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11/2(MS) +1 mg/L(2 4-D) +500 mg/L( MES) +200 pwmol/L( AS) .

' MS +0.7% pH 5.8.

"MS +1 mg/L(2 4-D) +500 mg/L( MES) +200 pmol/L( AS) pH 5.8.
:MS +0.1 mg/L( NAA) +3 mg/L(6-BA) +5 mg/L( AgNO,) +400 mg/L( Car) pH 5.8.
"MS +0.1 mg/L( NAA) +3 mg/L(6-BA) +5 mg/L( AgNO,) +400 mg/L( Car) +Kan pH 5.8.
:MS +0.2 mg/L( NAA) +400 mg/L( Car) +Kan pH 6.0.

121 C
N N Solarbio
1.2
1.2.1
(1) ~
4 ;
(2)
5d
1.2.2
(1) PBI121-SHN1/WINI
100 mg/L Kan  YEB 28 C 200 rpm
(2) 1:100( V:V)
0.4.
(3) 12000 rpm 5 min
1.2.3
(1)
(2)
(3)
21d
(4)
14 mg/L
(5) : 3~5cm
.7~10d 40 d
1.2.4
28 C.16 h
28 C
2
2.1
PBI121-SHN1/WIN1 Nptll  Kan
1. 1
( CK) 53.34%; 11T mg/L

11 mg/L.

20 min
0.1% HgCl, 7 min
28C 16 h /8 h
10 ml 40 mg/L Str
YEB 0Dy
0.5~1cem
5 min.
3d.
28°C 16 h /8 h 3~7d
28°C 16 h /8 h
/8 h N 1 600 ~ 2 000 Lx
28 °C~200 rpm
3
9 mg/L Kan
Kan Kan
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3
2.2
2 3 0D 0.4 5 min ( ODyy >
0.4) N
1 2
Tab.1 Sensitivity of explants to kannmycin Tab.2 Effects of bacterium concentration on transformation
Kan /
(mg+L™") / 1% 0Dy / /%
0( CK) 45 0 66.67 0.2 45 13.02 +
9 45 10 13.33 0.4 45 16.12 + +
11 45 42 4.44 0.6 45 10.03 + + +
13 45 43 + 0.8 45 5.53 +++ +
15 45 45 / 1.0 45 3.46 ++ + 4+ +
o + o + + + + + + ;
2.3
\T-DNA
4 24 h
; 48 h ; 72 h
; 96 h
48 h
3 4

Tab.3 Effects of bacterium immerged time on transformation

/min / /%
3 45 10.02 /
5 45 16.02 +
8 45 11.23 + + +
10 45 5.46 + + + +
2.4 ( AS)
Ti Ri DNA Vir
Vir
( )
AS
2.5 AgNO,
AgNO,
AgNO;( 5'~10 mg/L)

Tab.4 Effect of cocultivation time on transformation frequency

/h / /%

24 120 2.62 +

48 120 12.56 +

72 120 11.34 + +
96 120 0.23 + + + +

T-DNA
(AS) AS
AS 200 pwmol /L
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On Screening Identification and Fermentation Characteristics of a
Rhodotorula Strain Using Tobacco Wastewater as Substrate

XI Yu JI Yandong LI Min—ui CAO Ruidi  WANG Yan-yan  ZHU Da-heng
( Department of Bioengineering Zhengzhou University Zhengzhou 450001 China)

Abstract: From the compost of waste tobacco stems a strain of yeast JLC taking tobacco wastewater
( TWW) as substrate was isolated. Based on morphological microscopic physiological and biochemical
characteristics JLC was identified as Rhodotorula rubra. During 4 d culture in flasks with 5% inoculum
size at 28 °C  the cell dry weight reached 9. 37 g/L in TWW and 14. 87 g/L in TWW with 0. 8%
NaH,PO, respectively. The pigments with a maximum absorption value of 485 nm could reach 3. 04 mg/L
under primary experiment conditions.

Key words: tobacco wastewater; screening; identification; carotenoids;, Rhodotorula rubra
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Establishment of the Transfer System by Agrobacterium-mediated for Napus

LIU Pin ZHAO Wan-gian  SHI Tuan-sheng =~ SHA Yan-yan = ZHANG ZhiH§ie = ZHU Mo
( Institute of Biodiversity and Ecology Department of Bioengineering Zhengzhou
University Zhengzhou 450001  China)

Abstract: The influence of antibiotic concentration bacteria liquid concentration infection time and
cultivation time on the explant differentiation of transgenic napus Zhongyou 821 was researched and sepa—
rately analysed. The efficient transformation system of the agrobacterium mediated napus was established.

The results showed that the high transforming condition was achieved when 5-day cotyledons with petiole
were used as transformation receptors; the concentration of kanamycin had great influence on transforma-—
tion and the critical concentration was 11 mg/L for this experiment selection ; the explant had the high—
est conversion rate when the OD, of the bacteria concentration was 0.4 and the time of immersion was 5
min; the best cultivation time was 48 h and beneficial to the integration of the exogenous gene and without
excessive proliferation of the agrobacterium; and both 200 pwmol/L AS and 5 ~10 mg/L AgNO; could im—
prove the rate of the conversion.

Key words: explant; transgenic napus; medium; cocultivation



