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Plasmid construction and plant transformation

A fragment of 503 bp, which comprises the 3' end of the open reading frame and the
3'UTR, was amplified from a MOMI cDNA (Accession No. AF213627) clone using
specific primers (At3'asF Pst I, 5'-GCTCCTCTGCAGCCTCAGGCATCTTC-3' and
At3'asR Xho 1, 5'-"AGAGACTCGAGCCAACGAGTCGGTTC-3"), including recognition
sites for different restriction endonucleases. Similarly, another set of primers (At3'sF Xba
I, 5-GGCTCCTCTAGAGCCTCAGGCATCT-3" and At3'sR  Sal I, 5'-
AGAGACCGTCGACAACGAGTCGGTTC-3") was used to amplify the same MOM]I
cDNA fragment.

For inverted repeat MOM (IRMOM) constructs driven either by the PR-/ promoter of
Arabidopsis thaliana or the CaMV35S promoter, a synthetic intron syn7 (Goodal and
Filipowicz, 1989) was inserted at Xba I and Pst 1 sites between the CaMV35S-promoter
and terminator in the pDHS51 (Pietrzak et al., 1986) plasmid. A PCR-amplified MOM
fragment was digested with Xho I and Ps¢ I and cloned in antisense orientation between
the syn7 intron and the CaMV335S terminator in pDHS51, resulting in pDH35SasMOM.
Similarly a second PCR-amplified, Xba I and Sal 1-digested MOM1 fragment was cloned
in sense orientation between the CaMV35S-promoter and the syn7 intron, resulting in
pDH35S-IRMOM. Finally, the 35S-IRMOM cassette was excised by Eco Rl and inserted
into pCambial300 (Accession No. AF234296) binary vector, resulting in the pC35S-
IRMOM used for plant transformation.

For the PRI-IRMOM construct, the pDH35S-IRMOM was digested with Bam HI and Sac

I to release the JRMOM cassette, which was then cloned into Bam HI and Sac I sites
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downstream of the 4258-bp PR-1 promoter of 4. thaliana (Lebel et al., 1998) to yield
pPRI-IRMOM. The PRI-IRMOM cassette from pPR-IRMOM was moved as an Eco RI
fragment to pCambial300 to generate pCPRI-IRMOM, which was used for plant
transformation. pC35S-IRMOM and pCPRI-IRMOM were introduced into 4. thaliana
line 6b5 by in planta vacuum infiltration (Bechtold ef al., 1993).

Act2 (Actin2) primer sequence

Act?F: CTAAGCTCTCAAGATCAAAGGC

Act2R: AACATTGCAAAGAGTTTCAAGG
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