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Figure S1. Comparison of locomotor activity in isogenic sub-lines A and B.
Average (£SEM) profile of activity (A1-D1 and A3-D3) and total day and night activity
(A2-D2 and A4-D4) under 12:12 LD conditions, for axenic and conventional flies from
isogenic sub-line A (A1-D1 and A2-D2) and B (A3-D3 and A4-D4). Results for axenic
flies are colored as indicated; corresponding results for conventional flies are indicated
using a gray line and fill regardless of genotype. Number of flies tested is indicated in
panels 1 and 3 of every row. Data were analyzed by a two-way RM ANOVA and Sidak
test where *p<0.0332, **p<0.0021, ***p<0.0002, and ****p<0.0001. S, M, L: small,
medium, and large effect size, respectively, Hedges’ g effect size analysis; no letter or

symbol means no effect. See Table S1 for values.
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Figure S2. Comparison of sleep behavior in isogenic sub-lines A and B.
Average (£SEM) sleep per 30 min (A1-D1 and A3-D3), and total day and night sleep
(A2-D2 and A4-D4) under 12:12 h L:D conditions, for axenic and conventional flies from
isogenic sub-line A (A1-D1 and A2-D2) and B (A3-D3 and A4-D4). Results for axenic
flies are colored as indicated; corresponding results for conventional flies are indicated
using a gray line and fill regardless of genotype. Number of flies tested is indicated in
panels 1 and 3 of every row. Data were analyzed by a two-way RM ANOVA and Sidak
test where *p<0.0332, **p<0.0021, ***p<0.0002, and ****p<0.0001. S, M, L: small,
medium, and large effect size, respectively, Hedges’ g effect size analysis; no letter or

symbol means no effect. See Table S1 for values.
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Figure S3. Profiles of locomotor activity of axenic and conventional flies. (A-F)
Profiles of locomotor activity under 12:12 LD conditions, averaged over 2 days (+SEM),
for axenic and conventional flies. Results for axenic flies are colored as indicated;
corresponding results for conventional flies are indicated using a gray line regardless of
genotype. Flies used for results shown in panels A-D (per, per®, per’’, and per*) are

"718) " n indicates the

from isogenic strains, and E-F are non-isogenic controls (CS and w
number of flies tested. (Results for isogenic sub-lines A and B are shown separately in

Figure S1).
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Figure S4. Effect of the microbiome on the daily distribution of locomotor
activity. Average activity (+SEM) during the day and night (A-F) and in the morning
and evening (G-L) under 12:12 LD conditions averaged over 2 days, for axenic and
conventional flies. Results for axenic flies are colored as indicated; corresponding
results for conventional flies are indicated using a gray fill regardless of genotype. Flies
used for results shown in panels A-D and G-J (per, per®, per’’, and per‘) are from

isogenic strains, E-F and K-L are non-isogenic controls (CS and w'""®

). nindicates the
number of flies tested. All the data were analyzed by a two-way RM ANOVA and Sidak
test where *p<0.0332, **p<0.0021, ***p<0.0002, and ****p<0.0001. S, M, L: small,
medium, and large effect size, respectively, Hedges’ g effect size analysis; no letter or

symbol means no effect. See Table S1 for values.

C
o
]

©

£

e
..9
£

)

|

©
)

C

()

£
Q

o

o

=}
(70}

L]

>

(@)}
o
Q
m
©
i)

C

(0]
£

fu.

Q

(e

X
Ll

G

o
©

C

=

>

o
=



Journal of Experimental Biology: doi:10.1242/jeb.233619: Supplementary information

A A B B’
[0 pert axenic (n=47) B pers axenic (n=43)
[l per* conventional (n=49) [ per® conventional (n=38)
1500 ** 1500 a b a a 1500 1500 a b a a
F .
E M BRI = I TR T O
E 1000 1000 £ 1000 1000 i
o o
[0] [0]
© ©
n - n P
[ S00{ g M 500 g 5009 .. i 500
e i - 8 L
0 -ﬁ 0 0 - i 0
night of SD baseline 24 h after SD night of SD baseline 24 h after SD
C C’ D D’
O per’ axenic (n=40) [ per- axenic (n=68)
[l per’ conventional (n=64) [l per- conventional (n=46)
1500 * 1500 a b c ac 1500 1500: a a a a
T 1 R 1 S : R
z M) ofe 5 b ) O N T
£ 1000 1000 S L. E 1000 1000 i gl i
o 4 Q
Q [0)
Ko, Ko
7] e ohit n s &
T 5000 .z e 500 T 500 e 500
'9 ;: Ppeaisl '9 --lmg--' [
Sl | JEIE
night of SD baseline 24 h after SD night of SD baseline 24 h after SD
E E’ F F’
[0 CS axenic (n=11) B w axenic (n=71)
[l CS conventional (n=25) [ w'" conventional (n=16)
1500 1500 ab b a a 1500 kkk 1500 a a b b
— s — s i
= (S) & i ORI s L) e - ;’5&' 3
é 1000 1000 é 1000 1000
o o
Q Q
© ko)
n : e 1) 2
T 500 : gt 500 T 500 ; 500
il | " '
0 0 0 0
night of SD baseline 24 h after SD night of SD baseline 24 h after SD

Figure S5. “Sleep” during sleep deprivation, and levels of baseline and rebound
sleep. (A-F) Average “sleep” (+SEM) during sleep deprivation (SD); (A’-F’) Average
(xSEM) baseline sleep during the 2 days prior to SD (left) and during the 24 h recovery
period following SD (right) (A’-F’), for axenic and conventional flies. See text for a
discussion regarding the interpretation of “sleep” measured during SD. Results for
axenic flies are colored as indicated; corresponding results for conventional flies are
indicated using a gray fill regardless of genotype. Flies used for results shown in panels
A-D and A-D’ (per, per®, per’’, and per") are from isogenic strains, E-F and E-F’ are

non-isogenic CS and w'’"® flies. n indicates the number of flies tested. A-F data were
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analyzed by unpaired t-fest (*p<0.0332, **p<0.0021, ***p<0.0002, and ****p<0.0001)
while A’-F’ were analyzed with an ordinary one-way ANOVA followed by Tukey test;
different letters indicate statistically different results. S, M, L: small, medium, and large
effect size, respectively; Hedges’' g effect size analysis; no letter or symbol means no
effect. See Table S1 for values.

SUPPLEMENTARY TABLES

Table S1. Results of all statistical analyses performed (p values and Hedges’ g effect
size analysis).

Click here to Download Table S1
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