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Supplemental Figure 1. Rdl expression in LNvs. Adult brains from pdf-GAL4,;UAS-
mCD8GFP animals were stained with anti-GFP (green) and anti-Rdl (magenta) as
described in Materials and Methods. Top and middle panels show two confocal stacks
from the same brain. Top panel is taken at the level of small LNvs (16 um of tissue) and
middle at the level of large LNvs (29 um of tissue). Bottom panel shows a confocal stack
of 17 um from a different brain zoomed 4X. All images were acquired at 63X. Asterisks
indicate cell bodies of the small LNvs, arrowheads indicate cell bodies of the large LNvs
and arrows indicate the putative 5" small LNv. Scale bars are 10 pm.



] — 700

’E‘ == Gal4 control —
‘= 25t == UAS control £ 600}
== dTrp i

S dTrpATRNAI sl
O 20¢ Tk =

M AT o

\ .:l qJ. 400 N
.E 15+ 2N \ 7]

c S oy 300¢
= 9 S 200!
Q. —

g 5t |2 100}
m 0 JJJJJJJJJJJ - ----------- 0

0 6 12 18 24 24h

Time (hour)

Supplemental Figure 2. Expression of control RNAi does not affect sleep. UAS-
dTrpAIRNAi was expressed in LNvs driven by pdf-GAL4. * indicates P < 0.5 for the
comparison of the UAS to GAL4 control and experimental by ANOVA with Tukey
posthoc test, indicating a mild insertion effect of the UAS transgene. Experimental was
not significantly different from GAL4 alone (P > 0.05), indicating that expression of
control RNAi in LNvs does not affect sleep. n = 69, 77 and 84 for UAS alone, GAL4

alone and experimental respectively.
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Supplemental Figure 3. Locomotor activity during active (non-sleep) periods. To
determine if LNv manipulation was affecting basal motor activity, locomotor activity
during wake periods was assessed by counting line crossings during wake periods for
each genotype and is expressed as a percentage of the activity of the appropriate genetic
control. While some experimental genotypes were significantly less active, no consistent
relationship was seen between locomotor activity levels and the neuronal activity of
LNvs or sleep. Data were analyzed by ANOVA with Tukey posthoc test; * indicates P >
0.05. n > 32 for each genotype.
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Supplemental Figure 4. Locomotor rhythms of experimental and control genotypes. To

determine if activity manipulations and/or mutations altered circadian rhythms we

assessed locomotor activity in Trikinetics DAM monitors in LD for all genotypes. DD

data are shown for a subset of genotypes.
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Supplemental Figure 5. pdfir mutants have increased total sleep and decreased sleep
latency. Standard sleep plot of mutant (n = 87) and precise excision revertant (n = 102)
flies in 12 hour: 12 hour light:dark (LD, left) or in constant darkness (DD, right). Bottom
panels show total sleep is increased compared to control in both LD and DD. Sleep
latency is decreased in both light and dark conditions in LD, but is not affected in DD. *
indicates P < 0.05, ** P <0.005 and *** P < 0.0005 for comparisons of experimental and

control with ANOVA and Tukey posthoc test.
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