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Strategy:

Mutagenize population of Irb1-1/Irb2-1

seeds with ethylmethanesulfonate (EMS).
>
Germinate seeds and grow plants

red light sensitivity compared to the
Irb1-1/2-1 double mutants.

@® Approximately 30,000 M2 generation plants were screened.

® 109 individuals with putative suppressor phenotypes were
identified. 3-4 individuals with similar suppressor phenotypes
were typically identified per M2 pool, therefore we estimate
that we have identified 30-35 independent suppressor lines.

@® M3 generation seedlings are being tested for various red light
responses.

Characterization of the Suppressor Lines

Hypocotyl elongation, cotyledon expansion, and cotyledon folding in
response to red light are being tested in M3 generation individuals.
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Figure 4. Mean cotyledon angles from 24 suppressor lines and controls from each experiment. The seeds were
sterilized and plated on 1/2 MS media; cold treated at 4°C for 4 days in the dark; then germination was induced
with an 8 hour white light treatment. Following this the seedlings were dark treated for 16 hours prior to transfer
to 10 umol/m?%sec red light for four days. Standard error bars are shown.
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Figure 5. Mean cotyledon area from 6 suppressor lines and controls. The seeds were sterilized and plated on
1/2 MS media; cold treated at 4°C for 4 days in the dark; then germination was induced with an 8 hour white
light treatment. Following this the seedlings were dark treated for 16 hours prior to transfer to 10 pmol/m?sec
red light for four days. Standard error bars are shown.

Suppressor Mutant 11-8-1

The S11-8-1 line has hypocotyl elongation that is constant under red light but increases in dark.
The cotyledon folding is similar to that of the phyB-9 mutant.
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light levels. Seedlings were
grown as above. Standard
error bars are shown.
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@® Our suppressor screen successfully identified
mutants which reduce or enhance the
phenotype of a red light hypersensitive
mutant.

Analysis of red light responses of a subset of
our suppressor mutants shows that we have
a pool of mutants with varying degrees of

red light sensitivity.

Based on the results from the characterizations,
we will select a number of lines and map the
location of the mutations in the genome.
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