Sequence alignment of Mitochondrial Cytochrome C Oxidase | (COI)

sp_1 100.00
sp_2 74.64 100.00

sp_3 75.36 77.86 100.00

sp_4 78.88 79.96 79.32 100.00

sp_5 76.70 78.36 81.36 81.81 100.00

sp_6 59.82 60.95 62.22 61.68 62.23 100.00

andromeda_AF231109 45.03 45.90 48.17 46.42 48.34 62.74 100.00

frondosa_AY319469 45.11 46.01 47.64 45.83 49.09 64.92 80.99 100.00

andromeda_AY319459 44.48 46.11 47.56 46.11 47.38 63.99 82.18 82.71 100.00

andromeda_AY319452 47.11 47.83 48.92 47.11 50.18 65.03 83.20 82.54 84.69 100.00

sp_7 64.33 65.35 65.77 65.19 67.19 76.49 83.26 83.03 85.18 85.53 100.00

ornata_AY319455 46.39 46.57 49.28 49.28 49.82 62.09 81.88 80.10 82.25 82.76 87.48 100.00
andromeda_AY319471 46.75 47.65 50.18 49.10 51.26 62.09 82.70 82.22 83.55 82.76 88.62 90.08 100.00
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Figure S1. Cassiopea spp. dlvers1ty and behavioral tracking system, Related to Figure 1. (A) Images of four Cassiopea
spp. with different morphology (scale bar 1 cm). This is representative of the range of morphologies used in the experiments.
(B) Percent amino acid identity matrix comparing mitochondrial cytochrome C oxidase I (COI) amino acid sequences of
seven Cassiopea spp. used in this study (C.sp_1 — C. sp_7) with six previously described Cassiopea spp. (Taxon_GeneBank
number). (C) For the behavioral tracking system jellyfish were placed in behavioral tracking arenas with cameras recording
from above. (D) Each jellyfish was placed in a clear, plastic container with white sand layering the bottom. The white sand
provides contrast, allowing better behavioral tracking. (E) Images were captured at a rate of 15 frames per second and saved
directly onto solid-state hard drives. (F) A region of interest (ROI) around each jellyfish was selected for downstream
processing.
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Figure S2. Processing the jellyfish pulse-trace data to count pulse events, Related to Figure 1. Each color represents data
from a different jellyfish (pink, orange, and green). (A) Smoothing the pulse-trace for normalization. Black line represents
the smoothed trace for a 20 min recording. (B) Normalized pulsing traces for three different jellyfish with local maxima
indicated by red dots. Many local maxima are detected within pauses in activity due to noise (small fluctuations in intensity),
which are removed by thresholding. (C) Thresholding to identify local maxima at pulsing peaks. Pulsing peaks are indicated
by red dots. For more details see the ‘Cassiopea behavioral tracking’ section of the STAR Methods.



20 1400
) Day K} 1200 Day
o 15 Night 2 1000 Night
- =
5] O 300
g ° @

o o 600
E ; £ 400
= =
z Z 200
0 0
0 20 40 60 80 100 120 140 0 2 4 6 8 10 12 14
250 800
Day «w 700 Day
= 200 S
o Night . 600 Night
'S 150 %5 500
= 400
(/] Q
o 100 2 300
£ £
=) 5 200
Z Z 100
0 0
0 5 10 15 20 0 2 4 6 8 10 12 14
IPI length (s) IPI length (s)
Day/Night activity with feeding Day/Night activity without feeding
Night L v = Night LY ‘:n - .
0 200 400 600 800 1000 1200 1400 1600 1800 800 1000 1200 1400 1600 1800 2000 2200
Mean activity (pulse/20 min) Mean activity (pulse/20 min)
2500 Day/Night activity without feeding 3000 Night feeding activity 20 Normalized night
= feeding activity
£ < 2500 -
o 2000 5 £15
I S 2000 £
[ ) ©
(7]
S 1500 ,V.A/ /\,./ 8 < 1500 \/\s’/ ® 1.0 x/\’, ,j\/_
2 \—»w \“\‘ & /i \ N \\.../ _J\—/
2 ] i _‘?1000\\»/’ »J\,/ ‘g
S 1000 N 805
s &£ s00 =
<
1 1 1 ] 1 1
50012 24 36 48 60 72 84 012 24 36 48 60 0'012 24 36 48 60
Time (hr) Time [hr] Time [hr]

Figure S3. Cassiopea pulsing quiescence at night, Related to Figure 2. (A) Distribution of IPI length for four Cassiopea
during the day (yellow) and night (gray) showing each IPI event. Tick marks below the distributions show each IPI length
during the day (yellow) and night (gray). The ticks highlight the long-pauses that are more common at night for all jellyfish
(Data S1). Box plot of Cassiopea day and night pulsing activity with feeding (B), and without feeding (C). Each dot
represents a single jellyfish, mean activity is calculated over 6 (feeding, B) or 3 (without feeding, C) days and nights. For D
and E each blue line corresponds to a single jellyfish. The black line indicates the mean activity of all jellyfish. Dark gray
shading indicates night periods. (D) Day and night activity of Cassiopea without feeding. Baseline activity (pulses/20 min)
without feeding of 16 jellyfish tracked over three days. (E) Feeding induced arousal rapidly reverses the night quiescent state.
Dark tick marks on x-axis indicate time of feeding. Activity (pulses/20 min) and normalized activity of 30 jellyfish tracked
over two day/nights from six laboratory replicates. Jellyfish were fed 4 hours into each day and 4 hours into the second night.
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Figure S4. Regulation of quiescence in Cassiopea, Related to Figure 4. Each blue line corresponds to a single jellyfish.
The black line indicates the mean activity of all jellyfish. Dark gray shading indicates night periods. (A) Sensory
responsiveness was tested during periods of decreased activity before (pre) and after (post) either the 6-hour or 12-hour
perturbation periods (10 s water pulses every 20 min) using the assay described in Figure 3. Time to first pulse after drop and
time to reach bottom after drop were measured during the day pre or post perturbation. After perturbation (post), an increased
response latency was observed. Two-sided paired r-test, pre versus post, *P<5x107, **P<1072, ***P<10~. (B) Maroon
horizontal lines show the mean activity of pre-perturbation day (solid) and pre-perturbation night (dashed). Maroon shading
indicates perturbation periods with 10 s water pulses every 20 min. In these experiments jellyfish were exposed to different
perturbation lengths (either 6 or 12 hours) during the night. Plotted here is the normalized mode and 95™ percentile of the IPI
length for all jellyfish tracked over multiple days. Perturbation of either 30 jellyfish for the last 6 hours of the night or 16
jellyfish for an entire 12-hour night. For both the 6-hour and 12-hour perturbation there is an increase in the mode and 95™
percentile of the IPI length after perturbation (black arrowhead). (C) Empirical cumulative distribution function (ECDF) of
daytime IPI length for all jellyfish pre (gray) and post (maroon) perturbation (thin lines, single jellyfish; dots, all jellyfish).
Jellyfish exhibited increased IPI lengths after perturbation compared to before perturbation. These results suggest that the
increased quiescence observed in Figure 4 results from both a decreased frequency of pulsing and an increase in the length of
pause events. (D-E) Monitoring activity with different light or dark conditions suggests that nighttime quiescence may be
under circadian regulation. (D) Prolonged light exposure of Cassiopea shows no circadian cycling. 16 jellyfish were exposed



to either 36-hours of continuous low-intensity light (light-gray shading) from hour 36 to hour 72, 36-hours of continuous
mid-intensity light (yellow shading) from hour 36 to hour 72, or 36-hours of continuous full-intensity light from hour 24 to
hour 60. Each experiment represents two laboratory replicates using a mixed population of Cassiopea spp. (E) Prolonged
exposure to dark conditions of jellyfish shows circadian cycling when using a clonal population of medusa (Cassiopea
xamachana), see STAR Methods. 16 jellyfish were exposed to dark conditions from hour 36 to hour 72 or full-intensity light
from hour 24 to hour 60. With this clonal population of jellyfish, circadian cycling of behavior is only observed for constant
dark conditions and not constant full-intensity light conditions, consistent with results seen in the mixed population of
Cassiopea shown in (D). (F-H) Cassiopea exhibit a decrease in activity in response to melatonin and pyrilamine exposure
during the day. (F) Treatment with either pyrilamine or melatonin effects pulsing activity. The colored lines represent
different concentrations of compounds tested. Activity was monitored before and after treatment. Time of treatment is
indicated by a black arrow. Both melatonin and pyrilamine induce a concentration-dependent decrease in pulsing activity.
(G) Activity of 18 Cassiopea exposed to 125 uM melatonin solubilized in ethanol compared to 19 Cassiopea treated with
ethanol vehicle control from four laboratory replicates. Cassiopea were monitored for 20 min before (baseline), during
(treatment), and after (washout) either melatonin or vehicle treatment. Two-sided paired #-test, before/during melatonin
treatment: P = 4x107, and before/during vehicle treatment: P = 7x10". ***P<10~, ns not significant (ns) P>5x107. (H)
Comparison of the normalized mean activity between the melatonin and control treatment. Error-bars represent the standard
error of the mean.



