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Fig.1 Construction of anti-12-1.0 ribozyme
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Fig.2 In vitro deavage of 12-1O RNA by 100 nmol/L ribozyme
with different concentrations of substrate at 37°C for 1h
1. Substrate incubated alone; 2 ~ 7. Ribozyme incubated with 100
nmol/L, 200nmol/L, 400nmol/L, 800nmel/L, 1600nmel/L,
3200nmol/L substrate respecitively; 8. mRz incubated with substrate.
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Fig.3 Time course of in vitro cleavage of 12-1.O RNA by
100 nmol/ L ribozyme with 10 pmol/L substrate at 37T
Ribozyme was incubated with its substrate for 5 (lane 1), 10(lane 2), 20
(lane 3), 40(lane 4}, 60(lane 5) min respecitively, lane 6, substrate incu-
hated alone.

Fig.4 In vitro cleavage of 12-LO RNA by 100 nmol/L
ribozyme with different concentrations
of substrate at 50C for 1h.
1~2. Substrate incubated alone; 3~ 8. Ribozyme incubated with 1{X
nmol/ L, 200 nmol/L, 400 nmol/L., 800 nmol/L, 1600 nmol/L, 320(
nmol/L substrate respectively;9. mRz incubated with substrate
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Ribozyme Which Specifically Cleave 12-lipoxygenase mRNA ;
In vitro Activity and Its Dynamics

LIU Can-hui SUN Lun-quan TIEN Po
( Institute of Microbiology, The Chinese Academy of Sciences, Beijing 100080)

Abstract The ribozyme gene which specifically cleaved 12-lipoxygenase mRNA was designed, synthesized and cloned ac:
cording to hammer-head tibozyme model. A 25-bp-long segment of 12-lipoxygenase mRNA was chemically synthesized &
substrate, which was incubated with transcribed ribozyme RNA to detect its cleavage acitvity in vitro. The results showet
that the ribozyme had a relatively high cleavage activity against 12-lipoxygenase mRNA segment at 37°C . It’s kcat valu
and Km value was 0.083/min and 1300 nmol/ L. respectively. The ribozyme had a very high activity at 50°C and its ke
value was 0.31/min.
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