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Figure S1: Analysis of the bacterial recolonization dynamics based on 16S upon recolonization of silicone tubes over the course of one month. UPGMA tree based on the Bray Curtis dissimilarity for recolonized silicone tubes color-coded according to (A) days post recolonization and (B) inoculum. Samples were taken from the inocula and 2, 7, 14, and 28 days post recolonization.
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Figure S2: Analysis of the bacterial recolonization dynamics based on 16S upon recolonization of adult polyps over the course of one month. UPGMA tree based on the Bray Curtis dissimilarity for recolonized silicone tubes color-coded according to (A) days post recolonization and (B) inoculum. Samples were taken from the inocula and 2, 7, 14, and 28 days post recolonization.
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[bookmark: _Hlk146634755]Figure S3: Bray Curtis Distance of the recolonization of polyps and tubes together. Statistics on the Bray-Curtis distances dependent on the substrate Adonis R^2 0.14603, p-value 0.001; Anosim R 0.4661, p-value 0.001.
 
[image: ]
[bookmark: _Hlk146634876]Figure S4: Recolonization dynamics of germfree polyps. (A) The PCoA is based on the (A) unweighted and (B) weighted UniFrac distance metric.
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[bookmark: _Hlk146634929]Figure S5: Recolonization dynamics of silicone tubes. ((A) The PCoA is based on the (A) unweighted and (B) weighted UniFrac distance metric.
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[bookmark: _Hlk121211369]Figure S6: Bray-Curtis Dissimilarity Ranks of the bacterial community depending on the time and on the inocula. The ratio of the dissimilarities between and within groups are compared. The compositional dissimilarities between groups are higher than the dissimilarities within the groups, which indicates that the groups are different in their species composition. The higher the R-value, the more dissimilar are the groups. (A) Dissimilarity Ranks according to days post recolonization. Anosim R=0.5804, p<0.001. (B) Dissimilarity Ranks according to inocula. Anosim R=0.2364, p<0.001.
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[bookmark: _Hlk121211431]Figure S7: Bray Curtis distance of the bacterial communities on recolonized animals over time in comparison to the inocula. Distances are calculated to the three different inocula, respectively. (A) Distance to bL. The lowest distance of all three treatments to the larval inoculum is reached 7 days post recolonization (dpr). (B) Distance to bJ. The lowest distance of all three treatments to the juvenile inoculum is reached 14 dpr. The strongest decline of distance occurred in the polyps recolonized with juvenile bacteria. (C) Distance to bA. There is no decline of distance towards the adult inoculum over the course of this experiment. Solely the polyps recolonized with juvenile bacteria showed a dip in distance 7-14dpr.
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[bookmark: _Hlk146634959]Figure S8: Bray Curtis distance of the bacterial communities on recolonized tubes over time in comparison to the inocula. Distances are calculated to the three different inocula, respectively. (A) Distance to bL. (B) Distance to bJ. (C) Distance to bA.
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[bookmark: _Hlk121211466]Figure S9: Recolonization dynamics of germfree polyps over the course of one month. In comparison to Figure 1, wildtype samples (wt_ctl) were included in the PCoA plot but dissimilarities are still calculated according to Bray Curtis. Samples of the wildtype control polyps show the effect of time on the microbiome. They move in a circle around the adult inoculum but move towards the juvenile inoculum with time. This effect might pose an effect due to the lack of food.
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[bookmark: _Hlk121211521]Figure S10: Absolute bacterial load of the polyps (A) and silicone tubes (B) over the course of the recolonization process. (A) Bacterial load measured via qRT-PCR on recolonized polyps. The expression of 16S rRNA was normalized to host tissue. Primers for the 16S rRNA gene were specific for the V1-V2 region, Primers for host tissue were specific for the housekeeping gene elongation factor 1alpha. The deltaCT values of all samples were normalized to the values of the wildtype 28dpr. With time, the absolute bacterial load lowers towards the value of the wildtype control animals. (B) Amount of biofilm on silicone tubes quantified by the intensity of crystal violet staining. The intensity was quantified by rising the Crystal Violet off of the silicone tubes and measuring the absorbance at 550 nm. Rise in biofilm formation between 2dpr and 28 dpr was significant in all three treatment groups (p<0.0001). Biofilm formation was just significantly different if bL is compared to bA (p<0.05)
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[bookmark: _Hlk146635025][bookmark: _GoBack]Figure S11: Predicted metabolic and virulence pathway abundances associated stably with early (2d,7d) and late (14d, 28d) colonizer by random forest feature extraction (Boruta). Feature extraction was repeated 100 times and features occurring repeatedly in at least 95% of the cases were considered to be stable. Log2 fold change was calculated from the mean pathway abundances at early time points vs. the mean pathway abundances of later time points.
image7.png
Inoada
cu
ow

-

o
075!

5
025
000!

Bawmsy




image8.png
Inocula
s

o b
- bA

100

o 0j eoversi

025

0.00

1.00

075

raorsoueisig

025

0.0

%

14

%

%

075

19 01 souBISIq

0.25°

0.00

dpr




image9.png
Axis.2 [15.5%]

0.2+

o
(=}
;

1
o
N

°
°®
o G Moo
2400
A ° ([
A °®
A A
A
A

*
>|g|é X
m wk K
n
||
-0.4 -0.2 00 02 04

Axis. A [22.9%]

dpr

® od
2d

© 7d

® 14d
@ 23d

Inocula

@ bL
A
H bA

* wt_ctl




image10.png
log fold change per 50ng DNA

1000

+' Fﬁlﬁ ﬁ!“ T

o [ 3 B 61
Treatment Treatment

Absorbance_550nm

)




image11.png
(R,R)-butanediol degradation
glycerophosphodiester degradation

ectoine degradation

trimethylamine degradation

methylamine degradation Il
S-adenosyl-L-methionine cycle Il

protein citrullination

L-arginine degradation | (arginase pathway)
L-alanine biosynthesis |

L-lysine degradation |

L-citrulline degradation
1-chloro-2-nitrobenzene degradation
salicylate degradation Il

3-chlorobenzoate degradation Il (via protocatechuate)
chlorinated phenols degradation

anthranilate degradation | (aerobic)
2,4-dinitrotoluene degradation

2-nitrotoluene degradation

nitrobenzene degradation Il

phenol degradation | (aerobic)

resorcinol degradation

benzoyl-CoA degradation I (anaerobic)
methylgallate degradation

m-cresol degradation

4-hydroxymandelate degradation

methanol oxidation to formaldehyde IlI
formaldehyde assimilation |1l (dihydroxyacetone cycle)
sucrose degradation | (sucrose phosphotransferase)
N-acetylneuraminate and N-acetylmannosamine degradation |
chitin degradation Il (Vibrio)

L-rhamnose degradation Il

L-thamnose degradation Il

D-galactose degradation | (Leloir pathway)
lactose degradation Ill

L-Fucose degradation (non-phosphorylating)
D-malate degradation

propanoyl-CoA degradation Il
2-hydroxypenta-2,4-dienoate degradation

3 oxoadipate degradation

molybdenum cofactor biosynthesis

NAD biosynthesis from 2-amino-3-carboxymuconate semialdehyde
folate transformations |

(R,R)-butanediol biosynthesis

nitrate reduction IV (dissimilatory)

pyruvate fermentation to (S)-lactate

pyruvate fermentation to ethanol |

pentose phosphate pathway (partial)

pentose phosphate pathway (non-oxidative branch)
glucosylglycerol biosynthesis

trehalose biosynthesis \/

pyrimidine ribonucleosides degradation
8-amino-7-oxononanoate biosynthesis Il
norspermidine biosynthesis

autoinducer CAI-1 biosynthesis

preQ0 biosynthesis

aerobactin biosynthesis

L-galactonate degradation

4-coumarate degradation (aerobic)
sulfoquinovose degradation Il

L-gulonate degradation

D-fructuronate degradation
4-deoxy-L-threo-hex-4-enopyranuronate degradation
D-glucuronate degradation Il

D-glucarate degradation Ii

D-galacturonate degradation Il

nopaline degradation

D-arabitol degradation

3,3'thiodipropanoate degradation
3,3-disulfanediyldipropannoate degradation
assimilatory sulfate reduction Il

sulfolactate degradation 111
3-sulfopropanediol degradation

thiosulfate oxidation Il (multienzyme complex)
sulfite oxidation |

sulfide oxidation Il (sulfide dehydrogenase)
polar flagella

peritrichous flagella

VAS

Toxin-coregulated pilus

65S-1

TeSS

Lipooligosaccharide

Immunogenic lipoprotein A

Chloramphenicol

Capsule

CHLORAMPHENICOL

Autoinducer-2

N v o oy e

Subsystems
Alcohol degradation
Amine degradation

B Amino acid biosynthesis

[_] Amino acid degradation
Aromatic compounds degradation

L] ¢t compounds
Carbohydrates degradation
Carboxylates degradation
Cofactor biosynthesis
Energy metabolism
Lipid biosynthesis

[l Metabolic regulators

2] Nucteotide degradation

[ other biosynthesis

[_] Polyamine biosynthesis
Secondary metabolite biosynthesis
Secondary metabolite degradation
Sulfur metabolism
Virulence

4 6

log2 fold change (early vs. late)




image1.png
A4
] o bA3
1) b A2 100) o) bA2
il bAS

1 A5
05 e
A w1 | o
2 E: o
= bJ3 ks o
100l b4 o o
&} bAT28d2 s DAT28d2
10 PAT28d 1 10 PATZE
1o AT 2845 o) bAT 2845
m C PAT28d4 1o B bAT28d4
AT 2843 AT 2843
ol b T28d1 ol b T28d1
bLT28d5
bLT28d4
o bLT28d2 0| &)
bLT28d1
& bLT26d3 “
]
0 4y —bl2 of 1
— 100} b4 — o
0} L1 @)
b3
bLT 14d5
1o bLT 14d4 -
ol bLT14d1
&) bLT 14d2
10} 3 bLT 14d3
ol 0|
p 1
10, AT 14d5 100, bAT 14d5
— bAT 14d4 — bAT 14d4
10) 100) AT 14d1 ) 1) bAT 14d 1
1 AT 14d2 1) DAT14d2
AT 14d3 DAT14d3
By bAT7d5 5 bAT7d5
0 6] bAT7d4 0| | bAT7d4
10) BAT7d2 10, bAT7d2
- PAT7d 1 — PAT7d1
bAT7d3 bAT7d3
o 0 AT 204
o “ AT 2d1
o 10— "bAT2d5
bAT2d2
- i o i bAT2d3
2 2) b T2d5
& &) T2d3
bIT2d1
0] bT2d4
00— 7
bIT7d1
L i i bIT7d4
0l bJT7dS
5 DT7d2
dpr ol bIT7d3
bIT14d3
® od T 14d 1
2d inoculum e
BT 14d2
@ bL DT 14d4
. 14d bJT28d4
® 25 @b 2835
® on bJT2842
bJT28d3

010





image2.png
dpr

® od
2d

©7d

® 14d

@ 28d

——bL5

lo

E2

b1

b2

bL3

bld
bAATA3
bAA7d1
bAATd4
bAATI2
bAATAS
bJATd2
bJA14d2

bJATd4
bJATA1
bJATd3
bJATd5
bLA7dS
bLA7d3
bLATd 1
bLATd2
bLA7d4
bAA14d4
bAAT14d5
bLA14d5
bLA14d1
bLA14d4
bLA14d2

b5

bJAZEd2

inoculum
bL

@ bJ

® bA

af

Q10

BAATA3
bAATd 1
bAATd4
bAATA2
BAATAS
bJA7d2
bJA14d2
bJATd4
1

bJA
bJATd

bIATAS

bJA14d1
bJ4
b3
bJ2
b1
b5

hJA28d4
hJA28d3
bJA28d1
bJAZS
bA4
bAS
bA2
bA1
bA3

hJA28d2





image3.tiff
0.00 025

Axist [229%)]

025

025

8
c
[CLORA

025




image4.png
Axis.2 [10.9%]

0.2

0.1

o
o

I
°

-0.2

A AA A 4 B o [ ]
°
A ° om
Y ~ .. o1 A ® ‘ ® :
O ° ' m A
g [
e 4 A B t
1 ] An® em A
PN [ ] ® = o ” Yo
A o . g oo ®
» , e . ° < ‘ ]
o YA omm n o .AA
A ™ mEwm| 2
= A A
7 -0.1 A
°
[
g - A A
[ ]| L A
A
-02 | A
-0.2 0.0 0.2 04 -0.2 0.0 02
Axis.1 [23%] Axis1 [45.3%]

dpr
® od

2d
o
® 14d
@ 28d

inocula

® bl
A
W bA




image5.png
Axis.2 [18.7%]

B A

02 ° °
f
I ®
’y oz "
. (X ) A
| | L]

00

g ° A

g AL,

P

Z 00 u
-02 A a P

n ¥
A% A " A&
A A tA
ﬂ | |
-04 A “A o 'k
-06 04 0.2 00 02 02 00 02 04
Axis.1 [30.3%] Axis.A [40.2%)

dpr
® od

2d
®
® 14d
@ 28

inocula

® bl
A
W bA




image6.png
£ 2000
i E3 Between
E3 Between
! B 2d B3 bl
=Y
s bA
Lk 1000
o 1 o

Between od 24 7d 14d 28d Between oL ) bA




