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1.2.3 Luciferase
Luciferase Assay System kit

Promega

1.2.4 GUS 8
1.2.5 bradford 12
1.3
LKB 1209 RACKBETA
DyNA quant 200 PDS-1000 He

1.4
Promega Boehringer

Mannheim

2

2.1 E.coli
pBV220 pNC1A14.8 pVP54
pLuc 35S
pVPLuc3 E.coli

PrPL Pamr  Pypss
pLRLuc pAlLuc

pBI221 35S
pUCAG2  GUS

PAMT

2.2

pLRLuc pALuc pVPLuc
Topl0

E. coli DH5a SK383 TGl
Luciferase Assay System Kit

Fig.1 Transformation vectors of E. coli and eucaryotic algae
1 2 3 for E. coli transformation 4 for Eucaryotic

algae transformation

B BamHI E EcoRI H Hindlll P PstI S Sall

plRTue pALuc pVPluc pUCAG2
M A M B M C M D

2

Fig.2 Restriction map of transformation vectors

for E. coli and Eucaryotic algae
M. A DNA EcoRI HindIl A. BamHI HindIIl 4.8kb 0.9 kb
B. Sall Scal 3.7kb 1.9kb C.Scal Pst1 2.5kb 2.3kb 0.7kb
D. Sall Scal 3.7kb 1.9kb

1 Luc E.coli
Table 1 The expression of Luc gene controlled by

different promoters in E . coli

Luciferase activity Counts mg min X 10°

Strains
Control PrPL Pamvr Pypsq
DHS5a 0.01 3.58 1477.73 5.91
SK383 0.01 5.61 589.52 0.35
TG1 0.02 8.32 1809.77 1.21
Topl0 0.04 120.42 5565.63 6.67
3 4
Luc Payr
PrPL 50
~400 Pypss DH5a PrPy.
PrPp
Pamr Topl0
SK383 10
2.3 AMT
Pamr pBI221
Pssy pUCAG2 pBI221
2
X-Gluc 4
pUCAR2 2
pBI221
NCo64 2
GUS
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= 100 Table 2 Histochemical assay of gus transient
g 80 expression in Chlorella cells
% ig Chlorella NC64A Chlorella ellipsoidea
é 20 Promoters  No. of total No. of blue No. of total  No. of blue
0 cells % 10° cells  cells X105 cells
Chlorella NC64A Chlorella
ellipsoidea Control 1 0 1 0
Piss 1 53 1 6
CControl CaMv35S  EMPAMT Prurr | 100 1 14
3 GUS
Fig.3 Fluorescent assay of gus transient expression
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The Regulation Activity of Chlorella Virus Gene 5~ Upstream
Sequence in Escherichia coli and Eucaryotic Alage

KANG Ming' 2 HAN Ji-Gang' > LIU Ping-Fang' YE Yin! TIEN Po!
U Institute of Microbiology The Chinese Academy of Sciences Beijing 100080
2 College of Life Science Hebei University Baoding 071002

Abstract The 5° upstream regions of adenine methyltransgerase gene and major coat protein gene Payr Pypss in
Chlorella virus genomes were used to contract transformation vectors in E. coli and eukaryotic algae. The regulation acti-
vities of Payr and Pypsy comparing with PrP; and CaM V35S promoters were analyzed in different E. coli strains and
Chlorella species. It is found that the luciferase activity controlled by Payris 50 ~400 times higher than that controlled by
PP, . The regulation activity of Paypin 2 Chlorella species is obviously higher than that of CaMV35S promoter. It is the
first report that the 5" upstream region of Chlorella virus gene has strong regulation activity in eucaryotic algae. The result

suggests this regulation sequence will have an excellent application in the eucaryotic algae genetic engineering.

Key words Virus gene promoter regulation activity E. coli Cotit@iftotic dlg48 7t ratisieilfexpréssiomto: // journals. im. ac. cn



