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Very Important Paper

Broad-Spectrum Antifungal Agents: Fluorinated Aryl- and
Heteroaryl-Substituted Hydrazones
Nishad Thamban Chandrika+,[a] Emily K. Dennis+,[a] Katelyn R. Brubaker,[a]

Stefan Kwiatkowski,[a, b] David S. Watt,*[b, c] and Sylvie Garneau-Tsodikova*[a]

Fluorinated aryl- and heteroaryl-substituted monohydrazones
displayed excellent broad-spectrum activity against various
fungal strains, including a panel of clinically relevant Candida
auris strains relative to a control antifungal agent, voriconazole
(VRC). These monohydrazones displayed less hemolysis of
murine red blood cells than that of VRC at the same

concentrations, possessed fungicidal activity in a time-kill study,
and exhibited no mammalian cell cytotoxicity. In addition, these
monohydrazones prevented the formation of biofilms that
otherwise block antibiotic effectiveness and did not trigger the
development of resistance when exposed to C. auris AR Bank #
0390 over 15 passages.

Introduction

Nosocomial fungal infections[1] represent continuing threats to
medical advances conjoined with immunosuppression and
often afflict nursing home residents or hospitalized patients
undergoing transplantation,[2] antiviral,[3] and antineoplastic
therapies.[4] In addition, the emergence of new strains of fungal
pathogens that resist[5] current drug therapies and possess high
mortality rates compound these ongoing threats.[6] Appearing
first in 2009 in Japan,[7] Candida auris represents an archetypical,
fungal infection that presents challenges in terms of its
diagnosis[8] and its treatment because some strains are resistant
to the three available classes of current antifungals: the azoles
(e.g., fluconazole (FLC) and voriconazole (VRC)), the echinocan-
dins (e.g., caspofungin (CFG)), and the polyenes (e.g., amphoter-
icin B (AmB)). Front-page articles in The New York Times[9]

delineate the dangers that C. auris represents and call for
research to address this healthcare problem at a time of
declining investment in antimicrobial drug development within
the pharmaceutical industry.[10]

Paramount among the challenges facing investigators intent
on antifungal drug development are the issues of potency,
breadth of selectivity, biofilm penetration or prevention,

cytotoxicity including erythrocyte hemolysis, and the develop-
ment of resistance. Despite this gamut of hurdles, the complex-
ity of fungal cell architecture offers an array of as yet,
unexplored targets for drug development. Prior efforts by
multiple investigators focused on antifungal agents[6a,11] pos-
sessing chemically diverse scaffolds including
aminoglycosides,[12] benzimidazoles,[12d,13] azoles,[14]

haloperidols,[15] gold(I) complexes,[16] and ebselen/ebsulfur.[17]

We now report the development of fluorinated, aryl- and
heteroaryl-substituted hydrazones as compounds that meet
these challenges and represent a new class of potential agents
for the selective treatment of candidiasis.[18] Of particular
interest, these new agents show particular promise for the
treatment of C. auris infections that now afflict an increasing
number of patients in nursing homes and hospitals.[19]

We previously reported the development of bishydrazones I
and II (Figure 1) bearing either N-amidino or N-aryl groups,
respectively, as potential antibacterial and antifungal agents.[20]

Subsequent structure-activity studies revealed that alkoxy-
substituted, aryl groups attached to bishydrazones III with
biphenyl linkers had greater potency as in vitro antifungal
agents than as antibacterial agents, possessed minimal toxicity,
and exhibited no resistance through multiple generations.[21]
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Figure 1. General structures of N-aryl and N-amidino-substituted bishydra-
zones (families I–III), and monohydrazones (family IV). The square represents
the hydrocarbon platform separating these hydrazone groups in families I–
III.
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Further work disclosed that no particular advantage accrued to
symmetrical bishydrazones relative to comparable monohydra-
zones in which an aryl or heteroaryl group replaced the
biphenyl linker in III. The monohydrazones IV (i. e., compounds
1–7 in Figure 2) bearing fluorinated aryl or heteroaryl groups
possessed not only the positive spectrum of drug attributes
seen for the bishydrazones III but also surprising potency and
selectivity for ten fungal strains in the C. auris family.

Results and Discussion

Synthesis. The synthesis of 35 family IV monohydrazones in
seven series (1–7), each comprised of six compounds with
varied R2 groups (a–f) entailed the condensation of either
substituted aldehydes (i. e., benzaldehyde, 3-fluorobenzalde-
hyde, 4-fluorobenzaldehyde, 4-chlorobenzaldehyde, 4-meth-
oxybenzaldehyde, 2,4-difluorobenzaldehyde) or acetophenone
with 1–2 equivalents of substituted phenylhydrazines at 80 °C
to yield 1a–7f in 26–98% yields (Figure 2).

Antifungal activity by determination of minimum inhib-
itory concentration (MIC) values. To provide comparable data
for monohydrazones in family IV relative to their previously
reported counterparts, namely the bishydrazones in family III,
we first tested the 35 monohydrazones 1a–7f against a panel
of seven strains (A–G) of Candida albicans: ATCC 10231(R) (A),
ATCC 64124(R) (B), ATCC MYA-2876(S) (C), ATCC 90819(R) (D),
ATCC MYA-2310(S) (E), ATCC MYA-1237(R) (F), and ATCC MYA-
1003(R) (G) (Table 1). We also explored their activity against a
panel of three non-albicans Candida strains: Candida glabrata
ATCC 2001 (H), Candida krusei ATCC 6258 (I), and Candida
parapsilosis ATCC 22019 (J) (Table 1). Throughout this study, we
employed a range of concentrations varying from 0.03 to

31.3 μg/mL for monohydrazones 1a–7f, as well as for the
commercially available, positive antifungal controls, amphoter-
icin B (AmB), caspofungin (CFG), fluconazole (FLC), and
voriconazole (VRC). In Table 1, MIC-0 values (i. e., no visible
growth) were reported for monohydrazones 1a–7f and for the
positive controls AmB and CFG, and MIC-2 values (i. e., 50%
growth inhibition) were reported for FLC and VRC against all
fungal strains tested. Herein, we defined antifungal activity as
excellent (�1.95 μg/mL), good (3.9–7.8 μg/mL), or poor (�
15.6 μg/mL) based on MIC values, and we utilized a color
scheme (excellent, green; good, yellow; and poor, pink) to
provide an overall visual picture of the performance of
individual monohydrazones versus positive controls.

From a quick glance at the data reported in Table 1, we
observed that compounds 5a and 7a generally displayed poor
activity against the ten strains (A–J) tested, and we excluded
them from additional biological studies but not additional MIC
values determination. The 33 remaining monohydrazones
synthesized displayed excellent to good activity against these
ten fungal strains. A detailed analysis of the seven series (i. e.,
series 1–7) led to the following conclusions. Monohydrazones
1a–1f with no substituents in the benzylidine portion of the
monohydrazones (i. e., R1=H; Figure 2) displayed excellent to
good activity against strains A–J (0.49–7.8 μg/mL) with the
exception of compounds 1a (MIC=15.6 μg/mL against H), 1c
(MIC �15.6 μg/mL against E and H), 1d (MIC=15.6 μg/mL
against E), and 1e (MIC �15.6 μg/mL against E and J).
Monohydrazones 2a–2f with meta-fluorobenzylidene structures
(i. e., R1=m-F; Figure 2) displayed excellent to good activity
(0.06–7.8 μg/mL) against all fungal strains tested with exception
of compounds 2a, 2b, 2c, 2e, and 2f against strains E and H
(15.6 μg/mL), strain F (15.6 μg/mL), strains D and G (15.6 μg/
mL), strains H and J (15.6 and 31.3 μg/mL), and strains B and F

Figure 2. Synthetic scheme for the preparation of compounds 1a–7f in family IV.
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(15.6 μg/mL), respectively. Monohydrazones 3a, 3c, 3d, and 3f
with para-fluorobenzylidene structures (i. e., R1=p-F; Figure 2)
displayed excellent to good activity against strains A-J (0.12–
7.8 μg/mL), but compounds 3c, 3d, and 3f displayed poor
activity (15.6–31.3 μg/mL) against strains (D, G, and H), strains (E
and J), and strain E, respectively. In the case of monohydrazones
4a–4f with para-chlorobenzylidene structures (i. e., R1=p-Cl;
Figure 2), these compounds displayed excellent to good activity
against strains A–C, F, G, and I (0.49–7.8 μg/mL) with the
exception of compounds 4c and 4e, which displayed poor
activity against strains I, and strains B, C, and G, respectively. In
the case of monohydrazones 5a–5f with para-meth-

oxybenzylidene structures (i. e., R1=p-OMe; Figure 2), com-
pounds 5c, 5d, and 5f exhibited excellent to good activity
(0.24–7.8 μg/mL) against the whole panel of ten fungal strains
tested, with the exception of compound 5d against strain E
(15.6 μg/mL). Compound 5e displayed good activity against
strains B, C, F, G, and I (3.9–7.8 μg/mL). In the case of
monohydrazones 6a–6h with ortho,para-difluorobenzylidene
structures (i. e., R1=o,p-diF; Figure 2) compounds 6a, 6b, 6d,
6f, and 6h exhibited excellent to good activity (0.06–7.8 μg/mL)
against strains A–J with the exception of compounds 6a, 6b,
6d, and 6h against strain H (15.6 μg/mL), strain D (15.6 μg/mL),
strain D (15.6 μg/mL), and strains B and D (15.6 μg/mL),

Table 1. MIC values (μg/mL) determined for compounds 1a–7a as well as the antifungal controls AmB, CFG, FLC, and VRC against seven Candida albicans
strains (A–G) and three non-albicans Candida strains (H–J). The LogP values calculated in ChemDraw and Molinspiration are also provided.
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respectively. Compounds 6c and 6g exhibited excellent to
good activity against strains A, C, E–G, and I (0.24–7.8 μg/mL)
and strains A, C, E, I, and J (0.12–7.8 μg/mL), respectively. Finally,
monohydrazone 7f with a 1-phenylethylidene structure (i. e.,
R1=H; Figure 2) displayed excellent to good activity (0.24–
7.8 μg/mL) against strains A–C, E–G, I, and J. In summary,
perhaps best grasped from the green and yellow colors in
Table 1, a comparison with the FDA-approved antifungal
agents, AmB, CFG, FLC, and VRC with some of these mono-
hydrazones revealed that monohydrazones exhibited compara-
ble or superior activity against strains A, B, F, G, and I.

We next explored the activity of representatives monohy-
drazones (i. e., 1a, 1c, 1d, 1e, 1f, 2b, 2d, 2f, 4c, 4d, 5e, 6b,
and 7a) against three Aspergillus strains: Aspergillus flavus ATCC
MYA-3631 (K), Aspergillus nidulans ATCC 38163 (L), and
Aspergillus terreus ATCC MYA-3633 (M) (Table S1). We found all
of the representative monohydrazones tested to be generally
inactive as antifungal agents against Aspergillus strains. As a
result, we decided against testing the remaining 22 compounds
against these three Aspergillus strains. From all of the observa-
tions made on compounds 1a–7f, we concluded that com-
pounds 1d, 2b, 2d, 2e, 3a, 3f, 4b, 5c, 5d, 5f, 6b, 6c, 6d, and
7f displayed the best overall activity. It is important to point
out that these compounds maintained activity against the FLC-
resistant C. albicans strain.

Based on the promising antifungal activities observed in
Table 1, we selected seven of the best compounds (i. e., 2b, 3f,
4b, 5f, 6b, 6d, and 7f) and two of the worst (i. e., 5a and 7a as
negative controls) for further testing against a panel of ten C.
auris strains (AR Bank # 0381–0390) and ten other fungal strains
including three Candida duobushaemulonii strains (AR Bank #

0391, AR Bank # 0392, and AR Bank # 0394), two Candida
haemulonii strains (AR Bank # 0393, and AR Bank # 0395), two
Saccharomyces cerevisiae strains (AR Bank # 0399 and AR Bank #
0400), and one each of the following strains: Kodameae ohmeri
(AR Bank # 0396), Candida krusei (AR Bank # 0397), and Candida
lusitaniae (AR Bank # 0398) (Table 2). Using a concentration
range of 0.015–31.3 μg/mL for the nine selected monohydra-
zones and using AmB, CFG, FLC, and VRC as positive controls,
we obtained MIC-0 values (i. e., no visible growth) for the
monohydrazones and the control AmB, and the MIC-2 values
(i. e., 50% growth inhibition) for CFG, FLC, and VRC. Monohy-
drazones 2b, 3f, 4b, 5f, 6d, and 7f displayed excellent to good
activity (0.015–7.8 μg/mL) against all 20 strains tested. Com-
pound 6b exhibited excellent to good activity (0.24–7.8 μg/mL)
against most of the strains tested, with the exception of strains
AR Bank # 0383–0385, AR Bank # 0387, AR Bank # 0389, AR
Bank # 0399, and AR Bank # 0400 (15.6–31.3 μg/mL). As
expected based on their poor activity against C. albicans,
compounds 5a and 7a displayed poor activity against the ten
C. auris strains tested. However, compound 5a displayed
excellent to good activity (0.12–7.8 μg/mL) against C. duobush-
aemulonii, C. haemulonii, S. cerevisiae, K. ohmeri, C. krusei, and C.
lusitaniae. On the other hand, compound 7a only displayed
excellent activity (0.49–0.98 μg/mL) against strains AR Bank #
0393, AR Bank # 0395, and AR Bank # 0397. Overall, as shown in
Table 2, the most active monohydrazones, namely 2b, 3f, 4b,
5f, 6b, 6d, and 7f, displayed excellent activity against a panel
of ten C. auris (AR Bank # 0381–0390) and ten other fungal
strains (AR Bank # 0391–0400). Excluding the C. auris strains,
monohydrazones 5a and 7a showed promise against other K.
ohmeri and other Candida strains.

Table 2. MIC values (μg/mL) determined for compounds 1a–7a as well as the antifungal controls AmB, CFG, FLC, and VRC against ten Candida auris strains
(AR Bank # 0381-0390) and ten other fungal strains (AR Bank # 0391-0400).
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The monohydrazones used in this study were synthesized
by condensation reaction between substituted aldehydes with
substituted phenylhydrazines. We performed a checkerboard
assay where benzaldehyde derivatives and phenylhydrazine
derivatives were tested in combination to evaluate the activity
of the components used for the synthesis of monohydrazones
(Table S2). For checkerboard assay we considered monohydra-
zones 3f, 4b, and 6d. Thus, the corresponding benzaldehyde
derivatives and phenylhydrazine derivatives used for their
synthesis were utilized in the assay. The aldehyde derivatives by
themselves did not exhibit any antifungal activity at 31.3 μg/
mL. The phenylhydrazine derivatives exhibited excellent anti-
fungal activity by themselves with MIC values in the range of
0.06–1.95 μg/mL, which are comparable to their monohydra-
zone counterparts. When tested in combination, these benzal-
dehyde derivatives and phenylhydrazine derivatives exhibited
an additive effect. These data indicate that the activity that we
observe for our monohydrazones do not result from molecules
that would have been degraded. Additionally, we explored the
stability of monohydrazone 4b as a representative by incubat-
ing it in the RPMI medium that was used for antifungal testing.
Compound 4b was stable even after 6 days, as observed by
liquid chromatography-mass spectrometry (LC-MS) (Fig-
ure S109).

Structure-activity relationship (SAR) analysis. The substitu-
tion pattern and identity of the substituent(s) in rings A (R1) and
B (R2) had a considerable influence on the activity of these
monohydrazones. When investigating the effect of the R2
substituent while keeping R1 constant (i. e., comparing the
monohydrazones within each series), we observed that when
R1=H (series 1, Figure 2), the introduction of either o,p-diF (1f),
p-Cl (1d), or H (1a) as R2 substituents resulted in better
antifungal activity than other substituents (i. e., m-F, p-F and p-
OMe). For series 2 (R1=m-F), compounds 2b, 2d, and 2e that
displayed excellent activity had m-F, p-Cl, and p-OMe as R2
substituents. In addition, when the R1 groups=p-F, p-Cl, or p-
OMe (series 3, series 4, or series 5, Figure 2), the most active
monohydrazones in each series (i. e., (3a, 3f, and 3d), (4b, 4a,
and 4c), and (5 f, 5c, and 5d)) possessed (H, o,p-diF, and p-Cl),
(m-F, H, and p-F), and (o,p-diF, m-F, and p-Cl) as R2 substituents,
respectively. In series 6 (R1=o,p-diF), the R2 substituents p-Cl
(6d), m-F (6b), and o,p-diF (6f) resulted in better activity than
the activity observed with other substituents (i. e., H, p-F, p-
OMe, o,m-diF, and m,m-diF). In general, we observed that in
each series (1–6), the majority of the most active monohydra-
zones had either p-Cl (d) and/or o,p-diF (f) as R2 substituents.

When looking at the effect of the R1 substituent while
keeping R2 constant (i. e., comparing 1a–6a, 1b–6b, etc.), we
found that the monohydrazones displaying the best antifungal
activity generally did not have the same R1 substituents. In the
case of compounds with R2=H (1a, 2a, 3a, 4a, 5a, and 6a),
the most active compounds 3a, 1a, and 6a had p-F, H, and o,p-
diF as R1 substituents. For monohydrazones with R2=m-F (b),
the introduction of m-F and o,p-diF as R1 substituents resulted
in compounds 2b and 6b with better overall antifungal activity
than those with other substitution patterns. The most active
compounds in the case of monohydrazones with R2=p-F,

compounds 5c, 6c, and 1c possessed p-OMe, o,p-diF, and H as
R1 substituents. When R2 group=p-Cl, the most active com-
pounds 6d, 5d, and 2d possessed o,p-diF, p-OMe, and m-F as
R1 substituents. In addition, for compounds with R2=p-OMe or
o,p-diF the most active monohydrazones had m-F or H (2e and
1e), and p-OMe, p-F, and o,p-diF (5f, 3f, and 6f) as R1
substituents. Overall, we observed that most of the monohy-
drazones with the best antifungal activity with diverse R2
groups were from series 6 with R1=o,p-diF with the sole
exception of the monohydrazone with R2=p-OMe (6e).

Since the monohydrazones with o,p-diF groups as either R1
or R2 substituent displayed broad-spectrum activity against the
fungal strains tested, we explored the effect of R2=o,m-diF and
m,m-diF substituents on antifungal activity. The monohydra-
zones 6g (R1=o,p-diF, R2=o,m-diF) and 6h (R1=o,p-diF, R2=

m,m-diF) were compared to 6f (R1=o,p-diF, R2=o,p-diF). In
both cases, the introduction of o,m-diF and m,m-diF as R2
substituents led to a decrease in activity profile against the
whole panel of fungal strains compared to the o,p-diF analogue
6f. Next, we explored the effect of regioisomers by comparing
series 2 (R1=m-F) with series 3 (R1=p-F). We observed that the
compounds 3a (R1=p-F, R2=H) and 3f (R1=p-F, R2=o,p-diF)
performed better than their counterparts 2a (R1=m-F, R2=H)
and 2f (R1=m-F, R2=o,p-diF), whereas compounds 2c (R1=m-
F, R2=p-F) and 2d (R1=m-F, R2=p-Cl) displayed better activity
compared to 3c (R1=p-F, R2=p-F) and 3d (R1=p-F, R2=p-Cl).
From the data reported above, we were unable to point to the
superiority of one regioisomeric series over another. We then
evaluated the impact of the specific halogen on antifungal
activity by comparing series 3 and series 4 (p-F vs p-Cl).
Compounds 3a (R1=p-F, R2=H), 3d (R1=p-F, R2=p-Cl), and 3f
(R1=p-F, R2=o,p-diF) exhibited better broad-spectrum activity
against various strains than their corresponding counterparts
4a (R1=p-Cl, R2=H), 4d (R1=p-Cl, R2=p-Cl), and 4f (R1=p-Cl,
R2=o,p-diF). In this case, monohydrazones where R1=p-F
performed significantly better their counterparts where R1=p-
Cl. Finally, we explored the effect of a methyl group (where
X=Me) on the monohydrazone activity by comparing 7a with
1a and 1f with 7f. The addition of a methyl group in
compound 1a (where X=H) resulted in compound 7a (where
X=Me) with decreased antifungal activity against all the strains
tested. In contrast, when we compared 1f with 7f, the addition
of a methyl group resulted in a considerable increase in
antifungal activity. Overall, compounds 3a, 5f, 6d, 5c, 2b, 3f,
7f, 6b, 5d, 1d, 2d, 2e, 4b, and 6c displayed the broadest
spectrum of activity based on their MIC values.

Hemolysis assay. Potency and SAR development are only
one facet of antimicrobial drug development. Since the
monohydrazones displayed potency and broad-spectrum anti-
fungal activity, it was additionally important to establish that
these agents showed selectivity for fungal cells over mamma-
lian cells. Thus, we investigated the hemolytic activity for the
most promising monohydrazones 2b, 3f, 4b, 5f, 6d, and 7f, as
well as controls AmB and VRC against murine red blood cells
(mRBCs) (Figure 3 and Table S3). In order to simplify the
discussion, a specific threshold value of 10% hemolysis was
considered. Monohydrazones 2b and 5f displayed 10%
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hemolysis at values >15.6 μg/mL (1- to 1040-fold of their
overall MIC values), whereas monohydrazone 6d displayed 10%
hemolysis at a value of 15.6 μg/mL (1- to 260-fold of its overall
MIC values). Monohydrazone 3f displayed <10% hemolysis at
concentrations of 31.3 μg/mL (2- to 260-fold of its overall MIC
values). Finally, monohydrazones 4b and 7f displayed 10%
hemolysis at 7.8 and >7.8 μg/mL (0- to 520-fold of their overall
MIC values). Overall, the monohydrazones 2b, 3f, 5f, 6d, and
7f displayed little to no hemolysis of mRBCs at either
concentrations of 15.6 or 31.3 μg/mL that lie well above their
MIC values. The 50% hemolysis (HC50) values were calculated
for these compounds and are presented in Figure 3. For all the
compounds tested the calculated HC50 values were >14 μg/mL,
which emphasizes the observed low hemolysis values for these
compounds.

Cytotoxicity. It was also important to consider the toxicity
of these monohydrazones towards mammalian cell lines. The
toxicity profile of compounds 2b, 3f, 4b, 5f, 6d, and 7f, as well
as controls AmB and VRC (within a concentration range of 0.12–
31.3 μg/mL) was investigated against three mammalian cell
lines A549, J774A.1, and HEK-293 (Figure 4). When tested
against all three mammalian cell lines at 31.3 μg/mL, none of
the monohydrazones tested displayed toxicity (with the
exception of 4b against J774A.1 that displayed 86% cell
survival at that concentration). The excellent MIC values of
these monohydrazones combined with the fact that none of
them exhibited toxicity to mammalian cell lines at the highest
concentration provided still further evidence that these agents
warranted additional biological evaluation.

Time-kill studies. A time-kill kinetics assay was used to
determine whether the monohydrazones are fungistatic and
simply inhibit growth, or are fungicidal and kill fungal cells.
Compounds 2b, 3f, 4b, 5f, 6d, and 7f were tested at 1=2 × , 1× ,
and 4× MIC against C. albicans ATCC 10231 (strain A) to observe

the dose-dependent effect and also to account for any normal
variations in MIC values (Figures 5 and S106). In addition, AmB
at 1× MIC and VRC at 1× MIC-0 against C. albicans ATCC (strain
A) were also evaluated for comparison purposes. Fungicidal
activity is defined as at least a three log10-fold decrease in

Figure 3. 2D bar graph normalized at 100% depicting the dose-dependent
hemolytic activity and calculated HC50 values of monohydrazones 2b, 3f,
4b, 5f, 6d, 7 f, as well as AmB and VRC against mRBCs. mRBCs were treated
and incubated for 1 h at 37 °C with monohydrazones, AmB, and VRC at
concentrations ranging from 0.24 to 31.3 μg/mL. Triton X-100® (TX) (1% v/v)
was used as a positive control (100% hemolysis). Note: The corresponding
non-normalized data are presented in Figure S104.

Figure 4. 2D bar graph normalized at 100% depicting the dose-dependent
cytotoxic activity of monohydrazones 2b, 3 f, 4b, 5f, 6d, 7f, as well as AmB
and VRC against A. A549, B. J774A.1, and C. HEK-293 cell lines. Note: For
Triton X-100® (TX) the eight bars are colored differently which corresponds to
colors of the respective compounds for which TX was used as a positive
control. Note: The corresponding non-normalized data are presented in
Figure S105.
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colony forming units (CFU), and this level of decrease is
observed with the monohydrazones at the 1× MIC concen-
tration. A three log10-fold decrease was observed for compound
2b at the 1=2 × MIC concentration (half of the MIC concentration
of this compound against this particular fungal strain; e.g., If
MIC is 0.49 μg/mL, then 1=2 × MIC is 0.24 μg/mL), compounds
2b, 4f, and 5f at the 1× MIC concentration, and all tested at

the 4× MIC concentration. CFU counts were confirmed by
adding the metabolic dye resazurin at the 24 h time point and
observing the amount of color change over the following two
days where no growth is indicated by a blue color (Figure S106,
panel A). By 72 h, only four sample tubes with C. albicans
remain blue and these samples include 2b at 4× , 5f at 1× and
4× , and 7f at 4× . A screen with the resazurin was performed

Figure 5. Time-kill kinetics for compounds A. 2b, B. 3 f, C. 4b, D. 5f, E. 6d, and F. 7 f at 1=2 × , 1× , and 4× MIC as well as AmB 1× MIC and VRC at 1× MIC-0
against C. albicans ATCC (strain A). To confirm CFU counts, the metabolic dye, resazurin, was added at 24 h. The corresponding images with resazurin for 24 h,
48 h, and 72 h are presented in Figure S106. A screen against C. auris AR # 0384 and C. auris AR # 0390 is also presented in Figure S106.
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with C. auris AR Bank # 0384 and # 0390 (Figure S106, panels B
and C). Except for compound 6d, which had growth at 72 h at
the 1× concentration, all monohydrazones at 1× and 4×
concentrations inhibited C. auris growth up to 72 h. The
fungicidal activity at and above MICs shows the potential of the
monohydrazones to clear, not just halt, a fungal infection.

Efficacy of monohydrazones against biofilms. Fungal
biofilms[6a] are a protective mechanism that allow fungal cells to
survive harsh conditions including those that may exist within
the human body. These biofilms commonly occur, for example,
on medical devices such as catheters. Once biofilms are formed,
it is significantly more difficult to eliminate the fungal cells than
in their absence. The ability of compounds 2b, 3f, 4b, 5f, 6d,
and 7f, as well as controls AmB and VRC were assessed against
C. albicans ATCC 10231 (strain A), C. auris AR Bank # 0384, and
C. auris AR Bank # 0390 in two biofilm studies: (i) prevention of
biofilm formation and (ii) destruction of pre-formed biofilms.

Prevention of biofilm formation. A large fungal load was
exposed to the monohydrazones at time 0 h to evaluate the
ability of the compounds to prevent Candida biofilm formation
(Table 3, Figure S107). We determined the sessile MIC (SMIC) for
50% and 90% inhibition of biofilm formation as compared to
the no drug control. Monohydrazones 2b and 4b displayed
excellent activity similar to VRC with SMIC50 values of 1.95 μg/
mL against C. albicans ATCC 10231 (strain A), which is 4-fold
greater than the MIC. Monohydrazones 5f and 6d also had
good activity against C. albicans with SMIC50 of 7.8 and 3.9 μg/
mL, respectively, and 7f also had some activity as well. Two
monohydrazones, 4b and 7f, displayed good activity against
one C. auris strain, C. auris AR Bank # 0384, with SMIC50 values
of 7.8 μg/mL. Monohydrazones 2b, 5f, and 6d also displayed
poor activity against C. auris AR Bank # 0384 while compounds
4b, 5f, 6d, and 7f displayed poor activity against C. auris AR

Bank # 0390 with SMIC50 values of 15.6 μg/mL. Monohydrazones
4b and 6d were the most promising as they display SMIC90

values of 7.8 μg/mL against C. albicans (16-fold greater than
MIC) and 15.6–31.3 μg/mL against the C. auris strains which is 4-
to 16-fold greater than their MIC values against the same
strains.

Destruction of pre-formed biofilms. Although the monohy-
drazones were able to prevent biofilm formation, we also
evaluated their ability to destroy a pre-formed biofilm (treat-
ment after 24 h) (Table 4). Overcoming the problem a biofilm
presents is challenging, and reflecting this challenge, we report
SMIC50 values because no monohydrazones were able to
decrease biofilm activity by 90%. Against C. albicans ATCC
10231 (strain A), compounds 4b and 7f display SMIC50 values of
31.3 μg/mL, which matched the value for VRC. Against both C.
auris strains, compounds 2b, 4b, and 6d displayed SMIC50

values of 15.6–31.3 μg/mL, which were better than VRC. Overall,
compounds 4b and 6d performed the best against biofilms. In
both the prevention of biofilm formation and destruction of a
pre-formed biofilm assays, the monohydrazones appear to have
similar activity to VRC, but very little activity compared to AmB.

Resistance development. To evaluate the potential of fungi
to develop resistance to the monohydrazones, we repeatedly
exposed C. auris AR Bank # 0390 to the monohydrazones at 1=2 ×
MIC to simulate fungal drug exposure in a clinical setting
(Figure 6). Compounds 2b, 3f, 4b, 5f, and 6d, as well as
controls AmB were investigated. Compound 7f was not
included due to degradation of the compound when kept in
solution. While normal variations in MIC values occurred, no
significant changes in MIC values were observed as the MIC
values remained within 8-fold of the original MIC value.
Considering the generally long duration of treatment with
antifungal drugs, this is a promising result that suggests that a

Table 3. SMIC50 and SMIC90 values (μg/mL) for prevention of biofilm formation determined for compounds 2b, 3 f, 4b, 5f, 6d, 7 f as well as the antifungal
controls AmB and VRC against three fungal strains.

Table 4. SMIC50 values (μg/mL) for destruction of a pre-formed biofilm determined for compounds 2b, 3f, 4b, 5f, 6d, 7f as well as the antifungal controls
AmB and VRC against three fungal strains.
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fungal strain is not likely to develop resistance to the
monohydrazones, even after repeated exposures.

Conclusions

In summary, we developed a synthesis of substituted mono-
hydrazones 1a–7f and performed a detailed study of antifungal
activity of the compounds 1a–7f against a panel of seven
strains of C. albicans and three strains of non-albicans Candida.
Commercially available antifungal agents, AmB, CFG, FLC, and
VRC were used as positive controls. These SAR studies identified
compounds 3a, 5f, 6d, 5c, 2b, 3f, 7f, 6b, 5d, 1d, 2d, 2e, 4b,
and 6c as having the broadest spectrum of activities based on
their MIC values. The seven best compounds (2b, 3f, 4b, 5f,
6b, 6d, and 7f) and two of the worse (5a and 7a to serve as
negative controls) were further tested against a panel of ten C.
auris and ten other fungal strains. The monohydrazones 2b, 3f,
4b, 5f, 6d, and 7f displayed excellent to good activity (0.015–
7.8 μg/mL) against all 20 strains tested. In comparison with the
FDA-approved drug VRC, monohydrazones 2b, 3f, 5f, 6d, and
7f displayed little to no hemolysis of mRBCs at concentrations
of either 15.6 or 31.3 μg/mL. In addition, none of the
monohydrazones 2b, 3f, 5f, 6d, and 7f exhibited toxicity
against three mammalian cell lines, A549, J774A.1, and HEK-293.
A time-kill assay over a 24 h period using compounds 2b, 3f,
4b, 5f, 6d, and 7f against C. albicans ATCC 10231 (strain A)
indicated the monohydrazones were fungicidal at and/or above
their MIC values. Compounds 2b, 3f, 4b, 5f, 6d, and 7f, as well
as controls AmB and VRC were assessed against C. albicans
ATCC 10231 (strain A), C. auris AR Bank # 0384, and C. auris AR
Bank # 0390 in two biofilm studies: (i) prevention of biofilm
formation and (ii) destruction of pre-formed biofilms. The
monohydrazones were able to prevent the formation of biofilm
against these representative strains. When exposed to com-
pounds 2b, 3f, 4b, 5f, and 6d over 15 passages, C. auris AR

Bank # 0390 developed no resistance. A possible mechanism by
which these fluorinated aryl- and heteroaryl-substituted hydra-
zones might exert their pharmacological effects is by interfering
with DNA-protein interactions. Additional studies to determine
the mechanism of the action of these compounds will be
reported in due course. In conclusion, the fluorinated aryl-and
heteroaryl-substituted monohydrazones reported herein display
promise as a new family of antifungal agents.

Experimental Section
All experimental procedures along with compound characteriza-
tions are reported in the Supporting Information.

Abbreviations

AmB amphotericin B
ATCC American Type Culture Collection
CFG caspofungin
FLC fluconazole
LC–MS liquid chromatography-mass spectrometry
MIC minimum inhibitory concentration
mRBCs murine red blood cells
SAR structure-activity relationship
SMIC sessile minimum inhibitory concentration
VRC voriconazole

Acknowledgements

The work was supported by start-up funds from the College of
Pharmacy at the University of Kentucky (to S.G.-T.). D.S.W. was
supported by NIH R01 CA172379, the Office of the Dean of the
College of Medicine, the Markey Cancer Center, the Center for
Pharmaceutical Research and Innovation (CPRI) in the College of
Pharmacy, NIH P20 RR020171 from the National Institute of
General Medical Sciences, NIH P20GM130456, and the National
Center for Advancing Translational Science (UL1 TR000117 and
UL1 TR001998). This manuscript’s contents are solely the responsi-
bility of the authors and do not necessarily represent the official
views of the NIH, NSF, or of the NIGMS. We also thank Sarah A.
Foree for help with determining some MIC values as a part of the
University of Kentucky SURP. We are also grateful to writers at The
New York Times who sparked our interest in finding treatments for
Candida auris and whose commitment to discovery and the truth
matches our own.

Conflict of Interest

D.S.W. has partial ownership of a new-start company, Epionc,
Inc., that seeks to develop compounds discovered at the
University of Kentucky as commercial agents. D.S.W. disclosed
this information and complied with requirements to mitigate
any potential conflicts of interest in accord with University of
Kentucky policy.

Figure 6. Graph illustrating fold changes in MIC values (Δ MIC) over 15 serial
passages for monohydrazones 2b, 3 f, 4b, 5 f, 6d, as well as AmB against C.
auris AR Bank # 0390. Note: starting MIC values were 0.24, 0.49, 0.49, 0.49,
1.95, and 0.98 μg/mL, respectively.

ChemMedChem
Full Papers
doi.org/10.1002/cmdc.202000626

9ChemMedChem 2020, 15, 1–11 www.chemmedchem.org © 2020 Wiley-VCH GmbH

These are not the final page numbers! ��

Wiley VCH Freitag, 16.10.2020

2099 / 182266 [S. 9/11] 1

https://doi.org/10.1002/cmdc.202000626


1

2

3

4

5

6

7

8

9

10

11

12

13

14

15

16

17

18

19

20

21

22

23

24

25

26

27

28

29

30

31

32

33

34

35

36

37

38

39

40

41

42

43

44

45

46

47

48

49

50

51

52

53

54

55

56

57

Keywords: Biofilm · Candida auris · Cytotoxicity · Drug
resistance · Hemolysis · Monohydrazones

[1] a) G. J. Alangaden, Infect Dis. Clin. North Am. 2011, 25, 201–225; b) J. J.
Caston-Osorio, A. Rivero, J. Torre-Cisneros, Int. J. Antimicrob. Agents
2008, 32 Suppl 2, S103–109; c) M. Fosso, M. N. AlFindee, Q. Zhang, P.
Nziko Vde, Y. Kawasaki, S. K. Shrestha, J. Bearss, R. Gregory, J. Y.
Takemoto, C. W. Chang, J. Org. Chem. 2015, 80, 4398–4411; d) J.
Perlroth, B. Choi, B. Spellberg, Med. Mycol. 2007, 45, 321–346; e) G.
Suleyman, G. J. Alangaden, Infect. Dis. Clin. North Am. 2016, 30, 1023–
1052.

[2] a) P. G. Pappas, B. D. Alexander, D. R. Andes, S. Hadley, C. A. Kauffman,
A. Freifeld, E. J. Anaissie, L. M. Brumble, L. Herwaldt, J. Ito, D. P.
Kontoyiannis, G. M. Lyon, K. A. Marr, V. A. Morrison, B. J. Park, T. F.
Patterson, T. M. Perl, R. A. Oster, M. G. Schuster, R. Walker, T. J. Walsh,
K. A. Wannemuehler, T. M. Chiller, Clin. Infect. Dis. 2010, 50, 1101–1111;
b) S. Shoham, K. A. Marr, Future Microbiol. 2012, 7, 639–655; c) A. Khan,
E. El-Charabaty, S. El-Sayegh, J. Clin. Med. Res. 2015, 7, 371–378; d) F. P.
Silveira, S. Husain, Med. Mycol. 2007, 45, 305–320.

[3] A. H. Limper, A. Adenis, T. Le, T. S. Harrison, Lancet Infect. Dis. 2017, 17,
e334–e343.

[4] a) N. V. Sipsas, D. P. Kontoyiannis, Int. J. Antimicrob. Agents 2012, 39,
464–471; b) S. Mousset, D. Buchheidt, W. Heinz, M. Ruhnke, O. A.
Cornely, G. Egerer, W. Kruger, H. Link, S. Neumann, H. Ostermann, J.
Panse, O. Penack, C. Rieger, M. Schmidt-Hieber, G. Silling, T. Sudhoff,
A. J. Ullmann, H. H. Wolf, G. Maschmeyer, A. Bohme, Ann. Hematol.
2014, 93, 13–32.

[5] a) D. S. Perlin, R. Rautemaa-Richardson, A. Alastruey-Izquierdo, Lancet
Infect. Dis. 2017, 17, e383–e392; b) N. P. Wiederhold, Infect. Drug Resist.
2017, 10, 249–259; c) M. C. Fisher, N. J. Hawkins, D. Sanglard, S. J. Gurr,
Science 2018, 360(6390), 739–742.

[6] a) K. C. Howard, E. K. Dennis, D. S. Watt, S. Garneau-Tsodikova, Chem.
Soc. Rev. 2020, 49, 2426–2480; b) J. A. Parente-Rocha, A. M. Bailao, A. C.
Amaral, C. P. Taborda, J. D. Paccez, C. L. Borges, M. Pereira, Mediators
Inflammation 2017, 2017, 9870679.

[7] K. Satoh, K. Makimura, Y. Hasumi, Y. Nishiyama, K. Uchida, H. Yamaguchi,
Microbiol. Immunol. 2009, 53, 41–44.

[8] a) R. M. Welsh, M. L. Bentz, A. Shams, H. Houston, A. Lyons, L. J. Rose,
A. P. Litvintseva, J. Clin. Microbiol. 2017, 55, 2996–3005; b) M. Mizusawa,
H. Miller, R. Green, R. Lee, M. Durante, R. Perkins, C. Hewitt, P. J. Simner,
K. C. Carroll, R. T. Hayden, S. X. Zhang, J. Clin. Microbiol. 2017, 55, 638–
640.

[9] a) M. Richtel, The New York Times 2019, April 17, 2019; b) M. Richtel, The
New York Times 2019, May 23, 2019; c) M. Richtel, The New York Times
2019, April 8, 2019; d) M. Richtel, A. Jacobs, The New York Times 2019,
April 6, 2019; e) M. Richtel, A. Jacobs, The New York Times 2019,
September 11, 2019; f) M. Richtel, A. Jacobs, The New York Times 2019,
November 13, 2019.

[10] A. Jacobs, The New York Times 2019, December 26, 2019.
[11] a) N. Thamban Chandrika, S. Garneau-Tsodikova, Chem. Soc. Rev. 2018,

47, 1189–1249; b) H. X. Ngo, S. Garneau-Tsodikova, K. D. Green,
MedChemComm 2016, 7, 1285–1306; c) N. Thamban Chandrika, S.
Garneau-Tsodikova, MedChemComm 2016, 7, 50–68; d) M. Y. Fosso, Y. Li,
S. Garneau-Tsodikova, MedChemComm 2014, 5, 1075–1091.

[12] a) M. Y. Fosso, S. K. Shrestha, K. D. Green, S. Garneau-Tsodikova, J. Med.
Chem. 2015, 58, 9124–9132; b) S. K. Shrestha, M. Y. Fosso, S. Garneau-
Tsodikova, Sci. Rep. 2015, 5, 17070; c) S. K. Shrestha, M. Y. Fosso, K. D.

Green, S. Garneau-Tsodikova, Antimicrob. Agents Chemother. 2015, 59,
4861–4869; d) N. Thamban Chandrika, S. K. Shrestha, N. Ranjan, A.
Sharma, D. P. Arya, S. Garneau-Tsodikova, ACS Infect. Dis. 2018, 4, 196–
207; e) R. I. Benhamou, K. B. Steinbuch, M. Fridman, Chemistry 2016, 22,
11148–11151; f) K. B. Steinbuch, R. I. Benhamou, L. Levin, R. Stein, M.
Fridman, ACS Infect. Dis. 2018, 4, 825–836; g) Y. P. Subedi, P. Roberts, M.
Grilley, J. Y. Takemoto, C. T. Chang, ACS Infect. Dis. 2019, 5, 473–483.

[13] a) N. T. Chandrika, S. K. Shrestha, H. X. Ngo, S. Garneau-Tsodikova,
Bioorg. Med. Chem. 2016, 24, 3680–3686; b) P. Keller, C. Muller, I.
Engelhardt, E. Hiller, K. Lemuth, H. Eickhoff, K. H. Wiesmuller, A. Burger-
Kentischer, F. Bracher, S. Rupp, Antimicrob. Agents Chemother. 2015, 59,
6296–6307.

[14] a) S. K. Shrestha, A. Garzan, S. Garneau-Tsodikova, Eur. J. Med. Chem.
2017, 133, 309–318; b) N. Thamban Chandrika, S. K. Shrestha, H. X. Ngo,
O. V. Tsodikov, K. C. Howard, S. Garneau-Tsodikova, J. Med. Chem. 2018,
61, 158–173; c) N. Thamban Chandrika, S. K. Shrestha, H. X. Ngo, K. C.
Howard, S. Garneau-Tsodikova, Bioorg. Med. Chem. 2018, 26, 573–580;
d) D. Allen, D. Wilson, R. Drew, J. Perfect, Expert Rev. Anti-Infect. Ther.
2015, 13, 787–798; e) H. Bendaha, L. Yu, R. Touzani, R. Souane, G.
Giaever, C. Nislow, C. Boone, S. El Kadiri, G. W. Brown, M. Bellaoui, Eur. J.
Med. Chem. 2011, 46, 4117–4124; f) H. Fakhim, S. Emami, A. Vaezi, S. M.
Hashemi, L. Faeli, K. Diba, E. Dannaoui, H. Badali, Antimicrob. Agents
Chemother. 2017, 61.

[15] a) S. Y. L. Holbrook, A. Garzan, E. K. Dennis, S. K. Shrestha, S. Garneau-
Tsodikova, Eur. J. Med. Chem. 2017, 139, 12–21; b) C. Ji, N. Liu, J. Tu, Z.
Li, G. Han, J. Li, C. Sheng, ACS Infect. Dis. 2020, 6, 768–786.

[16] E. K. Dennis, J. H. Kim, S. Parkin, S. G. Awuah, S. Garneau-Tsodikova, J.
Med. Chem. 2020, 63, 2455–2469.

[17] a) H. X. Ngo, S. K. Shrestha, S. Garneau-Tsodikova, ChemMedChem 2016,
11, 1507–1516; b) S. Thangamani, H. E. Eldesouky, H. Mohammad, P. E.
Pascuzzi, L. Avramova, T. R. Hazbun, M. N. Seleem, Biochim. Biophys.
Acta Gen. Subj. 2017, 1861, 3002–3010; c) T. P. Venturini, F. Chassot, E. S.
Loreto, J. T. Keller, M. I. Azevedo, G. Zeni, J. M. Santurio, S. H. Alves, Med.
Mycol. 2016, 54, 550–555.

[18] a) P. Eggimann, Y. A. Que, J. P. Revelly, J. L. Pagani, J. Hosp. Infect. 2015,
89, 302–308; b) A. L. Mavor, S. Thewes, B. Hube, Curr. Drug Targets 2005,
6, 863–874; c) H. Girishkumar, A. M. Yousuf, J. Chivate, E. Geisler,
Postgrad. Med. J. 1999, 75, 151–153; d) J. Nolla-Salas, A. Sitges-Serra, C.
Leon-Gil, J. Martinez-Gonzalez, M. A. Leon-Regidor, P. Ibanez-Lucia, J. M.
Torres-Rodriguez, Intensive Care Med. 1997, 23, 23–30; e) C. Leon, L.
Ostrosky-Zeichner, M. Schuster, Intensive Care Med. 2014, 40, 808–819.

[19] a) J. Y. Park, N. Bradley, S. Brooks, S. Burney, C. Wassner, Emerging Infect.
Dis. 2019, 25, 601–602; b) E. Adams, M. Quinn, S. Tsay, E. Poirot, S.
Chaturvedi, K. Southwick, J. Greenko, R. Fernandez, A. Kallen, S.
Vallabhaneni, V. Haley, B. Hutton, D. Blog, E. Lutterloh, H. Zucker, W.
Candida auris Investigation, Emerging Infect. Dis. 2018, 24, 1816–1824.

[20] S. K. Shrestha, L. M. Kril, K. D. Green, S. Kwiatkowski, V. M. Sviripa, J. R.
Nickell, L. P. Dwoskin, D. S. Watt, S. Garneau-Tsodikova, Bioorg. Med.
Chem. 2017, 25, 58–66.

[21] N. Thamban Chandrika, E. K. Dennis, S. K. Shrestha, H. X. Ngo, K. D.
Green, S. Kwiatkowski, A. G. Deaciuc, L. P. Dwoskin, D. S. Watt, S.
Garneau-Tsodikova, Eur. J. Med. Chem. 2019, 164, 273–281.

Manuscript received: August 18, 2020
Revised manuscript received: September 28, 2020
Version of record online: ■■■, ■■■■

ChemMedChem
Full Papers
doi.org/10.1002/cmdc.202000626

10ChemMedChem 2020, 15, 1–11 www.chemmedchem.org © 2020 Wiley-VCH GmbH

These are not the final page numbers! ��

Wiley VCH Freitag, 16.10.2020

2099 / 182266 [S. 10/11] 1

https://doi.org/10.1002/cmdc.202000626


1

2

3

4

5

6

7

8

9

10

11

12

13

14

15

16

17

18

19

20

21

22

23

24

25

26

27

28

29

30

31

32

33

34

35

36

37

38

39

40

41

42

43

44

45

46

47

48

49

50

51

52

53

54

55

56

57

FULL PAPERS

Antifungal drug development: The
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fluorinated aryl- and heteroaryl-sub-
stituted monohydrazones are
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ment of novel antifungal agents.
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