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PCR Detection of phy A Transgenic M aize

ZHAO Lina, GUAN Shu yan , WANG Pi wu, CHU Hai jiao, JI Li li
(Biotechnology Center of Jilin A gricultural University, Changchun 130118, China)

Abstract: The CTAB method and SDS method were separately used to extract genome from phy A
transgenic maize obtained by the pollen tube pathway. By comparison, the SDS method obtained a
better result. The genome was analyzed by PCR method, and the reaction system and reaction conr
ditions were optimized. T he optimal reaction condition was 57 C with 1#L DNA as template. The
result of PCR detection showed that positive transgenic plants were obtained and the foreign

phyA gene was integrated into maize genome.
Key words: Pollen tube pathway; Maize; PCR detection; phyA

[ 13

b [4 8] o
) ) (9 10]
. (phyA) .
(2 , ( pollen tube , ,
pathw ay)
1) DNA ) . phyA
, 598 988 T: ,
) CTAB SDS
’ ’ ’ PCR ’ phyA
: 2011 04 25
(20082X08003 005); (200806) ; (20095044 )
( 1985 )9 . . b :
* : (1971), , , ,

E mail: guanshuyan@y ahoo. com. cn



42 AT R A % 40 %
) phy 4 phyA 598 988 T
’ , DNA 1.0%
( 1) 1 , SDS
| DNA ,
L1 X3 Ak
598. 998 To
: pPCAMBIA330t ZmGLU 1P
phy A Nos( bar )s

1.2 37k

1.2.1 #dthed K a2 3
T . (T ) 4~5
. CTAB
SDS DNA, PCR
[11] .

1.2.2 4 LM Hk#9 PCR #0)
1.2.2.1 PCR phyA
cDNA , Primer
Primier 5. 0 ,

. . SSAT
GGGCGTCTCTGCTGTTCT 3'; .5
CTAAGCAAAACACTCCGCCE 3/,
1.2.2.2

0.5mL  Eppendorf 250 L

1: ddH2017. 3#+L, 10X Buffer2 5*L,
MgCl22. 5#L dNTP 0.5 L, 10 5L, 205

L, DNA 1 #L( 22. 88 ng/ML), Tag
0.2HL.
0. 5mL  Eppendorf 2501,
2: ddH2017. 8L, 10X Buffer2 51, MgCh 2 511,
dNTPO. 5L, 1 0500, 2 0.51L,
DNA 0 540( 11 4ng/PL), Tag 0. 2L,
1.2.2.3 PCR
.94C 5 min;
94°C 55s, 56 C/57 C/58°C 555,72°C
80s, 32 ;72°C 8min.
1.2.2.4 DNA PCR
1.0% s, 254nm
2
2.1 CTAB SDS T
CTAB SDS

1.6.11.SDS 598 ; 2.7.12. CTAB
598 5 3.8.13.SDS 988
4.9.14.CT AB 988 5 5.10.15.
1 CTAB SDS T
2.2 598 988 Tx PCR
598. 988 Ti bar
DNA,
) 1506 bpa
. ( 2).
phyA

2000
1500
1000

750

500

250
100

CTAB s

, SDS

b

PCR



% 10 #1

AR TR, SRR BE R RN ( phy A) B A& PCR 420 43

SDS —
; DNA / .
DNA. SDS . .
DNA., t
CTAB SDS .
.SDS .
PCR , ,

DNA ,

DNA s

DN A N

[12 13]

(B1) .

[14 15]

[16]

phyA

598 988 T PCR

s PCR
[J. » 2008, 27(1): 5 8.
. PCR
[J. » 2001, A 2) : 87 90.
[3 Chong K, Tan K H. Function analysis of ver203 gene
through antisense transgenic winter wheat plants[ J] .

Plant Physiclogy, 1995 108(2):475.

[4]

[ 10]

[11]

[12

[13]

[14

[15

(14

YiZ, Kornegay E T, Ravindran V. Improving phytate
phosphrus availability in curne and soybean meal for
broilers using microbial phytase and calculation of
phosphorus equivalency values for phytase| J] . Poultry
Science, 1996, 75: 246 249.

Denbow D, Ravindran V, Kornegay E T. Improving
phosphorus availability in soybean meal for broilers by
supplemental phytase[ J] . PoultryScience, 1995 74
1831 1842.

(1. . 1999, 20(7): t 4.
. [n.
- 1999, 25(2): 54 58.
Coelho M B Kornegay E T. Phytase in animal nutrition
and waste anagement[ C] // BASF Corp, MT. Olive:
NJ. 1966.
[D].
, 2001.

Reddy N R, Sathe S K, Salunkhe D K. Phytates in leg

umes and cereals[ J] . Adv Food Res 1982, 28 1 9.
, . [ M] .
, 2002.

Gong Z H, Shen W F, Zhou G Y. Technique of trans
formation exogenous DN A into plant after pollination

— DNA fragments were transferred into embryos via
pollen tube J] . Science in China, 1988 6: 611 614.
Zhou G Y, Weng J, Gong Z H.et al. M olecular breed
ing of agriculture, a technique for introducing exoge
nous DNA into plants after self pollination[ J] . Scien
tia Agricultura Sinica, 1988 21(3): t 6.
11 [J.

(B ).1991 21(8): 830 834.
, , , ( Bacillus
huringiensis)

[

(. . 1993, 23( 3) : 256 262.

(B ), 1991, 21(4). 367 373.



