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Figure S1. Calibration curve of trifluoroacetate ion. (left) regression parameters obtained by fitting
the data to normal least squares regression. (right) Calibration curve TFA (mg)g vs Peak area.

Estadisticas de la regresion
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Figure S2. Calibration curve of acid acetic. (left) regression parameters obtained by fitting the data
to normal least squares regression. (right) Calibration curve Acid Acetic (mg/g) vs Peak area.

www.mdpi.com/journal/processes



2 of 4

xIi 5465083~~~ 536.5083 5466755
A 4685799 | e [M]: 3273.0022
25 I
5468426
5463412
20
547.0098
. { 547.1766
15 A 5473439
962 5464 5466 5468 40 S472 5474 S46
1.0 410.1334 655.6084
: Mg [Me5F~
L §19.2500
L
I 1092.3432
0.0, + [ Me3p-
200 300 400 500 600 700 300 900 1000 1100 miz
Int —
- B 4685754 -7 e 68,5754 [M]: 3272.9722
o7 | eSS
\ 2500 468.7195
200 \‘- ZW)
\‘ 4688628
1500]
\ | 468,320
2000 1]
i i (002 S 469.1481
1500 L m N s
Oss82 4684 4686 888 4690 2 493
e
1000
4102554
500 s
6556016
i ],um‘ | L I esy-
200 400 600 800 1000 1200 mz

Figure S3. Mass spectra of peptides 1-TFA (A) and 1-HCI (B). The multi-charged species and the
broadening of the isotopic distribution are observed. From the m/z value of the first peak of the
isotopic distribution, the experimental mass of the peptide was determined.

Peptide 1-TFA Peptide 1-HC1

# el Vibration

1 1633 Stretching C=0

2 1543 Stretching C-N. bending N-H
3 1M Stretching C-N, bending N-H
4 1134 Stretching C-F

b 837 Stretching C-F

6 802 Stretching C-F

7 721 Stretching C-H

8 617 Stretching C-H
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Figure S4. ATR spectra of peptides 1-TFA and 1-HCL. The pink stripes show the signals that are

attributed to TFA.
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Figure S5. Chromatographic profiles of peptides 2-TFA, 2-HCl and 2-AcOH. Chromatographic sys-
tem: Chromolith® C-18 monolithic column (10x4.6 mm), solvent A: H2O-TFA 0.05% and solvent B:
ACN-TFA 0.05%, elution gradient: 10/10/50/100/100/100/10/10 %B in 0/1/9/9.1/12/12.1/15 min, flow
rate 1.0 mL/min, injection volume 10 uL (1 mg/mL) and 210 nm for detection.
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Figure S6. ATR spectra of peptides 2-TFA, 2-HCl and 2- AcOH. The pink stripes show the signals
that are attributed to TFA.
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Figure S7. YF-NMR spectra of peptide 2-HCl and 2-AcOH, using as reference standard trifluoroeth-
anol (TFE). The chemical shift of TFA is -75.76 ppm (s) and of TFE -76.97 ppm (t).
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Figure S8. Cytotoxic effect of (A) Peptide-2 against A375 cell line, (B) Peptide-2 against B16-F10 cell
line, (C) Peptide-3 against Hela cell line, D. Peptide-4 against A375 cell line. The cells were treated
with peptides for 2 h at 37 °C. The data represent the mean + SD (n = 3). 2-way ANOVA and t-test
were used, p <0.05, showing (A) statistically not significant differences between 1-TFA, 1-HCI and
1-Act peptides, (B) statistically not significant differences between 2-TFA and 2-HCI peptides, (C)
statistically not significant differences between 3-TFA and 3-HCl peptides, (D) statistically not sig-
nificant differences between 4-TFA and 4-HCl peptides.



