
Supplementary Figure 1: A schematic that shows the area of the adaxial leaf surface used for both
confocal and cryo-SEM and the method adopted for measuring stomatal aperture sizes using Image J
software. Three leaves were picked for stomatal measurements and 40-60 stomates were monitored for
stomatal aperture measurements from each leaf. Scale bar=30 microns (A). Percentage of number of
closed stomata post S. Typhimurium and L. monocytogenes leaf inoculation. Stomata were counted using
images obtained using cryo-SEM or confocal randomly at 3 and 6h. **=(p<0.05) (B).
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Supplementary Figure 2:. Lettuce leaves treated with S. Typhimurium, sseB, or hilD were sub sampled and coated in a freezing
medium and sputter coated with gold-palladium before cryo-SEM at 3 and 6-h post-inoculations (A). The leaves were imaged at
500x with 40-60 stomata images per leaf, 3 leaves were imaged at each time point. Representative electron-micrographs at 500X,
stomata aperture reduction noticeable with sseB and hilD compared to control and S. Typhimurium treatments (B). **=(p<0.05).
Aperture changes at 0 hour remains unchanged, and 0 hour represents only the water control.
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Supplementary Figure 3: Comparison of innate immune response in terms of stomatal closure by S.
Typhimurium and T3SS mutants on lettuce, different letters signify a difference at p<0.01. The mean is an
average 3 leaves with 40-60 stomata counted per leaf. CFL in the panel refers to cell free culture filtrate.
***= p<0.001. Aperture changes at 0 hour remains unchanged, and 0 hour represents only the water control.
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Supplementary Figure 4: Stomatal aperture modulation in lettuce treated with S. Typhimurium T3SS
mutants (sseB and hilD) co-inoculated with abscisic acid (ABA). Stomatal apertures were measured 3, 6
and 12 h post inoculation. Different letters signify a difference at p<0.05. The mean is an average 3
leaves with 40-60 stomata counted per leaf. Aperture changes at 0 hour remains unchanged, and 0 hour
represents only the water control.
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Supplementary Figure 5: Stomatal aperture modulation in lettuce plants pre-treated with S.
Typhimurium with delayed administration of ABA (3 h of post inoculation of S. Typhimurium).
Stomatal apertures were measured 3, 6 and 12 h post inoculation. The mean is an average 3 leaves
with 40-60 stomata counted per leaf. Aperture changes at 0 hour remains unchanged, and 0 hour
represents only the water control. Different letters signify a difference at p<0.05.
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Supplementary Figure 6: Gene expression analysis of classical plant defense and ABA biosynthetic genes
PR1 (A); NPR1 (B); PDF1.2 (C); NCED2 (D), NCED1 (E) in lettuce treated with S. Typhimurium and
TT3S mutants. Lettuce plants were leaf inoculated with S. Typhimurium wild type and T3SS mutants. Ns
refers to no significance.
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Supplementary Figure 7: B. subtilis UD1022-mediated stomatal closure in lettuce is transient. The panel
depicts the average stomatal closure and the relative transpiration rate from 0 to 60 h post inoculations.
Initial UD1022 closure was observed from 4-8 h post inoculation. No significant changes in the
transpiration rates were observed in between the untreated and UD1022 treated lettuce plants. The shaded
portions in the panel refers to the dark phase in the circadian rhythm.


