATGATGCTACTTACTGAGC-3;; 3’ ;5
TAGCTATGGTACATAAACATCCAATTGTAA-3" Hf 2 5 : 5'-GTTCTAGATGGTGC-
TACTTAGTGAGCTTGCTGCA-3; 3 . 5'-GTTTCAA GCTAAA GGTGCA TAAACA TC-3’ DNA
, PCR 94 5min, 94 1min, 56 45s 72 1min, 72 10
min, 35
Xba Sac pHF2, pB 1121 ,
,  TADNA , pBHF2
1.3
1.3.1 , , 30 min,
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3 5,
1.3.2 (pBHF2) ., YEP , 28
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1.3.3 PCR DNA . Hf2
PCR ,
1.3.4 Southem blot DNA *  DNA
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PCR 1% )
DNA , pGBM -T Easy
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DNA, 1 Hf1l Hf2 PCR
Fig 1 Electrophoresisof PCR amplification products
M: DL 2000 15000 marker (bp); 1: Hf1; 20 Hf2
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, , Hf1 1 514 bp, NCB | BLASTN , NCB I DNA
(Z222545) 100%,, 504 Hf 2 1 530 bp, NCB | DNA
(Z222544) 9% ( 2), 510
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Fig 2 Hf 2 gene squencing reault (1) and campar ison with 222544 (2)
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3 pBHF2
Fig 3 Signal figure of the construction of plant expression vector pBHF2
2.3 M pBHF2
2.3.1
MS+NAA 1.0 mg/L 2 000 bp
+30% 3 , 1 000 bp
5 1 an
MS+NAA 2 mg/L +30%
3 4 o7 4 pBHF2-Xba Sac
) Fig 4 Identification of plant expression vector pBHF2
( 5 with Xba , Sac  digestion

2.3.2 PCR Southem

Fig

5 (a) (b) (o) (d)

5 Calliformation (a), differentiation (b), root formation of transormated lily (c¢) and tranderred then into field (d)

, 57 23 , CK 1 2 3 4 5 6 7
Southem blotting, 16
) , 6
Southem
6 Southern blotting
' CcK: 1T
Fig 6 Southern blotting of trandormated plantlets
CK: Negative control; 1 - 7: Transfomated plantlets
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