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Supplementary figures and tables:

Supplementary Table S1 Antimicrobial activities of Lys and Arg peptide variants of
RN3 and RN7

hRNase MFCioo (UM) ICso
peptide Sabouraud (uM)
broth PBS
RN3K 4.25+0.30 4.25+0.30 2.08 £0.27
RN7R 2.83£0.10 2.83£0.10 1.62 +£0.32

Minimal fungicidal concentration (MFCin) was determined as the lowest concentration
of peptide that killed at least 99.9% of the initial inoculum. Values were calculated by
CFU counting on plated Petri dishes as described in the methodology. C. albicans
cultures were treated with the proteins diluted in either the Sabouraud nutrient growth
media or in a phosphate saline buffer (PBS). ICso was determined using the Bactiter-
Glo™ kit as detailed in the Materials and Methods section.



Supplementary Table S2. Minimal agglutination concentration (MAC) of hRNases’ peptides.

hRNase MAC

peptide (uM)
RN1 1.80 £0.40
RN2 0.40£0.10
RN3 <0.1
RN4 0.40 £0.10
RN5 1.80 £0.40
RN6 0.40£0.10
RN7 0.90£0.30
RN8 0.90 £0.20

Minimal agglutination concentration (MAC) was calculated as the lowest peptide concentration
where C. albicans cells aggregation is visible to the naked eye. Values are averaged from three
replicates of two independent experiments. Values are given as mean + SEM.



Supplementary Table S3. Gene-specific primers used for real-time RT-PCR assays in planktonic and sessile cells.

Target gene Primer sequences 5’-3’ Taken from Target genes Primer sequences 5’-3’ Taken from
ACT F GATTTTGTCTGAACGTGGTAACAG [1] EGF1 F TTGAGATGTTGCGGCAGGATA [2]
R’ GGAGTTGAAAGTGGTTTGGTCAATAC R” ACTGGACAGACAGCAGGAC
18S rRNA F CACGACGGAGTTTCACAAGA ADH5 F ACCTGCAAGGGCTCATTCTG [2]
R’ CGATGGAAGTTTGAGGCAAT [3] R’ CGGCTCTCAACTTCTCCATA
GAPDH F' CGGTCCATCCCACAAGGA [4] CSH1 F CGTGAGGACGAGAGAGAAT [2]
R’AGTGGAAGATGGGATAATGTTACCA R’ CGAATGGACGACACAAAACA
KREG6 F TCCAACAAGCATTATCAGCA GSC1 F CCCATTCTCTAGGCACGA [2]
R’ ATCACCAACAAACCATCGT [5] R’ ATCAACAACCACTTGCTTCG
ALS3 F GGTTATCGTCCATTTGTTGA [2] ZAP1 F ATCTGTCCAGTGTTGTTTGTA [2]
R’ TTCTGTATCCAGTCCATCTT R’ AGGTCTCTTTGAAAGTTGTG
CYR1 F GTTTCCCCCACCACTCA [2]

R’ TTGCGGTAATGACACAACAGA




Supplementary Figure S1: Helical wheels of RNase 3(A) and RNase 7(B) 1-45mer N-termini peptides.
A unique alpha-helix encompassing residues 22 to 40 has been considered as predicted by RMN for
RNase 3 (drawn by heliquest [6]). Cationic residues are highlighted in blue, uncharged residues in grey,
polar residues in purple, nonpolar residues in yellow, polar/uncharged residues in pink and anionic
residues in red. N- terminal and C-terminal domains are designated with N and C letters respectively.

Taken from [7].



Control RNase 3

RN3 RN7

Supplementary Figure S2: Visualization of aggregation of C. albicans culture by RNase3, RN3
and RN7 peptides. Images were taken after 1 hour of incubation of C. albicans with 1 uM of RNase3,
RN3 and RN7, as detailed in the Materials and Methods section, using a 50x stereoscope microscope.



RN3K RN7R

Supplementary Figure S3: Analysis of DNA binding activity of RN3 and RN7 substitute
analogs using a gel retardation assay. The affinity to bind DNA was assayed by the inhibitory
effect of the peptides on migration of DNA. Different amounts of the peptides were incubated
with 200 ng of pET 28 plasmid DNA in 10 pL of binding buffer at room temperature during
20 min and subjected to electrophoresis on a 1.0% agarose gel. The first lane corresponds to
negative control without peptide and the following lanes correspond to ratios peptide/DNA
2.5:1, 5:1, 10:1, 20:1 and 50:1 respectively.
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Supplementary Figure S4: Secondary structure prediction of hRNase derived peptides (RN1-8) and

K/R variants. The alpha-helix structure are represented by red horizontal line. The RNA or DNA

binding residues are showed by circles or diamond forms. Percentage of helix, strand or loop structures

are displayed in the embedded table. The figure was created using the online PredictProtein

server: https://www.predictprotein.org.
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Sample Information
Sample ID: RNAse1
Tray#: 1
Vail#: 31
Injection Volume: 60 uL
Method Filename: 5a60en15 ".Ilcm
Purity: 99 %
uV
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0.0 25 5.0 7.5 10.0 12.5 15.0
min
1 Det. A Chl/220nm
PeakTable
Detector A Chl 220nm
Peak# Ret. Time Area Height Area %
1 4.975 47048 7460 0.643
2 5.202 7229668 634292 98.774
3 5.550 42708 5638 0.583
Total 7319423 647390 100.000
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Sample Information
Sample ID: RNAse2
Tray#: 1
Vail#: 31
Injection Volume: 10 uL
Method Filename: 20a60en15.lcm
Purity: 94 %
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0,0 25 5,0 7,5 10,0 15,0
min
1 Detector A/ 220nm
PeakTable
Detector A 220nm
Peak# Ret. Time Area Height Area %
1 5,283 40416 12570 0,502
2 5.400 260866 60736 3.241
3 5.533 7630691 1066270 94.790
4 5,808 118111 10881 1467
Tota 8050085 1150457 100,000

*1 Detector A
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Sample Information

Sample ID: RNAse3

Tray#: 1

Vail#: 31

Injection VVolume: 10 uL

Method Filename: 20a60en15.lcm

Purity: 98 %
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T L e B A e e AR A e s s e e B T
0,0 2,5 5,0 7.5 10,0 12,5 15,0
min
1 Detector A/ 220nm
PeakTable
Detector A 220nm
Peak# Ret. Time Area Height Area %
1 4,617 20160 5591 0.539
2 4,783 3660667 458525 97.867
3 5.192 59625 5612 1,594
Total 3740453 469728 100,000
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Sample Information

Sample ID: 3K

Tray#: 1

Vail#: 31

Injection Volume: 10 uL

Method Filename: 10a60en15.lem

Purity: 90 %

uv
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7 1 Detector A
T —— — T — T . — . — T ——
0,0 2,5 5,0 7.5 10,0 12,5 15,0
min
1 Detector A/220nm
PeakTable
Detector A 220nm
Peak# Ret. Time Area Height Area %
1 6.315 13927245 1527024 90,500
2 6.600 1461988 171094 9.500
Total 15389233 1698118 100,000




Sample ID: RNAse4

Tray#: 1
Vail#: 31

Injection Volume: 15 uL
Method Filename: 15a50en15.1cm

Purity: 94 %
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0,0 2,5 5.0 7.5 10,0
1 Detector A/ 220mm
PeakTable
Detector A 220nm
Peak# Ret. Time Area Height Area %
1 4,967 550487 87732 5,940
2 5.108 8716228 986079 94,060
Total 9266715 1073810 100,000

min

1 Detector A



Sample ID: RNAse5

Tray#: 1
Vail#: 31

Injection Volume: 15 uL
Method Filename: 10a50en15.lcm

Purity: 93 %
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0,0 2,5 5,0 7.5 10,0 15,0
min
1 Detector A/ 220nm
PeakTable
Detector A 220nm
Peak# Ret. Time Area Height Area %
1 6.150 450102 77985 3.279
2 6.304 12819865 1402122 93.407
3 6.567 454800 118479 3.314
Total 13724767 1598586 100.000

-1 Detector A



Sample ID: RNAse6

Tray#: 1
Vail#: 31

Injection Volume: 10 uL

Method Filename: 10a50en15.lcm

Purity: 99 %

Sample Information
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0,0 2,5 5,0 7.5 10,0 12,5 15,0
min
1 Detector A/220nm
PeakTable
Detector A 220nm
Peak# Ret. Time Area Height Area %
1 6.991 18683708 1081656 99,457
2 7.542 101965 14456 0.543
Total 18785673 1096112 100,000

*1 Detector A
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Sample Information
Sample ID: RNAse7
Tray#: 1
Vail#: 31
Injection Volume: 15 uL
Method Filename: 5a50en15.lcm
Purity: 96 %
uv
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0,0 2,5 5,0 7.5 10,0 12,5 15,0
min
1 Detector A/ 220nm
PeakTable
Detector A 220nm
Peak# Ret. Time Area Height Area %
1 7.133 723669 239353 3.738
2 7.246 18635881 2005087 96.262
Total 19359549 2244440 100,000




Sample ID: 7R

Tray#: 1
Vail#: 31

Injection Volume: 10 uL
Method Filename: 5a60en15.lcm

Purity: 90 %
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0,0 2,5 5.0 7.5 10,0 12,5 15,0
min
1 Detector A/ 220mm
PeakTable
Detector A 220nm
Peak# Ret. Time Area Height Area %
1 6,247 6640126 957810 90.005
2 6,433 737418 161063 9.995
Total 544 1118873 100,000
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Sample Information
Sample ID: RNAse8
Tray#: 1
Vail#: 31
Injection Volume: 15 uL
Method Filename: 10a50en15.lcm
Purity: 91 %
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0,0 2,5 5,0 7.5 10,0 12,5 15,0
min
1 Detector A/ 220nm
PeakTable
Detector A 220nm
Peak# Ret. Time Area Height Area %
1 7.508 931358 245038 9.155
2 7.635 9241640 987297 90.845
Total 10172998 1232335 100.000

Supplementary Figure S5. High Performance Liquid Chromatography (HPLC) profiles of

purified RN peptides.

*1 Detector A
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Positively charged ion series

Ch. Average Monolso.
MH1+ 5633.3180 5629.7241
MH2+ 2817.1626 2815.3657
MH3+ 1878.4442 1877.2462
MH4+ 1409.0850 1408.1865
MH5+ 1127.4694 1126.7506
MH6+ 939.7257 939.1267
MH7+ 805.6231 805.1097
MH8+ 705.0461 704.5969
MH9+ 626.8196 626.4203
MH10+ 564.2383 563.8790
MH11+ 513.0355 512.7088
MH12+ 470.3665 470.0670
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MH15+ 376.4947 376.2551
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MH8+ 676.6478 676.2208
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MH15+ 348.1995 347.9801

Supplementary Figure S6. Liquid chromatography- Mass Spectrometry (LCMS) spectra of

purified RN peptides.
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