Supplemental Material

Supplemental Figure S1 Visualization of bacteria in neonatal tracheal aspirates
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Supplemental Fig S1 Tracheal aspirates from 25 preterm neonates were analyzed for presence of U. urealyticum, U.
parvum, E. coli, K. pneumoniae, S. aureus and GBS using PCR. The positive and negative results for each bacterium
are indicated for each patient. One sample was ran out (P6) and could not be tested.

Supplemental Figure S2 The amounts of IL-6 induced by U. urealyticum

3004 | — P ‘
N I 1 "'
|
£ 2004
=)

g
[{n]
% 100 = ﬂ
0_] T T T
& N A Ly
R R
& O R

Supplemental Fig S2 The amounts of IL-6 induced by U. urealyticum determined by ELISA. Bars represent the
mean = SD of triplicate cultures. Representative results of three independent experiments. * p<0.05, ** p<0.01, ***
p<0.001 and **** p<0.0001 (One-way ANOVA followed by Dunnett’s multiple comparison test).



Supplemental Table S1 The primers used for the neonatal tracheal aspirate polymerase chain reaction

assays.

Multiplex PCR

Pathogen Primer/probe Sequence Target gene Reference

Ureaplasma Forward primer 5’-AAGGTCAAGGTATGGAAGATCCAA-3’

urealyticum Reverse primer 5-TTCCTGTTGCCCCTCAGTCT-3 Urease gene 1

Probe: 5’-ACCACAAGCACCTGCTACGATTTGTTC-3’

U. parvum Forward primer 5’-AAGGTCAAGGTATGGAAGATCCAA-3’

Reverse primer 5’-TTCCTGTTGCCCCTCAGTCT-3’ Urease gene 1
Probe: 5’-TCCACAAGCTCCAGCAGCAATTTG-3’
Escherichia coli Forward primer 5’-CATGCCGCGTGTATGAAGAA-3’
Reverse primer 5’-CGGGTAACGTCAATGAGCAAA-3’ 16S rDNA 2
Probe: 5-TTCAGCGGGGAGGAAGGGAGTAAAGTTAATA-3’

Klebsiella Forward primer 5’-CGAAACCGCTCGTAAACACA-3’

pneumoniae Reverse primer 5’-AGGAAGCGTTGGAAACGATG-3’ gap A gene 3
Probe: 5’-GTTCTGACTGGCCCGTCCAAAGA-3’

Streptococcus Forward primer 5’-TTCACCAGCTGTATTAGAAGTACATGC-3’

agalactiae Reverse primer 5’-CCCTGAACATTATCTTTGATATTTCTCA-3’ cfb gene 4
Probe: 5’-CAAGCCCAGCAAATGGCTCAAAAGCT-3’
Singleplex PCR
Pathogen Primer/probe Sequence
Staphylococcus Forward primer 5’-CATCGGAAACATTGTGTTCTGTATG-3’
aureus Reverse primer 5°-TTTGGCTGGAAAATATAACTCTCGTA-3’ Sa442 5
Probe: 5°-AAGCCGTCTTGATAATCTTTAGTAGTACCGAAGCTGGT-3
Universal primers  Sequence

. Forward primer 5’-AGAGTTTGATCCTGGCTCAG-3’

Ul e Reverse ;Jrimer 5-CTGCTGCCTCCCGTAG-3’ HES TR o
Primer/probe Sequence
Forward primer 5’- GGGCGAATCACAGATTGAATC-3’

IPr;]tar\?all Ceiial Reverse primer 5’-GCGGTTCCAAACGTACCAA-3’ gB gene 7
Probe 5-TTTTTATGTGTCCGCCAC CATCTGGATC-3’
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