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Fig.1 Differential display of total RNA from three
treatments of rice root

1. Total RNA was isolated from root of wase toitsu seedlings at three-leaf

stage 2. Chilling treatment at 4°C for 24 hours 3. Treated with 0.5mol/L

mannitol at 25°C for 2 hours following by chilling treatment at 4°C for 24

hours. Total RNA was reverse transcripted with anchored primer Tj, MC.

The arbitrary primers CMN-B45 to CMN-B49 and the anchored primer

were used for amplification step of differential display
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2  H.Y-Yellow

Fig. 2 Amplified products of differential display fragments are
separated with H. Y-Yellow agarose gel

Anchored primer T;;MC was used in all samples arbitrary primers are

A. CNM-B4 B. CNM-B46 C. CNM-B47 D. CNM-B49 respective-

ly.1 35 7. Control 2 4 6 8. 0.5 mol/L mannitol treated at 25°C for 2

hours then chilling at 4°C for 24 hours. The different fragments between 1

and 2 are indicated by arrow
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Fig. 3 RNA blot analysis using /CT probe

Seedlings were grown to three-leaf stage for about two weeks at 25°C and

treated with different conditions. 1. Control 2. Chilling treated at 4°C for
24 hours 3. 4°C for 24 hours then transferred to 25°C for 24 hours 4.
0.5 mol/I. mannitol in Immol/L. EGTA pH7.5 for 2 hours 5. 0.5
mol/L mannitol in 1mmol/LEGTA PH7.5 for 2 hours then chilling at 4
°C for 24 hours 6. 0.5mol/L mannitol in Immol/L EGTA pH7.5 for 2
hours chilling at 4°C for 24 hours then transferred to 25 °C for 24 hours

7. Treated with 20 mmol/L caffeine in 1 mmol/L. EGTA pH7.5 for 2
hours then added mannitol to final consentrition 0.5 mol/L incubated
at 25°C for 2 hours following chilling treated at 4 °C for 24 hours.

The ethidium bromide stain confirms the total RNAs amounts in all lanes
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Isolation Expression Analysis of a Chilling Induced ¢cDNA from
Rice Root with Differential Display An Evidence Role for
Caffeine-sensitive Calcium Signal

YIN Kui-De*  ZHANG Xing-Mei  LIU Shi-Qiang LI Le-Gong
Central Study of Gene Engineering  Heilongjiang August First Reclamation
Agriculture University Mishan 158308  China

Abstract Chilling-sensitive rice varieties acquire chilling tolerance when their roots are exposed to water stress for short time.
Caffeine-sensitive calcium signal was involved in this procedure. By using total RNA differential display a chilling induced
c¢DNA ICT induction of chilling treatment was isolated from roots of chilling-sensitive rice variety. It was determined that it is
a novel ¢cDNA by homology searching. The transcript level of ict mRNA is up-regulated under chilling stress it is decreased to
low level when the samples were transferred to standard culture conditions. Pre-treated with mannitol for two hours is beneficial to
inducing ICT level of expression. This chilling induction was inhibited by caffeine suggesting that it may play a putative role in

signal transduction of caffeine-sensitive calcium.
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