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Figure S1. Secretomes from S. marcescens (CHASM, Db11, NIMA, UCISER, K1172, K1178, K1265)
and P. aeruginosa (K900, K1938, K1989) ocular clinical isolates inhibit corneal cell migration in vitro.
Secretomes were prepared by diluting an overnight culture to OD,, = 2.0, *1.0, **0.25. LB (mock) and
secretomes were added to HCLEs and incubated overnight.
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Figure S2. S. marcescens secretomes inhibit amoils wounded HCLE cells. Quantifcation of
wound size of HCLEs treated with LB (mock) (n=5) and S.m. secretomes (n=5) in vitro after 48
hour incubation. Control = stratification medium alone (n=4), HP-20 bound = secretomes bound
to HP-20 diaion (n=5), HP-20 FT = HP-20 diaion column flow through (n=3). Error bars =
standard deviation. Error bars represent standard deviation. *p<0.01 by Tukey's post hoc
analysis.
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Figure S3. S. marcescens secretomes do not cause cytotoxicity, affect HCLE attachment, or cause
apoptosis or other forms of cell death. Error bars represent standard deviation. (a) Alamar blue
cytotoxicity assay of HCLEs treated with LB (mock) and S.m. secretomes for 4 hours. *p<0.05
by Tukey's post hoc analysis. (b) HCLE attachment assay to plastic tissue culture plates. LB
(mock) and S.m. secretomes were dried on to the bottom of 12-well tissue culture dishes, or added
directly to KSFM medium. HCLEs were seeded into each well and incubated for 4 hours. (d)
TUNEL staining from wounded porcine corneas treated with S. marcescens secretomes indicating
no toxicity to the tissue unless treated with UV light (Black arrow). Images are of unwounded
regions of corneas.
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Figure S4. Quantification of LPS levels in S. marcescens secretomes, LPS depleted (pmxB),
and and agarose bead control (sepharose) treated secretomes using LAL. Error bars represent
standard deviation.
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Figure S5. Quantification of LPS levels in S. marcescens (S.m.) (n=7) and E. coli K746 (n = 3)
secretomes. S.m. PIC3611 secretomes had a mean of 18,814 ng/ml and E. coli K746 secretomes
had a mean of 25,140 ng/ml as measured by LAL assay. Error bars represent standard deviation.
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Supplemental Tables

Table S1. Strains and plasmids

Strain or plasmid Description

Reference or source

S. marcescens

CMS376 PIC3611

CMS386 5G1 waaG transposon mutant

CMS1312 hfg mutant

CMS3842 eepS transposon mutant

CMS3843 deg$ transposon mutant WIF negative mutant
CMS3986 waaC transposon mutant

CMS4079 el8H12 waaG transposon mutant

CMS4191 GNTR family transcription factor WIF negative mutant
CMS4192 gidA pSC189 transposon mutant WIF negative mutant

Presque Isle Cultures
This study

This study

1

This study

This study

This study

This study

This study

Table S2. Analysis of S. marcescens PIC3611 bacteria and secretomes

Strain

Cell migration result (+ inhibited, - not inhibited)

Amikacin killed bacteria

Moxifloxacin killed bacteria

Amikacin and moxifloxacin killed bacteria
Live bacteria 1.7 x 10° CFU

65°C Heat treatment 1 hour

95°C Heat treatment 10 minutes

-20°C Freezing

-80°C Freezing

Chloroform extraction (aqueous phase)
Chloroform extraction (Chloroform phase)
Ion exchange chromatography hydroxylapatite (HA)

Ion exchange chromatography HP-20 diaion

+

+



29
30
31
32
33
34
35
36
37
38

39

40

41

42

43

44

Dnase 0.03 mg/ml +
Rnase 0.03 mg/ml +
Lipase 0.03 mg/ml +
Hyaluronidase 0.02 mg/ml +
Pseudomonas aeruginosa protease inhibitor Aprl 1.4 uM +
3000 MWCO (retentate / inner chamber) +
10,000 MWCO (retentate / inner chamber) +
20,000 MWCO (retentate / inner chamber) +

30,000 MWCO (retentate / inner chamber) -
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