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Abstract: Astaxanthin with high antioxidant activity is of great application value. BKT and CrtR
—B are two key biosynthesis enzymes of astaxanthin, encoded by bkt gene and CrtR— B gene. Bkt
gene expression cassette was constructed by replacing GUS gene in vector pBI221 with bkt gene
by PCR method, which contained the CaM'V 35S promoter and NOS terminator. Plant expression
vector pPCAM BIA 1301— bkt— CrtR with binary gene was constructed by inserting bkt gene ex-
pression cassette into multiple cloning site and replacing GUS gene with CrtR— B gene in vector
pCAMBIA1301. Bkt gene and CrtR—B gene were transferred into peanut mediated by Agrobacte -
rium tumefaciens and under the pressure of Kanamycin selection, the kanamycin resistant trans-
formants were achieved. The PCR amplification confirmed that bkt gene and CrtR — B gene had
been integrated into the peanut genome successfully.
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1.1.2 B—
(bkt)  B— (CrtR—B)
pET—28a(+) )
pET—28a(+ )—bkt , pET —28a(+ )— CrtR.
(E. coli) TOP10, pBI221.
pCAMBIA 1301 (Agrobacterium
tumefaciens) EH A 105 .
1.1.3 DNA s
T+DNA » La Tag DNA » Tag DNA
, DNA MarketADNA/EcoR1 +Hind
III Takara ,
LB, YEB
4 »C o3 ),
1.2 Fik
1.2.1 bkt pET —28a (+)
—bkt 1 ,
5 BamH 1  Sacl
Sangon . P 5 — AAAG-

GATCCATGCACGTCGCATC—3', P2; 5 — AAC-
GAGCTCTCATGCCAAGGCAG—3'. PCR

.95 C 5min; 94 C 1 min, 59 C
1 min, 72 C 1. 5min, 35 ;72°C
10 min.
1.2.2 CrtR—B pET—
28a(+)— CrtR 1 ,
5 Bgl II

BstE 11
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.95 C 5min; 94 C 1 min, 63 C
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Imin,72°C  1.5min, 35 ;72°C
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—CrtR
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TOP10, pCAM BIA 130 1—bkt.
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EHA 105/ pCAMBIA 1301 — bkt — CrtR
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YEB . 28 °C, 2001/ min
s 1mL 25mL YEB
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3 pCAMBIA1301— bkt— GrtR 947bp
CrtR— B PCR 831bp
M
M. Marker ADNA/EcoRI +HindIID; 1. 5
21226bp 2. ; 3~10.
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