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Agrobacterium tumefaciens mediated transgenic tetraploid Isatis indigotica

carrying anti-insect gene from Pinellia ternata agglutinin (II )
XU Tiefeng', ZHANG Lei', LIU Cheng-hong', TAN Qiu-min’, TANG Ke=xuan ,
GUO Mei-li, QIAO Chuan—zhuo , ZHANG Han—mingl
(1. School of Pharmacy, Second Military Medical University, Shangha 200433, China; 2. State Key Laboratory
of Genetic Enginerring, School of Life Sciences, Fudan University, Shanghai 200433, China)

Abstract Object To get molecular proof of transgenic Isatis indigotica Fort. Methods The regen—
erated [. indigotica plantlets on kanamycin—containing media were analysed with polymerase chain reaction
(PCR), Southern Blot and RT-PCR methods. Results PCR and Southern Blot analysis showed that the
foreign PTA gene were inserted into the genome of the transformed [. indigotica plants. Further RT-PCR
showed that the foreign PTA gene could be transeripted into m RN A normally. Conclusion Pest resistant
1. indigotica can be obtained through Agrobacterium -mediated transformation.
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1.1 PCR
PCR . Km 114
; (0. 1g),
DN A, PT A 99011 PXF1

9901 1PXR1 PCR " PTA
L 1.1 DN A : SDS

3]
1.1.2 PTA PCR
PTA PCR ( 1 2 Sangon

) PXF1 (3 ~ATGGCCTCCAAGCTCCT-
CCT-3  Mw= 6051.0); PXR1 (3 -GCTTATT-
AATTCACCTTCTCCGTC3 Mw= 7 266.0)

PCR : O 15 8% L, 1K Buffer 2. 5
%L, 25 mmol/L MgCPk 1. 5 L, 1 (20 ng # 1)

1, 2(20ng # L) 1+ L,dNTP (2.5 mmol/
L) 1+ L, 201, Tag (5UFL) 0201,
250 I,
PCR : 94°C /3 mim> [94°C /40 5> 58

C 730> 72°C /40 sX 35 cycles> 72°C /5 min> 4
C

)

: 0. 8% , K TAE
,70V,45 min FR— 200
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1.2 Southern Bolt PCR
PCR s South-
ern Blot DN A
0. & ,

(10 g),  Sacl ,

M Rt BB B

M -D L2000,
DNA I~ 11 PTA To

2 00C; 1000, 750, 500, 250, 100 bp

50V, 9h ,
( Y, 2h
, 68°C . )
X SSC/0. 1% SDS 30 min( ), 55
C 40 min,
) X 7d
8 min, 1 min, X 16
min, 5 min
1.3 One Step RT-PCR : 6 PTA
Southern Blot 1
: RN A, RT-PCR "
RNase{ree 0. 2 mL. PCR (50T, )

1< One Step RT-PCR buffer 5 #* L, MgCk (25
mmol/L) 10# L, ANTP Mixture ( 10 mmol /L) 5
1L, RNase Inhibitor (40 U# 1) 1# 1., AMV Rtase
XL (5U £L) 1 L, AMV-Optimized Taq (5U # L)
1L, (20t mol /L) 1L,

(20 mol /L) 11 L, Total RNA & Itg) 1241,
RNase Free ddB O 24 L, Total 50 L/Sample.

RT-PCR 50C /30 min>
94 °C /3 mim> [94°C /40 s> 58°C /
30 s> 72°C /405 K 40 ¢ycles™ 72°C /5 mim>
4°C
2
2.1 PTA PCR  : 114 Km
DN A PT A 99011PX F1
99011PX R1 PCR , 28 870 bp
; pCAMBIA2200-PTA  PTA
. PT A
28 . 1
2.2 PTA Southern
- \ 870 bp -
4 PCR

M -DL2000 molecular marker sequence as 2 000, 1000, 750, 500, 250, 100 bp Positive plasmid as positiv e control to get amplip—

ied fragment 870 bp and DN A of wild type as negative control

= 1L to PTA transgene Ty plantlets

4 PCR negative plantlets

1 PTA PCR
Fig. 1 PCR analysis of PTA transgene plantlets
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1- marker, 3.9,3.0,0. 9kb
2- 3,4-T,
1positive control and marker sequence as 3.9, 3.0, 0.9 kb
2-wild type plant 3, 4-T, transgene plants
2 PTA Southern Blot
Fig. 2 Southern Blot analysis of PTA transgene.
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DN A m RN A
PT A
3

M-D1.2000 2 000, 1 000, 750, 500, 250, 100 bp
Southem Blot To
M-DIL2000 molecular marker sequence as 2 000, 1 000, 750, 500, 250, 100 bp 1l-wild type 2— 8-T transgenic
plantlets which Southern Blot is positive 2~ 5 give the 870 bp positive band and 6= 8 are negativ e

3 PTA

1-

2~ 8- PTA

s 25 RTPCR .60 8 RT-PCR

RT-PCR
Fig-:3 RT-PCR analysis of PTA transgene plantlets
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Effect of subculture at logarithmic phase on Kinetics of cell cultures

of Taxus chinensis var. mairei

QIU Yan, WANG Li, LIU Zi-hui, WANG Cang*
(College of Life Science, Hebei Normal University, Shijiazhuang 050016, China)

Abstract Object To solve the problem of low growth rate and metabolism level in Taxus chinensis
var. mairei (Lenfe et [¢vl ) Cheng et L. K. Fu. Methods Cells on logarithmic phase (20 d) and sta—

tionary phase (30 d) were subcultured individually. Theuptake of carbohydrate, nitrogen and phosphate

from the medium was examined, the growth rate of Taxus cell and the synthesis of taxol were analyzed too

during the whole growth period- Results The Taxus cell subcultured at logarithmic phase uptook carbo-

hydrate and nitrate earlier than that subcultured at stationary phase. The special grow th rate of the former

was 1. 5folds of that of the latter. The production rate of taxol was increased by nearly 4 times. Conclu-
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