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Figure S1. Percentage of growth inhibition of S. aureus of the pugnins A and B, with their respective R? of the concentration
curve of each peptide and the equation of the line is also observed.

Pugnin A Pugnin B
y = 0.3349x + 49.766 100 y = 0.4201x + 42.282
= » At = c *® R*=0.
§ 0.864 S 0.9448
-3 L™ L ] :§ . .
£ wr . s £ o . Pug
CD C\D k
Concentration (UM) Concentration (uM)

Figure S2. Percentage of growth inhibition of E. faecalis of the pugnins A and B, with their respective R? of the concentration
curve of each peptide and the equation of the line is also observed.
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Figure S3. Percentage of growth inhibition of P. aeruginosa of the pugnins A and B, with their respective R? of the
concentration curve of each peptide and the equation of the line is also observed.
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Figure S4. Percentage of growth inhibition of E. coli of the pugnins A and B, with their respective R? of the concentration
curve of each peptide and the equation of the line is also observed.
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Figure S5. Circular dichroism of pugnin A.
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Figure S6. Circular dichroism of pugnin B.
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Figure S7. Chromatograms of pugnins. (A) Pugnin A. (B) Pugnin B.
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Figure S8. Mass spectrometry of pugnins. (A) Pugnin A. (B) Pugnin B.



Pharmaceutics 2021, 13, 578

40f7

Table S1. Two-way ANOVA of antibacterial activity of pugnins on E.coli. * significant value;
** high significant value; *** very high significant value.

Table Analyzed Data 1 P-Value P Value Summary Significant? P-Value
Two-way ANOVA Ordinary
Alpha 0,05
Source of Variation % of total variation Pvalue P value summary Significant?
Interaction 10,22 <0,0001 i Yes
Row Factor 81,01 <0,0001 oo Yes
Column Factor 8,772 <0,0001 AR Yes
ANOVA table SS DF MS F (DFn, DFd) P value
Interaction 3905 8 488,2 F (8, 30) = 255137 P <0,0001
Row Factor 30948 4 7737 F (4, 30) = 4,044e+006 P <0,0001
Column Factor 3351 2 1676 F (2, 30) = 875722 P <0,0001
Residual 0,0574 30 0,001913
Number of missing values 0

Table S2. Two-way ANOVA of antibacterial activity of pugnins on P. aeruginosa. *
significant value; ** high significant value; **** very high significant value.

Table Analyzed Data 1l P-Value P Value Summary Significant? P-Value
Two-way ANOVA Ordinary
Alpha 0,05
Source of Variation % of total variation P value P value summary Significant?
Interaction 30,27 <0,0001 e Yes
Row Factor 61,02 <0,0001 woRE Yes
Column Factor 8,710 <0,0001 ookx Yes
ANOVA table SS DF MS F (DFn, DEd) P value
Interaction 5169 8 646,1 F (8, 30) = 136695 P <0,0001
Row Factor 10419 4 2605 F (4, 30) = 551067 P <0,0001
Column Factor 1487 2 743,6 F (2, 30) = 157320 P <0,0001
Residual 0,1418 30 0,004727
Number of missing values 0
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Table S3. Two-way ANOVA of antibacterial activity of pugnins on E. faecalis. * significant
value; ** high significant value; **** very high significant value.

Table Analyzed Data 1 P-Value P Value Summary Significant? P-Value
Two-way ANOVA Ordinary
Alpha 0,05
Source of Variation % of total variation P value P value summary Significant?
Interaction 12,46 <0,0001 i Yes
Row Factor 71,67 <0,0001 FE Yes
Column Factor 15,87 <0,0001 i Yes
ANOVA table SS DF MS F (DFn, DEd) P value
Interaction 1045 8 130,6 F (8, 30) = 34361 P <0,0001
Row Factor 6007 4 1502 F (4, 30) = 395190 P <0,0001
Column Factor 1330 2 664,9 F (2, 30)=174971 P <0,0001
Residual 0,1140 30 0,0038
Number of missing values 0

Table S4. Two-way ANOVA of antibacterial activity of pugnins on S. aureus. * significant
value; ** high significant value; *** very high significant value.

Table Analyzed Data 1 P-value P Value Summary Significant? P-Value
Two-way ANOVA Ordinary
Alpha 0,05
Source of Variation % of total variation P value P value summary Significant?
Interaction 24,22 <0,0001 i Yes
Row Factor 18,57 <0,0001 i Yes
Column Factor 57,21 <0,0001 woRE Yes
ANOVA table SS DF MS F (DFn, DFd) P value
Interaction 1389 8 173,7 F (8, 30) = 35492 P <0,0001
Row Factor 1065 4 266,3 F (4, 30) = 54431 P <0,0001
Column Factor 3282 2 1641 F (2, 30) = 335401 P <0,0001
Residual 0,1468 30 0,004893

Number of missing values 0
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Table S5. Two-way ANOVA of Hemolytic activity of pugnins. * significant value; ** high
significant value; **** very high significant value.

Table Analyzed Data 1 P-Value P Value Summary Significant? P-Value
Two-way ANOVA Ordinary
Alpha 0,05
Source of Variation % of total variation P value P value summary Significant?
Interaction 17,86 <0,0001 ok Yes
Row Factor 56,70 <0,0001 g Yes
Column Factor 25,43 <0,0001 idad Yes
ANOVA table SS DF MS F (DFn, DFd) P value
Interaction 7586 8 948,2 F (8, 30) = 5985 P <0,0001
Row Factor 24074 4 6019 F (4, 30) = 37991 P <0,0001
Column Factor 10797 2 5398 F (2, 30) = 34077 P <0,0001
Residual 4,753 30 0,1584

Number of missing values 0
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Table S6. One-way ANOVA and post-HOC comparisons of control with MTT cytotoxicity

treatments of pugnins in HACAT cells. * significant value; ** high significant value; *** very
high significant value.
Table Analyzed One-Way ANOVA Data
ANOVA Summary
F 47,68
P value <0,0001
P value summary e
Are differences among means statistically significant? (P < 0.05) Yes
R square 0,7607
Dunnett's multiple comparisons test Mean Diff, 95% CI of diff, Significant? Summary
Control vs. Pugnina A 26,45 9,234 to 43,67 Yes **
Control vs. Pugnina B 72,45 55,23 to 89,67 Yes i

Table 7. One-way ANOVA and post-HOC comparisons of control with MTT cytotoxicity

treatments of pugnins in MFC7 cells. * significant value; ** high significant value; *** very
high significant value.
Table Analyzed One-Way ANOVA Data
ANOVA Summary
F 321,5
P value <0,0001
P value summary o
Are differences among means statistically significant? (P < 0.05) Yes
R square 0,9554
Dunnett's multiple comparisons test Mean Diff, 95% CI of diff, Significant? Summary
Control vs. Pugnina A 77,84 68,84 to 86,83 Yes AR
Control vs. Pugnina B 84,88 75,88 to 93,88 Yes il

Table 8. One-way ANOVA and post-HOC comparisons of control with MTT cytotoxicity

treatments of pugnins in PC3 cells. * significant value; ** high significant value; **** very
high significant value.
Table Analyzed One-Way ANOVA Data
ANOVA Summary
F 3,445
P value 0,0450
P value summary *
Are differences among means statistically significant? (P < 0.05) Yes
R square 0,1868
Dunnett's multiple comparisons test Mean Diff, 95% CI of diff, Significant? Summary
Control vs. Pugnina A 13,69 0,08111 to 27,31 Yes *

Control vs. Pugnina B -1,387 -15,00 to 12,23 No ns




