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Figure S1: TIC of LC-ESI-MS/MS analysis of S. officinalis roots ethanol extract in negative ionization mode
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Figure S2: TIC of LC-ESI-MS/MS analysis of S. officinalis roots ethanol extract in positive ionization mode
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And the following example represents an overlaid Extracted Ion Chromatograms for five different
masses at different retention times from which we can have an overview of chromatographic separation

@ XC fiomD¥ (sanpe 1) - ID¥ Bepainert 1, -TOF V8 (50 - 1000 423,008 +- 0025 Da, Geussien socthed
@ XCfiomiD¥ (sanple 1) - ID¥ Bxpeinert 1, -TGF V6 (80 - 1000 277003 - 0025 Da, Gussin svecthedt
0 XCfiomis (snple 1) - IDF Bxeinert 1, -TGF V6 (80 - 1000} 124991 - 0025 D, Gussin secthedt

Experivent, e
O XCfomiD: (sanple 1) - 1D Experinert 1, -TCF NS (30 - 1000} 469.363 - 0025 Da, Gussian svocthed
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The above conditions are also valid for the other TIC found in Figure S2: TIC of LC-ESI-MS/MS analysis

of S. officinalis roots ethanol extract in positive ionization mode, upon single mass extraction



TIC

Intensity ESI
c/s
I LS LA LR BN AL LN B AR AR R B LR R BELA LS LR B B --‘v) min
0.00 0.17 0.33 0.50 0.67 0.83 1.00 11 133 1.50
Time (Peak Maximum Time (Peak Peak Area % Peak Area Peak Base Peak Label
Maximum Intensity (c/s) Centroid Resolution Mass (m/z)
M:S/Minutes) M:S/Minutes)
0.28 3.263E9 0.28 1.631E10 52 49 216.1
0.49 1.7E10 0.52 2.976E11 94.5 13.6 2701
1.37 2.041E8 1.37 8.832E8 0.3 7.8 270.2

Figure S3: Total ion chromatogram (TIC) of rhoifolin rich fraction (RRF) isolated from S. officinalis roots
ethanol extract
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Figure S4: ESI/MS of identified compounds in rhiofolin rich fraction (RRF). The compounds
were tentatively identified as neohesperidin dihydrochalcone (1), apigenin 7-O-neohesperidoside
(Rhoifolin) (2), and isookanin-7-glucoside (flavanomarein) (3).
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Figure S5: NO standard curve
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Figure S6: 1L-6 standard curve



1.6 -
1.4
1.2

0.8
0.6
0.4
0.2

Absorbance at 450 nm

y =0.0001x + 0.0518

R?=0.9907

5000

10000 15000

Concentration of IL-13 (pg/ml)

20000

Figure S7: IL-1p standard curve
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Table S1. MIC values of RRF against the tested P. aeruginosa isolates and the level of their biofilm forming
ability.

Isolate thrglztlc Level of biofilm Isolate thglﬁ/gc Level of biofilm
code (ug/mL) forming ability* code (ug/mL) forming ability*

P1 128 Strong P9 128 Weak
P2 64 Strong P10 256 Weak
P3 256 Strong P11 128 Moderate
P4 256 Strong P12 64 Not forming
P5 512 Not forming P13 128 Weak
P6 64 Weak P14 256 Weak
P7 64 Moderate P15 64 Not forming
P8 512 Moderate

*Based on the results of crystal violet assay

Table S2. MIC values of RRF against the tested S. aureus isolates and the level of their biofilm forming
ability.

Isolate MIC Level of biofilm Isolate MIC Level of biofilm
code value forming ability* code value forming ability*
(ng/mL) (ng/mL)

S1 128 Strong S14 128 Not forming
S2 64 Strong S15 256 Not forming
S3 256 Strong S16 512 Moderate
S4 256 Strong S17 64 Moderate
S5 512 Weak S18 64 Weak




S6

S7

S8

S9

S10

S11

S12

S13

512 Not forming S19 64
64 Moderate S20 256
128 Weak S21 512
128 Moderate S22 256
64 Weak S23 64
512 Weak S24 128
256 Moderate S25 256
128 Not forming S26 128

Not forming

Weak

Not forming

Moderate

Moderate

Weak

Moderate

Moderate

*Based on the results of crystal violet assay

Table S3. Sequences of the utilized primers (in vitro study)

Gene Primer sequence*
F 5'-TTCAAATGAGATTGTGGGAAAATTGCT-3’
cox=2 R 5-AGATCATCTCTGCCTGAGTATCTT-3'
_ F 5'-TCTTGGTCAAAGCTGTGCTC-3’
INOS R 5'-CATTGCCAAACGTACTGGTC-3’
F 5'-AAAGAGGCACTGGCAGAAAA-3'
o R 5'-AGCTCTGGCTTGTTCCTCAC-3'
F 5~ATGAGCACTGAAAGCATGATC-3'
[NF-o R 5'-TCACAGGGCAATGATCCCAAAGTAGACCTGCCC-3'
F 5'-GCGGGAGAGGGGATTCCCTGCGGCCCCG-3'
NEeB R 5'-CGGGGCCGCAGGGAATCCCCTCTCCCGC-3'
GAPDH F 5'-ACCACAGTCCATGCCATCAC-3'

R 5'-TCCACCACCCTGTTGCTGTA-3'

* F stands for forward and R stands for reverse.



Table S4. Forward and reverse primer sequences used in quantitative RT-PCR (in vivo study)

Target gene Probe

F 5'-AGGCTGCACCCACGACAGAA-3'

VEGF
R 5'-CTTTGGTCTGCATTCACATC-3'

F 5'-TGCCAGAGCCTGCTCTTAAC-3'
PDGF-B
R 5'-GATGCCACGGAGATAAGCGA-3’

F 5'-TCTGTCGAACACAGTGGTACCT-3'
Keratinocyte growth factor
R 5'-GTGTGTCCATTTAGCTGATGCAT

F 5'-GAGCTATCCATTTCACCTTCAGA

Fibronectin

R 5-TTGTTCGTAGACACTGGAGAC

F 5'-TGGGATTTCCAAAAGAGGTG
MMP-1

R 5'-ACGTGGTTCCCTGAGAAGA

F 5'-CAGCAATGCATCCTGCAC-3'
GAPDH

R 5'-GAGTTGCTGTTGAAGTCACAGG-3'
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