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Figure S1. Effect of HDPs on biofilm formation.

P. aeruginosa biofilms were formed for 24 h at 37 °C in wells containing 0-20 uM cCATH-1,2 and 3,
LL-37, CRAMP or IDR1018. Bars represent biofilm mass as determined by CV, while symbols and
lines indicate the number of viable bacteria in the biofilm. Shown are averages of at least 3
independent experiments + s.e.m. * indicates statistical significance compared to the non-peptide
control.



cCATH-2

cCATHA

Biofilm mass %

(=4 (=] (=]
(=] w =] o
o~ - - wn o
* Qm
* &
&
‘o
&
s
9.
)
o
© © < ~ S
1eMmN4o BoT
Biofilm mass %
(=] o o
(=] wn o (=]
o~ - - w o
@
%
&
Sa
K
<
<®.
,QB
o
© < ~ o
lemn4o boT

Conc. (uM)

Conc. (uM)

LL-37

cCATH-3

Biofilm mass %

(=3 (=] (=4
(=] w o (=]
~N - - wn o
© - ~ Lt
IIem/n4o Bo
Biofilm mass %
o (=] o
o wn o (=]
o~ - - w (=]
*
<« ~ °
lIem/n49 Bo

%

%@

Conc. (uM)

Conc. (uM)

IDR1018

CRAMP

Biofilm mass %

- 200

(=3 (=] (=4
=] w0 o o
o~ - - wn o
< ~ o
1PM/N490 BoT
Biofilm mass %
(=] o
w (=] o
- - w o
*
*
*
< ~ o
lePM/N49 Bo

Conc. (uM)

Conc. (uM)

eCATH-2

eCATH-1

Biofilm mass %

(=] (=3 (=1
(=] w o (=]
o~ - - w o
Q..v
%
&
Yo
£
<
9.
,oQ
o
@0 L ™~ o
1Pm/N 490 Bo
Biofilm mass %
(=] o (=]
[=] w o (=]
o~ - - wn o
* %@
. o
* £
fa
£
<
...w.c
o
[7-] b o~ o

Iem/n49o BoT

Conc. (uM)

Conc. (uM)



eCATH-3 PR-39

- 200 -200
6- — . 6
= 150 @2 = 150 @
(7] o [7) _O.I
2 44 '5" 2 a- « 5
g L1003 g F100 3
e & @ #
o 24 ] c 24 »
- F50 o - F50
0- L0 0- L0
(NS AR S SR “ SN . SR o NS, PR SR SR S SN
PR S N WV o N
Conc. (uM) Conc. (uM)
PMAP-23 PMAP-36
r 250 r200 @
6+ 6 o
=h
- 200 = = 150 3
[ S ] E
5 100 é t 100 E
2 [ 8 2 2 =
- 50 & - 0 o
o
=2
0- Lo 0- ' . ' Lo 2
° Q@, \,{a e e P Q g‘?"" ,‘p NI )
Conc. (uM) Conc. (uM)
K9
- 200
G-
_ M 150 %u
' ';"
2 L1003
o o
g 2l &
- 50
0- Lo
O D P B B D S
PN & N
Conc. (uM)

Figure S2. Activity of HDPs against preformed P. aeruginosa biofilm.

P. aeruginosa biofilms were formed for 24 h at 37 °C, and subsequently treated with the indicated
peptides at 0- 20 uM for 1h. Viability and biofilm mass were determined using colony counting after
solubilization of the biofilm, and crystal violet staining respectively. Bars represent biofilm mass,
while symbols and lines indicate the number of viable bacteria in the biofilm. Shown are averages of
at least 3 independent experiments + s.e.m. *P<0.05,0.01,0.001 or 0.0001 vs control.



Table S1. Effect of cCATH-2 on preformed biofilms

Viability (log CFU)

[cCATH-2] 2h 4h 6h 8h 24h

0 6.1+0.4 6.1+0.1 6.8 +0.1 6.8 +0.1 7.0+0.2

5 uM 55+0.2 5.8+0.1 6.4+0.4 6.7+0.2 6.9+0.1

10 uM 55+0.2 5.8+0.2 6.8+0.2 6.9+0.1 6.8+0.2

20 uM 5.1+0.1 5.7+0.3 6.6 +0.1 7.0+0.3 70+0.2
Biofilm Mass (%)

0 100 100 100 100 100

5uM 98.2+14.9 126.3+13.6 128.3+127 140.1#13.1 84.4+9.3

10 uM 1143+141 1196+12.0 133.0+11.6 169.9+6.3 89.6 +7.5

20 uM 123.4+113 1194+135 137.7+17.0 145.1+19.6 100.8 + 9.6

P. aeruginosa biofilms were grown for 24h and subsequently treated with 0, 5, 10 or 20 uM cCATH-

2. After different time points the number of viable bacteria in the biofilm and the biofilm mass were
determined using colony count and crystal violet, respectively.



Table S2. MIC and MBC of HDPs against P. aeruginosa

HDP MIC (M) MBC (uM)
CCATH-1 5-10 10-20
CCATH-2 5-10 10-20
CCATH-3 2,55 5-10

LL-37 10 10-20
CRAMP 40 >40
IDR1018 20-40 40
PMAP-23 40 >40
PMAP-36 5-10 10

PR-39 5-10 10
K9CATH 40 >40
eCATH-1 2.5-5 5-10
eCATH-2 >40 >40
eCATH-3 >40 >40

Antimicrobial activity of HDP’s against planktonic P. aeruginosa was assessed using broth dilution
assays. In a round bottom polypropylene 96 wells plate 50 pl 10° CFU/ml bacteria were mixed with
50 ul of HDP (final concentration 0-40 uM). MIC was defined as the concentration of peptide which
inhibited visual growth of bacteria in the wells after 24 h incubation at 37 °C . Subsequently, wells
without visual growth were plated out on TSA plates and incubated at 37 °C for 24 h to determine the
MBC.



