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Abstract: MicroRNAs (miRNAs) are endogenous, noncoding, small RNAs that have essential regulatory functions in plant
growth, development, and stress response processes. In this study, one target gene of gma-miR1508a, Glymal6g27800, was
verified using a modified 5' RLM-RACE ( RNA ligasemediated rapid amplification of 5’ ¢cDNA ends) assay. To generate an
overexpression construct that constitutively overexpressed gma-miR1508a under the control of a cauliflower mosaic virus 35S
promoter, a 101 bp fragment flanking the miRNA sequence including the fold-back structure was amplified from soybean ge-
nomic DNA by PCR. The amplified fragment was subcloned into the pCAMBIA3301 vector. PCR and sequencing results sug-
gest that plant expression vector of gma-miR1508a gene was constructed successfully. This constructed vectors provided an ef-
fective tool for the further study of gma-miR1508a gene function.
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M :DIL2000 marker; 1: 5" RACE 7=¥j,
M:DI2000 marker; 1: 5" RACE product.
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Fig. 1 The amplified product of the 5’ RACE
on the Glymal6g27800 transcript
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M:DI2000 marker; 1 ~7: PCR y=¥),
M:DIL2000 marker; 1-7 :PCR product.
2 Glymal6g27800 mRNA ZfRKEN T
Fig. 2 Distribution of truncated mRNAs
of Glymal6g27800
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Glymal6g27800  5-CUACUGCCAUUUCCCUUUCUAGA-3'

IR AR IRRR AR RRY

gma-miR1508a  3-GUUGACGAUAAAGGGAAAGAUCU-5'

3 @3t 5’ RACE %3 Glymal6g27800 i 5' ki
Fig. 3 The 5’end of the Glymal6g27800
determined by 5’ RACE
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M:DIL2000 marker; 1. PCR 7=¥],

M :DI2000 marker; 1;PCR product.

B 4 KE gma-miR1508a Bk FIAH 1L

Fig. 4 Amplification of the gma-miR1508a
precursor sequence

1 2 3 4 5 6 M
100 bp
M:DI2000 marker;
HL IR PCR 774,
M. DIL2000 marker; 1-6:PCR product of gma-miR1508a-
pCAMBIA3301 recombinant plasmid.
5 gma-miR1508a-pCAMBIA3301 B4R
BitiE % PCR £
Fig. 5 PCR identification of gma-miR1508a-
PCAMBIA3301 recombinant plasmid
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