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ABSTRACT

The aim of this study was to find the peptide ligands to inhibit Candida albicans secreted aspartyl
proteinase 2 (Sap2). First, a ligand library, containing 300 different peptides, was constructed, and their
interaction with Sap2 was separately calculated by molecular dynamic software. Second, 10 peptide
ligands with the lowest intermolecular energy were selected. Then, triangular gold nanoparticles were
synthesized, and separately conjugated with the peptide ligands. After synthesis, antifungal property
and Sap inactivation of conjugated triangular gold nanoparticles, peptide ligands, and naked triangular
gold nanoparticle were separately assessed, against thirty clinical isolates of C. albicans. In this study, we
measured the uptake of conjugated and naked nanoparticles by atomic adsorption spectroscopy. This
study showed that naked triangular gold nanoparticle and all conjugated triangular gold nanoparticles
had high antifungal activity, but no peptide ligands had such activity. Of 300 peptide ligands, the peptide
containing N-Cys-Lys-Lys-Arg-Met-Met-Lys-Ser-Met-Cys-C and its conjugate had the highest capability
to inhibit Sap. Moreover, the uptake assay demonstrated that triangular gold nanoparticles conjugated

with the peptide ligand had the highest uptake.

© 2014 Elsevier Inc. All rights reserved.

1. Introduction

Extracellular hydrolytic enzymes (EHEs) are important factors
for the pathogenic fungi such as Aspergillus fumigatus [1],
Trichophyton mentagrophytes [2], Cryptococcus neoformans |[3],
and Candida albicans [4]. There are three important EHEs produced
by C. albicans including secreted aspartyl proteinases (Sap),
phospholipase B enzymes, and lipases [4-6]. Based on the previous
studies, Sap proteinases which encoded by 10 genes are the key
virulence factor of C. albicans [7,8]. Of the 10 Sap genes, Sap2 is the
major gene which encodes a pre-pro-protein with 342 residues
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and molecular mass of 35,880 Da [9]. Moreover, other Candida
species including Candida dubliniensis [10], Candida tropicalis [11],
and Candida parapsilosis express Sap genes [12]. Importantly, Sap
enzymes can be inhibited and inactivated by antibody [13]. The
protective effect of antibody opens up a new window of research to
treat C. albicans infections. Another inhibitor of Sap enzymes is
pepstatin which can digest mucin and mucosal proteins [14]. Pichova
et al. [15] showed that peptidomimetic inhibitors which derived
from pepstatin A, could inactivate Sap enzymes extracted from C.
albicans, C. tropicalis, C. parapsilosis, and Candida lusitaniae. Moreover,
some renin inhibitors such as A-70450 and A-79912 can also inhibit
Sap enzymes. Although both A-70450 and A-79912 are effective to
inhibit Sap2 activity in vitro, they are ineffective to decrease the
virulence of disseminated candidiasis in the mouse model [16].
Ligand/enzyme interactions, based on three-dimensional
structures, have been developed in the recent years. Now, the
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structural information of enzymes and ligands can be loaded and
analyzed in the computer, and the best ligand is introduced
[17,18]. Note, ligands which extracted from softwares are not fully
trusty, and must be confirmed by the experimental tests. The aim
of this study was to find some peptide ligands to inhibit C. albicans
Sap enzyme. In the next step, all peptide ligands were evaluated by
different tests including antifungal assessment, uptake assay, and
Sap activity test. On the other hand, we conjugated peptide ligands
with triangular gold nanoparticles, and their antifungal property,
uptake, and Sap activity were compared with triangular gold
nanoparticles and peptide ligands alone.

2. Materials and methods
2.1. Materials

Hydrogen tetrachloroaurate (HAuCly), triethanolamine (TEA),
hexadecyl trimethyl ammonium bromide (CTAB), Sn(IV) meso-
tetra(N-methyl-4-pyridyl) porphine tetratosylate chloride (SntMe-
pyP), bovine serum albumin (BSA), pepstatin A, and trichloroacetic
acid (TCA) were purchased from Sigma-Aldrich chemical compa-
ny, USA. Sabouraud dextrose agar (SDA), Sabouraud dextrose broth
(SDB), RPMI1640, Mueller-Hinton agar medium supplemented
with 2% glucose, yeast carbon base (YCB) medium were purchased
from Invitrogen, UK. Ammonia, HNO3, and sodium citrate buffer
were provided from Zyst Fannaver Shargh Company.

2.2. Simulation study

In this section, a peptide ligand library, containing 300 different
peptides (containing 10 residues), was made. It was based on X-ray
crystallography and three-dimensional model of C. albicans Sap2
enzyme [17]. The pdb file of Sap enzyme was from protein data bank,
DOI:10.2210/pdb1zap/pdb. In the next step, Sap2 and peptide
ligands were separately modeled in Ascalaph Designer 1.8.69
software, and simulated for 100 ps in NVT ensemble at 300 K.

In this study, force field and topology parameters were assigned
from AMBER 99. Also, TIP3P water model was used to solvate. The
energy minimization was carried out in a continuum medium of
relative permittivity e = 4rij, and steepest descent were done by
conjugate gradient minimization (500 iterations) until the gradient
fell below 0.05 kcal/mol/A. Finally, intermolecular energy was
separately measured for each peptide ligand and Sap2 enzyme, and
10 peptides with lowest intermolecular energy were selected.

2.3. Synthesis and characterization of triangular gold nanoparticles

First, 10 mL of 20 mM HAuCl, was added to 250 mL of 0.2 M
TEA/0.1 M ammonia. Next, 250 mL of 10 mM CTAB, 50 mL of 3 mM
SntMepyP, and 1000 mL of water were added, and irradiated for
1h by a discharge lamp (ZFS Company, Iran). To characterize
triangular gold nanoparticles, UV-VIS spectrophotometer (Novin
gostar Company, Iran), transmission electron microscopy (TEM)
(Hitach, Japan), and dynamic light scattering (DLS) (ZFS Company,
Iran) were used [19].

2.4. Conjugation of selected peptide and triangular gold nanoparticles

One mL of each peptide (64 pg/mL) which synthesized by ZFS
Company, was added to 1 mL of synthesized triangular gold
nanoparticles (10 pg/mL), incubated for 1h at 37°C. After
incubation, the tube was centrifuged at 10,000 rpm for 15 min,
and unbounded peptides were removed. To confirm conjugation,
Fourier transform infrared spectroscopy (FTIR) (ZFS Company,
Iran) and mass spectroscopy (MS) (ZFS Company, Iran) were used.
Finally, the serial concentrations (2, 4, 8,16, 32,64 and 128 pg/mL)

of conjugated triangular gold nanoparticles were prepared in the
distilled water. Note, the conjugation was done for each peptide
ligand. Finally, we had 10 ligand peptides and 10 conjugated
triangular gold nanoparticles.

2.5. Preparation of Candida albicans isolates and culture condition

Thirty clinical isolates of C. albicans were obtained from patients
suffering from vaginal candidiasis. These patients were from
different health center of Yazd and Tehran city, Iran. The isolates
were previously confirmed by CHROMagar (BD Diagnostics, USA)
and RFLP-PCR at Shahid Beheshti University of Medical Sciences,
Tehran, Iran. All isolates were first inoculated on SDA, incubated for
48 h at 37 °C, and then one colony of each isolate was immersed to
10 mL of SDB. After 24 h incubation at 37 °C, Candida cells were
harvested by centrifugation (1500 rpm, 10 min), washed with
phosphate buffered saline, and 10 mL of RPMI1640 medium was
added to reach to 10° cells/mL.

2.6. Minimum inhibitory concentration (MIC)

MIC50 and MIC90 were determined by micro-dilution method
[20], according to Clinical and Laboratory Standards Institute,
CLSI). First, 100 L of serial concentrations of conjugated triangu-
lar gold nanoparticles, peptide ligands, and triangular gold
nanoparticles alone was separately added to 100 pL of each
Candida suspension. The final concentration of all materials was 1,
2,4, 8, 16, 32, and 64 pg/mL. After 48 h incubation at 35 °C, their
MIC50 and MIC90 were measured, according to control.

2.7. Inhibition zone

Agar disk diffusion method was done to find the quantity of
inhibition zone [20], according to CLSI. First, 5 pL of each
conjugated triangular gold nanoparticle, peptide ligand, and
triangular gold nanoparticle at concentration of 64 pg/mL was
added on Whatman (Cole-Parmer Co., USA) filter (pore size 20-
25 pm, 5 x 5mm), and dried at 37 °C. Next, 100 pL of Candida
suspension of each isolate was separately swabbed on Mueller-
Hinton agar medium supplemented with 2% glucose in three
directions. Then, Whatman papers were placed on them and
incubated at 35 °C for 48 h. After incubation, the inhibition zone
diameter of each isolate against each material was read.

2.8. Uptake assay

First, 100 L of each conjugated triangular gold nanoparticle,
and triangular gold nanoparticle alone at three concentrations (16,
32,and 64 pg/mL) was separately added to 100 L of each Candida
suspension (10° cells/mL), and incubated for 24 and 48 h at 35 °C.
To remove free nanoparticles, Candida cells were washed three
times with normal saline. Then, 100 L of 10 M HNO3 was added to
them, and incubated for 24 h at 25 °C. Finally, the quantity of gold
atom in each well was quantified by atomic adsorption spectros-
copy (AAS) [21,22].

2.9. Growth of Candida albicans isolates in YCB-BSA medium

Each C. albicans isolate was first cultured in YCB-BSA medium,
incubated for 24 h at 35 °C. After incubation, the cells were washed
with normal saline twice, and then inoculated (108 cells) into new
YCB-BSA medium [23]. In the next step, 100 L of conjugated
triangular gold nanoparticles, peptide ligands, and triangular gold
nanoparticle alone at three concentrations (16, 32, and 64 pg/mL)
was added to Candida suspension, and incubated for 24 and 48 h at
35°C.
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Table 1

The sequence selected peptide ligands and intermolecular energy between each peptide and Sap.

Name

Sequence

Intermolecular energy (kcal/mol)

Peptide ligand 1
Peptide ligand 2
Peptide ligand 3
Peptide ligand 4
Peptide ligand 5
Peptide ligand 6
Peptide ligand 7
Peptide ligand 8
Peptide ligand 9
Peptide ligand 10

N-Cys-Ala-Lys-Ala-Lys-Lys-Ala-Ala-Arg-Ala-C
N-Cys-Ile-Ala-Lys-Arg-Ile-Ile-Ala-Arg-Arg-C
N-Cys-Met-Ile-Lys-Lye-Arg-Ala-Ala-Arg-Ile-C
N-Cys-Arg-Arg-lle-lle-Arg-Ala-Ala-Arg-Met-C
N-Cys-Ser-Arg-Arg-Ser-Lys-Met-Ser-Lys-Lys-C
N-Cys-Met-Ser-Ser-Lys-Arg-Arg-Ile-Ile-Lys-C
N-Cys-Met-Ser-Lys-Ser-Lys-Met-Lys-Lys-Met-C
N-Cys-Cys-Lys-Lys-Arg-Met-Arg-Ile-Lye-Ile-C
N-Cys-Cys-Lys-Arg-Lys-Arg-lle-Lys-Cys-Cys-C
N-Cys-Lys-Lys-Arg-Met-Met-Lys-Ser-Met-Cys-C

-35.3
-36.2
—38.5
—39.7
—42.6
—42.4
—45.6
—46.4
—47.8
—48.6

2.10. Assessment of Sap activity

To evaluate Sap activity, spectrophotometric assessment was
done. First, 0.1 mL of culture supernatant and 0.4 mL of 0.1 M
sodium citrate buffer (pH 3.2) containing BSA 1% w/v were added,
and incubated for 15 min at 37 °C. In the control tube, 0.1 mL of
50 pg/mL pepstatin A was used instead of culture supernatant.
Then, 0.5 mL of 5% TCA was added to stop reaction. The mixture
was centrifuged at 10,000 rpm for 10 min, and the OD of each tube
was read at 280 nm against distilled water. Enzyme activity was
expressed as the amount (jLM) of tyrosine equivalents released per
min per ml of culture supernatant [23].

2.11. Statistical analysis

All tests were carried out three times, and the results were
shown as the mean =+ standard deviation (SD). Student’s t-test was
used, to detect significant difference by SPSS software (version 16.0
for Windows; SPSS Inc., USA), and P value <0.05 was regarded as
statistically significant.
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3. Results
3.1. Selection of peptide ligands based on software data

As described, 10 peptide ligands with the lowest intermolecular
energy were finally selected. Table 1 shows the sequence and
intermolecular energy of all selected peptide ligands. The best
result was observed for peptide ligand 10, containing N-Cys-Lys-
Lys-Arg-Met-Met-Lys-Ser-Met-Cys-C. As seen, the intermolecular
energy between peptide ligand 10 and Sap2 enzyme was
—48.6 kcal/mol.

3.2. Characterization of triangular gold nanoparticles

UV-vis spectrum, DLS graph, and TEM image are shown in
Fig. 1a-c, respectively. Fig. 1a shows that triangular gold nanopar-
ticles have two sharp peaks at 540 nm and 750 nm. Based on Fig. 1b,
the size distribution of triangular gold nanoparticles was near 1-

120 nm, and the average of particles was approximately 30 nm. Also,
Fig. 1c confirmed triangular shape of gold nanoparticles.
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Fig. 1. Characterization of triangular gold nanoparticles. UV-vis spectrum (a), DLS graph (b), TEM image of triangular gold nanoparticles (c), FTIR spectrum (d) of triangular
gold nanoparticles (I), peptide ligand 10 (II), and conjugated triangular gold nanoparticle 10 (III). The MS peak (e) of triangular gold nanoparticles (I), peptide ligand 10 (II), and

conjugated triangular gold nanoparticle 10 (III).
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3.3. Conjugation of selected peptide and triangular gold nanoparticles

As mentioned, to confirm conjugation of peptide ligands and
triangular gold nanoparticles, FTIR and MS were used. Fig. 1d
shows the spectrum of triangular gold nanoparticles (I), peptide
ligand 10 (II), and conjugated triangular gold nanoparticles (III). As
demonstrated, both peptide ligand 10 and its conjugate have sharp
bands at 1220, 1260, 1550, and 1650 cm~! which confirmed
conjugation. Moreover, the MS peaks of triangular gold nanoparticles
(I), peptide ligand 10 (II), and conjugated triangular gold nanopar-
ticles (III) are 631, 312, and 941 m/z, respectively (Fig. 1e). Since all
peptide ligands and their conjugates had the same spectrum and
peak, we did not show others, and they have been omitted.

3.4. The result of micro-dilution and agar disk diffusion

The MIC50, MIC90, and inhibition zone of 10 conjugated
triangular gold nanoparticles, 10 peptide ligands, and triangular
gold nanoparticle alone against thirty isolates of C. albicans are
shown in Table 2. As seen, the MIC50 of each conjugated triangular
gold nanoparticle was less than the MIC50 of peptide ligand with
same number (P < 0.05). Exactly, this pattern was seen for the
MIC90 of each conjugate and its peptide ligand (P < 0.05).
Moreover, it was shown that no peptide ligands had inhibition
zone, but all conjugated triangular gold nanoparticles had
inhibition zone between 14 and 20 mm. Significant difference
was seen between inhibition zone of conjugated triangular gold
nanoparticle 10 and triangular gold nanoparticle alone (P < 0.05).
The best antifungal activity was shown for the conjugated
triangular gold nanoparticle 10. The MIC50, MIC90, and inhibition
zone of conjugated triangular gold nanoparticle 10 was 20 + 1 (.g/
mL), 45 + 2 (pg/mL), and 15 + 1 mm, respectively.

3.5. The uptake assay results

The uptake of three concentrations of each conjugated
triangular gold nanoparticle and triangular gold nanoparticle

Table 2

alone after 24 and 48 h is shown in Fig. 2a and b, respectively. As
seen, Candida cells which are treated for 24 and 48 h with
conjugated triangular gold nanoparticles 1, 2, 3, 4, 5, 6, 7, and
triangular gold nanoparticle alone had approximately same uptake.
In the case of conjugated triangular gold nanoparticles 8,9, and 10,
an increase of uptake was seen. There were significant differences
between the uptake of conjugated triangular gold nanoparticles 8, 9,
10 and the uptake of conjugated triangular gold nanoparticles 1, 2, 3,
4, 5, 6, 7. As important finding, the more concentration and
incubation time, the more uptake, i.e. the uptake was dose and time
dependent, especially in case of conjugated triangular gold
nanoparticles 8, 9, 10. The highest uptake, near 14 M, was
observed for the cells incubated with conjugated triangular gold
nanoparticle 10 at a concentration of 64 g/mL for 48 h.

3.6. The Sap activity results

Fig. 2c and d shows the Sap activity when Candida cells are
incubated with three concentrations of conjugated triangular gold
nanoparticles, peptide ligands, and triangular gold nanoparticle
alone for 48 and 24 h, respectively. As the first finding, the same
pattern of Sap activity was seen for each conjugated triangular gold
nanoparticle and its peptide ligand. As second finding, the higher
concentration and incubation time led to more decrease of Sap
activity. As third finding, the lowest Sap activity (0.5 M) was for
conjugated triangular gold nanoparticles 9, 10 and peptide ligands
9, 10. The Sap activity was for concentration of 64 wg/mL and
incubation time of 48 h.

4. Discussion

Although Sap enzyme is a key virulence factor of C. albicans, it
can be inactivated by different biomolecules such as antibody [13],
pepstatin [14], peptidomimetic inhibitors [15], and renin inhibi-
tors [16]. Here, we wanted to find and design synthetic small
peptides for inhibition of C. albicans Sap2 enzyme.

The MIC50, MIC90, and inhibition zone of 10 conjugated triangular gold nanoparticles, 10 peptide ligands, and triangular gold nanoparticles alone against thirty isolates of

Candida albicans.

MIC50 (jg/mL)

MIC90 (jg/mL) Inhibition zone (mm)

Conjugated triangular gold nanoparticle 1 24+1
Conjugated triangular gold nanoparticle 2 254+1"#
Conjugated triangular gold nanoparticle 3 20405
Conjugated triangular gold nanoparticle 4 19+0.5
Conjugated triangular gold nanoparticle 5 19+1
Conjugated triangular gold nanoparticle 6 18+1
Conjugated triangular gold nanoparticle 7 16+0.5
Conjugated triangular gold nanoparticle 8 15+02"*
Conjugated triangular gold nanoparticle 9 12401
Conjugated triangular gold nanoparticle 10 10+17#
Peptide ligand 1 >64"*
Peptide ligand 2 >64%
Peptide ligand 3 >64%
Peptide ligand 4 >64"
Peptide ligand 5 >64%
Peptide ligand 6 >64%
Peptide ligand 7 >64"
Peptide ligand 8 >64"*
Peptide ligand 9 >64%
Peptide ligand 10 >64"
Triangular gold nanoparticle 20+1

64+ 3" 14+17
64+ 2" 15+17
612" 14+1"
6242 15+05
5641 15+17
49+ 2" ## 161"
46+2" 18+£0.5
45+1" 18417 ###
40+1" 19417 ###
39+1° 2041
>64%# NO*®

>64*# NO

>64"# NO

>64" NO

>64*# NO

>64"# NO

>64"# NO

>64%# NO

>64*# NO

>64"# NO

4542 15+1

a

Not observed.

* P<0.05 compared with MIC50 of peptide ligand with same number.

" P<0.05 compared with MIC90 of peptide ligand with same number.

™ P<0.05 compared with inhibition zone of peptide ligand with same number.
# P<0.05 compared with MIC50 of triangular gold nanoparticle.

## P <0.05 compared with MIC90 of triangular gold nanoparticle alone.

### P<0.05 compared with inhibition zone of triangular gold nanoparticle.
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Fig. 2. The uptake of conjugated triangular gold nanoparticles (CTGNs) and triangular gold nanoparticles (TGNs) after 24 h (a) and 48 h (b). The Sap activity when Candida
isolates incubated with conjugated triangular gold nanoparticles, peptide ligands (PLs), and triangular gold nanoparticles alone after 48 h (c) and 24 h(d). P < 0.05 compared
with the uptake of conjugated triangular gold nanoparticles 1, 2, 3, 4, 5, 6, 7, and triangular gold nanoparticles. *P < 0.05 compared with the Sap activity of conjugated

triangular gold nanoparticles 1, 2, 3, 4, 5, 6, 7 and peptide ligands 1, 2, 3, 4, 5, 6, 7.

In the first step, a ligand library, containing 300 different
peptides, was performed. The library was based on X-ray
crystallography and pdb file of Sap enzyme. Generally, active site
of Sap enzyme has several aspartyl residues which gives negative
charge to it. Based on Fig. 3, the size of Sap active site was near
2nm [17], and it seemed that the peptides with 10 amino acids
with positive charge were suitable to interact with Sap active site.
We listed 300 different peptides, and then the interaction of each
peptide with Sap2 enzyme was calculated by Ascalaph Designer, as
molecular dynamic software. It must be mentioned that the N-end
of all peptides had Cys amino acid, because the amino acid can be
conjugated with gold nanoparticles by thiol-gold interaction.
Finally, intermolecular energy was separately measured for each

peptide and Sap2, and 10 peptide ligands with the lowest
intermolecular energy were chosen (Table 1).

In the next step, triangular gold nanoparticles were synthesized
and characterized. In our previous study, we worked on the
antifungal properties of different shapes of gold and silver
nanoparticles [20]. We evaluated nanocubes, nanospheres, and
nanowires, and it was found that silver and gold nanocubes had the
highest antifungal activity against C. albicans, Candida glabrata and
C. tropicalis. For the first time, Smitha et al. [24] showed high
antimicrobial activity of triangular gold nanoparticles against
Escherichia coli, Staphylococcus aureus, Aspergillus niger, and
Fusarium oxysporum. Here, after synthesis of triangular gold
nanoparticles according to Miranda article [19], selected peptide
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Fig. 3. The schematic representation of Sap2 active site.
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ligands were separately conjugated with synthesized gold
nanoparticles. As mentioned earlier, triangular gold nanoparticles
and peptide ligands were attached by thiol-gold interaction, and
confirmed by FTIR.

After synthesis and characterization, antifungal activity of
triangular gold nanoparticles, peptide ligands, and conjugated
triangular gold nanoparticles against thirty clinical isolates of C.
albicans obtained from patients suffering from vaginal candidiasis
was evaluated by micro-dilution and agar disk diffusion method.
As demonstrated, the MIC50 of conjugated triangular gold
nanoparticles 4, 5, 6, 7, 8, 9, and 10 was less than MIC50 of
triangular gold nanoparticle alone, and the MIC50 of other
conjugated triangular gold nanoparticles and all peptide ligands
were more than the MIC50 of triangular gold nanoparticle alone.
Moreover, the MIC90 of conjugated triangular gold nanoparticles 9
and 10 was less than MIC90 of triangular gold nanoparticle alone,
and other conjugated triangular gold nanoparticles and all peptide
ligands had bigger MIC90 than triangular gold nanoparticle alone.
On the other hand, the MIC50 and MIC90 of each conjugated
triangular gold nanoparticle was less than the MIC50 and MIC90 of
peptide ligand with same number (P < 0.05). Importantly, no
inhibition zone was seen for peptide ligands, but all conjugated
triangular gold nanoparticles had remarkably inhibition zone,
between 14 and 20 mm. It was shown that the inhibition zone of
conjugated triangular gold nanoparticles 6, 7, 8, 9, and 10 was
higher than the inhibition zone of triangular gold nanoparticle
alone. Among all conjugated triangular gold nanoparticles,
conjugated triangular gold nanoparticle 10 had the highest
antifungal activity, and its MIC50, MIC90, and inhibition zone
was 20 + 1 (ng/mL), 45 £ 2 (g/mL), and 15 + 1 mm, respectively.
Overall, this study showed antifungal activity of triangular gold
nanoparticle, which has been mentioned in the Smitha et al. work. As
a new result, we demonstrated that conjugated triangular gold
nanoparticles 8, 9, and 10 had higher antifungal activity than other
conjugated triangular gold nanoparticles and triangular gold nano-
particle alone. We propose that the higher uptake of conjugated
triangular gold nanoparticles 8, 9, and 10 may be the reason of their
higher antifungal activity. As seen, Candida cells which incubated
with conjugated triangular gold nanoparticles 1, 2, 3, 4, 5,6, and 7 had
approximately same uptake, but conjugated triangular gold nano-
particles 8, 9, and 10 had significantly higher uptake. The reason for
high uptake of conjugated triangular gold nanoparticles 8,9, and 10 is
questionable, and must be studied in the future studies. It was
hypothesized that conjugated triangular gold nanoparticles 8, 9, and
10 could stimulate receptor-mediated endocytosis.

This study showed that conjugated triangular gold nanopar-
ticles 9, 10 and peptide ligands 9, 10 had the highest power to
inhibit the Sap2 enzyme. Also, we found that the higher
concentration and incubation time led to less Sap activity. Based
on Fig. 2c and d, the lowest Sap activity, near 0.5 wM, was for
conjugated triangular gold nanoparticles 9, 10 and peptide ligands
9,10 at concentration of 64 pg/mL and incubation time of 48 h. The
reason of the highest inhibition activity of conjugated triangular
gold nanoparticles 9, 10 and peptide ligands 9, 10 may be due to
their highest interaction between them and Sap enzyme. The result
is in consistent with simulation data. As shown in Table 1, the
sequence of peptide ligands 9 and 10 was N-Cys-Cys-Lys-Arg-Lys-
Arg-Ile-Lys-Cys-Cys-C and N-Cys-Lys-Lys-Arg-Met-Met-Lys-Ser-
Met-Cys-C, respectively.

The design of Sap inhibitors by computer-based method has
been previously done by Cele Abad-Zapatero at Abbott Laborato-
ries [25]. They found that Sap2 activity could be inhibited by some
renin inhibitors such as A-70450 and A-79912. Also, Cadicamo
et al. designed and synthesized three libraries of inhibitors, based
on the structure of pepstatin A with some changes at the P3, P2,
and P2’ position. They showed that these inhibitors had high

inhibitory potencies against C. albicans Sap1, Sap3, Sap5 and Sap6
[26]. Importantly, these inhibitors may have several problems
when used in vivo including the lack of protection, lack of inhibitor
potency, and the lack of specificity. It must be mentioned all of
restrictions may be existed for our work, and must be checked in
the future study. In conclusion, we presented some peptide ligands
which inhibited C. albicans Sap2 enzyme. Moreover, triangular gold
nanoparticle conjugated with the peptide ligands had high
antifungal property, and could inhibit Sap2.
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