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Abstract: Objectives: The ceragenins, or CSAs, were designed to mimic the activities of antimicrobial
peptides and represent a new class of antimicrobial agent. The aim of this study was to comparatively
investigate the antimicrobial activities of first/second generation ceragenins and various antibiotics
against multidrug-resistant (MDR) Klebsiella pneumoniae, including colistin-resistant bacteria. Also,
the synergistic effects of two ceragenins with colistin or meropenem were investigated with
six K. pneumoniae strains presenting different resistant patterns. Methods: Minimal inhibition
concentrations (MICs) were determined by the microdilution method according to the CLSI. Antibiotic
combination studies were evaluated by the time–kill curve method. Results: MIC50 and MIC90 values
of tested ceragenins ranged from 8 to 32 mg/L and 16 to 128 mg/L. Overall, among the ceragenins
tested, CSA-131 showed the lowest MIC50 and MIC90 values against all microorganisms. The MICs of
the ceragenins were similar or better than tested antibiotics, except for colistin. Synergistic activities
of CSA-131 in combination with colistin was found for strains both at 1× MIC and 4× MIC. No
antagonism was observed with any combination. Conclusions: First-generation ceragenins CSA-13
and CSA-44 and second-generation ceragenins CSA-131, CSA-138 and CSA-142 have significant
antimicrobial effects on MDR K. pneumoniae. Mechanisms allowing resistance to clinical comparator
antibiotics like colistin did not impact the activity of ceragenins. These results suggest that ceragenins
may play a role in treating infections that are resistant to known antibiotics.
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1. Introduction:

Klebsiella pneumoniae is highly prevalent in community-acquired and nosocomial infections [1]. The
emergence and spread of multidrug-resistant K. pneumoniae may lead to a major therapeutic challenge,
life-threatening infections, which are an important threat to global health with mortality rates of
40–50% [2]. These bacteria have become sequentially resistant to several classes of antibiotics including
carbapenems, which are often the last resort for the treatment of infections due to extended-spectrum
beta-lactamase (ESBL)-producing isolates worldwide [3]. A limited number of antimicrobial agents
maintain effectiveness against carbapenem-resistant K. pneumoniae, including colistin and tigecycline.
Considering the mortality rate associated with K. pneumoniae infections [4,5] and the prevalence of
drug resistance, development of novel antimicrobials for these pathogens is critical.
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Antimicrobial peptides (AMPs), such as human cathelicidin LL-37 and the defensins, play a
central role in innate immunity. The importance of the activities of molecules becomes clear upon
observation that AMPs are found in organisms ranging from insects to mammals; furthermore, most
clinically relevant bacteria remain susceptible to AMPs. Recognition of these facts has prompted
interest in development of AMPs for clinical use in preventing and treating bacterial infections [6–8].
However, clinical use of peptide therapeutics poses several problems: compounds of the complexity
found among endogenous AMPs (ca. 20−50 amino acids) are relatively expensive to prepare, the
activity of many AMPs is salt-sensitive and peptides are susceptible to proteolytic degradation [8].
Consequently, development of nonpeptide mimics of AMPs may provide a means of using the
antimicrobial mechanisms evolved over years without the disadvantages of peptide therapeutics.
Ceragenins are a family of bile acid derivatives that have been modified to yield an amphiphilic
morphology similar to that of endogenous AMPs [9,10]. The majority of AMPs adopt amphiphilic
secondary structures in which cationic amino acid side chains (i.e., arginine, lysine and histidine) are
oriented on one face of the molecule while hydrophilic side chains are on the opposing face (Figure 1).
In a manner similar to AMPs, ceragenins exhibit rapid bactericidal activity against a broad range of
bacterial species [11,12]. However, the ceragenins have several advantages over AMPs, including their
resistance to proteolysis and their amenability to large-scale synthesis. While most ceragenins are
effective against both gram-negative and gram-positive bacteria, minimal inhibition concentrations
(MICs) of ceragenins are typically lower against gram-positive organisms. The activities of these agents
are exemplified by CSA-13, the most studied of the ceragenins with broad-spectrum antimicrobial
activity. Additionally, previous studies showed that CSA-13 toxicity is comparable to LL-37 in tested
human keratinocytes, and it is not toxic to HatCat cells at bactericidal concentrations [13].
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The antibacterial activities of new ceragenins alone or in combination with other antibiotics have
not been well characterized. In vitro studies of antibacterial activity may be used to select specific
compounds for further development [14]. In the studies described herein, the in vitro activities of
first-generation ceragenins (CSA-13, CSA-44), second-generation CSAs (CSA-131, CSA-138, CSA-142)
against 50 strains of multidrug-resistant (MDR) K. pneumoniae were determined and compared to
MICs of ceftazidime, colistin, tobramycin, levofloxacin and meropenem. In addition, activities of
these ceragenins with colistin or meropenem were measured. The prevalence of infections caused by
K. pneumoniae and the continuous emergence of multidrug-resistant pathogens highlight the need for
development of new therapeutics, especially those that are unlikely to engender bacterial resistance.

2. Materials and Methods

2.1. Bacterial Isolates

For this study, 50 non-duplicate, nosocomially-acquired MDR K. pneumoniae isolates were collected
from the Department of Infectious Diseases and Clinical Microbiology at the teaching hospital of
Istanbul Medipol University (Istanbul, Turkey) in the first six months of 2017. These 50 strains were
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isolated from the following sources; 15 from the respiratory tract, 26 from blood, 9 from sputum.
All strains were identified using API 20E (bioMérieux, Marcy-l’Étoile, France). As a reference strain,
Escherichia coli ATCC 25922 (American Type Culture Collection, Rockville, MD, USA) was used
throughout the susceptibility studies.

2.2. Antimicrobial Agents

Antibioticswere kindly provided by their respective manufacturers. Stock solutions of ceftazidime
(GlaxoSmithKline, Istanbul Turkey), colistin sulphate (Sigma-Aldrich, St. Louis, MO, USA), levofloxacin
(Sanofi Pharmaceuticals Inc, Istanbul, Turkey) and tobramycin (Novartis Pharmaceuticals Corp.,
Istanbul, Turkey) were prepared from dry powders at a concentration of 5120 mg/L and were stored
frozen at −80 ◦C. Frozen solutions of antibiotics were used within 6 months. Meropenem solutions
were prepared on the day of use. Ceragenins (Figure 1) were provided by one of the authors (P.B.S.)
and were synthesized from a cholic acid scaffolding technique as previously described [15].

2.3. Media

Freshly prepared Mueller–Hinton broth (Oxoid Ltd., Basingstoke, UK) was supplemented with
25 mg/L calcium and 12.5 mg/L magnesium and was used for MIC determination and combination
studies. Tryptic soy agar (Oxoid Ltd.) was used for time–kill assays.

2.4. MICs

MICs were determined by the microbroth dilution technique according to the Clinical and
Laboratory Standards Institute (CLSI) [16]. Serial two-fold dilutions ranging from 256 to 0.125 mg/L for
ceftazidime, from 128 to 0.06 mg/L for meropenem, levofloxacin and CSAs, and from 32 to 0.015 mg/L
for tobramycin and colistin were prepared in cation-supplemented Mueller–Hinton broth in 96-well
microtiter plates (TPP, Trasadingen, Switzerland).

2.5. Time–Kill Studies

Time–kill assays were performed on six isolates representing different susceptibility patterns
(two of them were colistin-resistant/meropenem-susceptible MDR strains and two of them
were MDR colistin-susceptible/meropenem-resistant strains and the last two were colistin and
meropenem-susceptible MDR strains). To evaluate concentration-dependent bactericidal activity, these
strains were exposed to one first-generation ceragenin, CSA-13, one second-generation ceragenin,
CSA-131, meropenem and colistin alone at 1× and 4×MIC. The reason for the selection of these agents is
that they were identified as the most effective antimicrobials from our MIC experiments. Also, CSA-13
in combination with colistin or meropenem and CSA-131 in combination with colistin or meropenem
were tested at 1× and 4×MIC following the methods published by the National Committee for Clinical
Laboratory Standards (NCCLS) [17]. Time–kill assays were sampled for colony counts at 0, 2, 4, 6 and
24 h. The lower limit of detection by this method was 20 CFU/mL. According to the NCCLS criteria,
synergy and antagonism were defined as a ≥2 log10 decrease or increase, respectively, in CFU/mL at
24 h for antibiotic combinations as compared with its more active constituent. Indifference was defined
as a <2 log10 change (increase or decrease) in colony count at 24 h by the combination in comparison
with the most active single antimicrobial alone. Bactericidal activity was defined as ≥3 log10 CFU/mL
reduction compared with the initial inoculums within 24 h.

3. Results

The in vitro activities of the antibiotics studied against 50 clinical isolates of MDR K. pneumoniae
are summarized in Table 1. All strains were selected for decreased susceptibility to at least three
different antibiotics groups and according to CLSI breakpoints, they were all MDR strains. All strains
were resistant to ceftazidime (MIC90, 512 mg/L), 13 strains were resistant to colistin (MIC90, 64 mg/L),
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46 strains were resistant to meropenem (MIC90, 128 mg/L), 47 strains were resistant to levofloxacin
(MIC90, 64 mg/L), and to tobramycin (MIC90, 256 mg/L). Based on MIC90 values, colistin was the most
potent agent, followed by meropenem.

Table 1. Comparative in vitro activity of antimicrobial agents against 50 isolates of multidrug-resistant
(MDR) K. pneumoniae (mg/L).

Antibiotics MIC Range MIC50 MIC90
Percent Inhibited at CLSI Breakpoints a

S R

Ceftazidime 16->512 256 >512 0 100
Colistin 0.03–128 0.25 64 74 26

Meropenem 0.5–>128 32 128 8 92
Levofloxacin 0.25–>128 32 64 6 94
Tobramycin 4–512 64 256 12 88

CSA-13 0.5–32 16 32 - -
CSA-44 0.5–32 16 32 - -

CSA-131 0.5–16 8 16 - -
CSA-138 1–32 16 32 - -
CSA-142 1–128 32 128 - -

-, No data. MIC, minimal inhibition concentrations. a CLSI breakpoints for Enterobacteriaceae for susceptibility and
resistance to ceftazidime are ≤8 mg/L and ≥32 mg/L, for colistin are ≤2 mg/L and ≥4 mg/L, for meropenem are
≤4 mg/L and ≥16 mg/L, for levofloxacin are ≤2 mg/L and ≥8 mg/L, for tobramycin are ≤4 mg/L and ≥16 mg/L.
S; susceptible, R; resistant

Ceragenins CSA-13, CSA-44, CSA-131, CSA-138, CSA-142 were also investigated for their activity
against MDR K. pneumoniae strains. Their MIC90’s were determined as 32 mg/L for CSA-13 and CSA-44,
16 mg/L for CSA-131, 32 mg/L for CSA-138 and 128 mg/L for CSA-142.

Time–kill assays were performed on six isolates representing different susceptibility patterns
and the results are given in Figure 2. According to the mean results of the time–kill curve studies,
meropenem was found bactericidal (>3 log10 reduction in live cell count) only at 6 h at 4×MIC. On the
other hand, colistin was found bactericidal at 2 h, 4 h and 6 h at 4×MIC. Although both CSA-13 and
CSA-131 were found bactericidal at 2 h, 4 h and 6 h at the two concentrations tested, these ceragenins
maintained their bactericidal effects at 24 h only at 4×MIC. With CSA-13 at 4×MIC, (≥5 log10 reduction
in live cell count of all MDR-phenotype isolates was observed.

To evaluate possible synergy, indifference or antagonism between antimicrobials used in pairs,
standards outlined by the NCCIS/CLSI were used. Specifically, these are that synergy and antagonism
are defined as a two-log decrease or increase, respectively, in CFU/mL at 24 h for antibiotic combinations
as compared with the more active constituent alone. Indifference is defined as a less than two-log
change (increase or decrease) in colony count at 24 h by the combination in comparison with the more
active single antimicrobial alone. In combination, CSA-13 and colistin showed additive antibacterial
activity for all six of the strains, while the combination of CSA-131 and colistin resulted in synergistic
activity for three of the six strains at 1×MIC. Average bacterial counts from experiments with the six
strains are given in Figure 2. Data for individual strains are included in the supporting information.
The CSA-13 or CSA-131 with meropenem combinations were measured as additive against all six
strains at both 1×MIC and 4×MIC. No antagonism was observed with any combination.
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4. Discussion

Although carbapenems have been used as monotherapy in the treatment of patients with
K. pneumoniae, the emergence of carbapenem resistance in these bacteria has become a global concern.
Even more disconcerting is the fact that many carbapenemase-producing strains are resistant to
multiple other antibiotic classes [18–20]. Similar to previous studies describing resistance profiles of
K. pneumoniae isolates [21,22], we found 26% of isolates studied were colistin-resistant, 88% of the
strains were meropenem-resistant, 92% of the strains were tobramycin-resistant, 96% of the strains
were levofloxacin-resistant and all of the strains were ceftazidime-resistant. When the activities of
single antibiotic agents were compared, colistin was inferior to meropenem, tobramycin or levofloxacin
and ceftazidime against these MDR strains. Although colistin, a polymyxin antibiotic, is used in
the treatment of MDR, especially K. pneumoniae, this high resistance rate of colistin might reflect the
extensive use of antibiotics in clinics in Turkey, and it shows that colistin monotherapy should only be
used after a susceptibility test has been performed.

First- and second-generation ceragenins are new molecules which display antimicrobial activity
against a wide spectrum of bacteria [23–26]. Chin et al. evaluated activity of CSA-13 against clinical
isolates of Pseudomonas aeruginosa, and the MIC50 of the 50 clinical isolates in that study was found
to be 16 mg/L [10]. A previous study showed that ceragenins are active against colistin-resistant
clinical isolates of K. pneumoniae [27]; Hashemi et al. showed that colistin-resistant clinical isolates
of K. pneumoniae gave MICs of 16 to 200 mg/L with colistin, while with the ceragenins their MICs
were relatively low; 2–6 mg/L for CSA-13, 1–2 mg/L for CSA-44, 1–3 mg/L for CSA-131, 1–8 mg/L for
CSA-138 and 2–16 mg/L for CSA-142. In the present study, all ceragenins, except CSA-142, gave at
least two-fold lower MICs, against 50 and 90% (MIC50 and MIC90) of strains tested, than tobramycin,
levofloxacin and ceftazidime, and they were active against all isolates at concentrations comparable
to meropenem. The MIC50s of the all tested ceragenins were four- to eight-fold higher than colistin,
while the MIC90s were two- to four-fold lower than those for colistin. According to their MIC90 values,
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the activity of the five ceragenins ranks as follows: CSA-131 < CSA-13, CSA-44, CSA-138 < CSA-148.
CSA-131 showed the best activity against the MDR strains tested, with MIC50 of 8 mg/L and MIC90

16 mg/L.
In a previous study, the antibacterial activity of ceragenins against gram-negative bacteria was

shown to be dependent in part on the length of the lipid chain extending from the molecule [28]. It
was proposed that this lipid chain provides an anchor into the outer membrane of the bacteria. In the
studies presented herein, CSA-131, with a 12-carbon lipid chain, showed better activity than CSA-13
and CSA-44, both with eight-carbon lipid chains (Table 1). Ceragenin CSA-142, with a six-carbon chain
was the least active. Interestingly, the length of the carbon chain cannot be extended indefinitely to
achieve more active compounds; ceragenins with chain lengths beyond 12 begin to lose activity, and
the addition of one carbon to CSA-131, to give CSA-138, results in a loss of activity.

To quantify rates of reduction in bacterial inocula, population reduction assays were performed
with CSA-13 and CSA-131 against six strains and compared to colistin and meropenem (Figure 2). At
4×MIC for both ceragenins, the inoculum was decreased by at least three logs within 24 h. Also at
4×MIC, the inocula were decreased to the detection limit (one log) within the same time frame for
CSA-13. It should be noted that CSA-13 and CSA-131 substantially reduced bacterial populations
against both meropenem- and colistin-resistant K. pneumoniae strains at 1×MIC and 4×MIC. Similar to
results from the previous study by Pollard et al. [29], we found that there are only minor differences in
the kinetics of antimicrobial activity of ceragenins among the colistin-resistant and colistin-susceptible
strains or the meropenem-resistant and meropenem-susceptible strains. These results suggest that
colistin resistance and meropenem resistance do not significantly influence susceptibility to ceragenins.
Additionally, CSA-13 and CSA-131 gave substantial decreases in bacterial counts (greater than three-log
reductions) at all of the tested concentrations. Notably, bacterial re-growth did not occur for CSA-13
and CSA-131 at 24 h against both resistant and susceptible strains.

The abilities of these ceragenins to hold bacterial populations in check may allow the endogenous
antimicrobial activities of the innate immune system of higher organisms to continue to suppress
bacterial growth. Synergy between innate immune function and ceragenins may allow effective use of
concentrations of ceragenins below 1×MIC. Synergy between ceragenins and other antibiotics has
been described [30,31], and it has been proposed that synergism comes from interactions of ceragenins
with lipid A in the outer membranes of gram-negative bacteria that reduce the permeability barrier
provided by the membranes [32]. The synergy observed with CSA-131 and colistin is also likely due to
enhanced transport of colistin across the outer membranes.

5. Conclusions

Overall, the MICs of ceragenins against colistin- and meropenem-resistant strains and their high
antibacterial activity over 24 h make these compounds attractive investigational therapeutics for
treating infections caused by drug-resistant bacteria.

Author Contributions: Concept—B.O.C.; Design—B.O.C., C.B.G.; Supervision—B.O.C.; Resource—B.O.C., P.B.S.;
Materials—B.O.C., P.B.S.; Data Collection and/or Processing—B.O.C., P.B.S., E.M.K., D.D.C.; Analysis and/or
Interpretation—B.O.C., P.B.S., C.B.G.; Literature Search—B.O.C., P.B.S., E.M.K., D.D.C.; Writing—B.O.C; Critical
Reviews—B.O.C., P.B.S., C.B.G.

Funding: This work was supported by a grant from the Research Fund of The University of Istanbul (Istanbul,
Turkey) [Project no. 52726].

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Podschun, R.; Ullmann, U. Klebsiella spp. as nosocomial pathogens: epidemiology, taxonomy, typing
methods, and pathogenicity factors. Clin. Microbiol. Rev. 1998, 11, 589–603. [CrossRef] [PubMed]

2. Pendleton, J.N.; Gorman, S.P.; Gilmore, B.F. Clinical relevance of the ESKAPE pathogens. Expert. Rev. Anti.
Infect. Ther. 2013, 11, 297–308. [CrossRef] [PubMed]

http://dx.doi.org/10.1128/CMR.11.4.589
http://www.ncbi.nlm.nih.gov/pubmed/9767057
http://dx.doi.org/10.1586/eri.13.12
http://www.ncbi.nlm.nih.gov/pubmed/23458769


Antibiotics 2019, 8, 130 7 of 8

3. Holt, K.E.; Wertheim, H.; Zadoks, R.N.; Baker, S.; Whitehouse, C.A.; Dance, D.; Jenney, A.; Connor, T.R.;
Hsu, L.Y.; Severin, J.; et al. Genomic analysis of diversity, population structure, virulence, and antimicrobial
resistance in Klebsiella pneumoniae, an urgent threat to public health. Proc. Natl. Acad. Sci. USA 2015, 112,
E3574–E3581. [CrossRef]

4. Lim, C.J.; Cheng, A.C.; Kennon, J.; Spelman, D.; Hale, D.; Melican, G.; Sidjabat, H.E.; Paterson, D.L.;
Kong, D.C.; Peleg, A.Y. Prevalence of multidrug-resistant organisms and risk factors for carriage in long-term
care facilities: a nested case-control study. J. Antimicrob. Chemother. 2014, 69, 1972–1980. [CrossRef] [PubMed]

5. Abraham, K.; Dolman, H.S.; Zimmerman, L.H.; Faris, J.; Edelman, D.A.; Baylor, A.; Wilson, R.F.; Tyburski, J.G.
Impact of inappropriate initial antibiotics in critically ill surgical patients with bacteremia. Am. J. Surg. 2015,
3, 593–598. [CrossRef] [PubMed]

6. Pirri, G.; Giuliani, A.; Nicoletto, S.F. Antimicrobial peptides: An overview of a promising class of therapeutics.
Cent. Eur. J. Biol. 2007, 2, 21–33. [CrossRef]

7. Zhang, L.J.; Falla, T.J. Antimicrobial peptides: therapeutic potential. Expert. Opin. Pharmacother. 2006, 7,
653–663. [CrossRef] [PubMed]

8. Jenssen, H.; Hamill, P.; Hancock, R.E.W. Peptide antimicrobial agents Clin. Microbiol. Rev. 2006, 19, 491–511.
[CrossRef] [PubMed]

9. Guan, Q.; Li, C.; Schmidt, E.J.; Boswell, J.S.; Walsh, J.P.; Allman, G.W.; Savage, P.B. Preparation and
characterization of cholic acid-derived antimicrobial agents with controlled stabilities. Org. Lett. 2000, 2,
2837–2840. [CrossRef] [PubMed]

10. Chin, J.N.; Jones, R.N.; Sader, H.S.; Savage, P.B.; Rybak, M.J. Potential synergy activity of the novel ceragenin,
CSA-13, against clinical isolates of Pseudomonas aeruginosa, including multidrug-resistant Pseudomonas
aeruginosa. J. Antimicrob. Chemother. 2008, 61, 365–370. [CrossRef]

11. Vila-Farres, X.; Callarisa, A.E.; Gu, X.; Savage, P.B.; Giralt, E.; Vila, J. CSA-131, a ceragenin active against
colistin-resistant Acinetobacter baumannii and Pseudomonas aeruginosa clinical isolates. Int. J. Antimicrob.
Agents. 2015, 46, 568–571. [CrossRef] [PubMed]

12. Moscoso, M.; Esteban-Torres, M.; Menéndez, M.; García, E. In Vitro Bactericidal and Bacteriolytic Activity
of Ceragenin CSA-13 against Planktonic Cultures and Biofilms of Streptococcus pneumoniae and Other
Pathogenic Streptococci. PLoS ONE 2014, 9, 1–10. [CrossRef] [PubMed]

13. Leszczynska, K.; Namiot, D.; Byfield, F.J.; Cruz, K.; Zendzian-Piotrowska, M.; Fein, D.E.; Savage, P.B.;
Diamond, S.; McCulloch, C.A.; Janmey, P.A. Antibacterial activity of the human host defence peptide LL-37
and selected synthetic cationic lipids against bacteria associated with oral and upper respiratory tract
infections. J. Antimicrob. Chemother. 2013, 68, 610–618. [CrossRef] [PubMed]

14. Pillai, S.K.; Moellering, R.C.; Eliopoulos, G.M. Antimicrobial combinations. In Antibiotics in Laboratory
Medicine, 5th ed.; Lorian, V., Ed.; The Lippincott Williams & Wilkins Co.: Philadelphia, PA, USA, 2005;
pp. 365–440.

15. Lai, X.Z.; Feng, Y.; Pollard, J.; Chin, J.N.; Rybak, M.J.; Bucki, R.; Epand, R.M.; Savage, P.B. Ceragenins: cholic
acid-based mimics of antimicrobial peptides. Acc. Chem. Res. 2008, 41, 1233–1240. [CrossRef] [PubMed]

16. Clinical and Laboratory Standards Institute. Performance Standards for Antimicrobial Susceptibility Testing:
Sixteenth Informational Supplement CLSI document M7-A7; Clinical and Laboratory Standards Institute: Wayne,
PA, USA, 2006.

17. National Committee for Clinical Laboratory Standards. Methods for Determining A Bactericidal Activity of
Antimicrobial Agents: Approved Guideline M26-A; National Committee for Clinical Laboratory Standards:
Wayne, PA, USA, 1999.

18. Villa, L.; Feudi, C.; Fortini, D.; Brisse, S.; Passet, V.; Bonura, C.; Endimiani, A.; Mammina, C.; Ocampo, A.M.;
Jimenez, J.N.; et al. Diversity, virulence, and antimicrobial resistance of the KPC-producing Klebsiella
pneumoniae ST307 clone. Microb. Genom 2017, 3, e000110. [CrossRef] [PubMed]

19. March, A.; Aschbacher, R.; Dhanji, H.; Livermore, D.M.; Böttcher, A.; Sleghel, F.; Maggid, S.; Noaled, M.;
Larcher, C.; Woodford, N. Colonization of residents and staff of a long-term-care facility and adjacent
acute-care hospital geriatric unit by multiresistant bacteria. Clin. Microbiol. Infect. 2010, 16, 934–944.
[CrossRef] [PubMed]

http://dx.doi.org/10.1073/pnas.1501049112
http://dx.doi.org/10.1093/jac/dku077
http://www.ncbi.nlm.nih.gov/pubmed/24710025
http://dx.doi.org/10.1016/j.amjsurg.2015.10.025
http://www.ncbi.nlm.nih.gov/pubmed/26778270
http://dx.doi.org/10.2478/s11535-009-0031-3
http://dx.doi.org/10.1517/14656566.7.6.653
http://www.ncbi.nlm.nih.gov/pubmed/16556083
http://dx.doi.org/10.1128/CMR.00056-05
http://www.ncbi.nlm.nih.gov/pubmed/16847082
http://dx.doi.org/10.1021/ol0062704
http://www.ncbi.nlm.nih.gov/pubmed/10964378
http://dx.doi.org/10.1093/jac/dkm457
http://dx.doi.org/10.1016/j.ijantimicag.2015.08.003
http://www.ncbi.nlm.nih.gov/pubmed/26395218
http://dx.doi.org/10.1371/journal.pone.0101037
http://www.ncbi.nlm.nih.gov/pubmed/25006964
http://dx.doi.org/10.1093/jac/dks434
http://www.ncbi.nlm.nih.gov/pubmed/23134677
http://dx.doi.org/10.1021/ar700270t
http://www.ncbi.nlm.nih.gov/pubmed/18616297
http://dx.doi.org/10.1099/mgen.0.000110
http://www.ncbi.nlm.nih.gov/pubmed/28785421
http://dx.doi.org/10.1111/j.1469-0691.2009.03024.x
http://www.ncbi.nlm.nih.gov/pubmed/19686277


Antibiotics 2019, 8, 130 8 of 8

20. Mansour, W.; Grami, R.; Ben Haj Khalifa, A.; Dahmen, S.; Châtre, P.; Haenni, M.; Aounib, M.; Madeca, J.Y.
Dissemination of multidrug-resistant blaCTX-M-15/IncFIIk plasmids in Klebsiella pneumoniae isolates from
hospital- and community-acquired human infections in Tunisia. Diagn. Microbiol. Infect. Dis. 2015, 83,
298–304. [CrossRef]

21. World Health Organization. Antimicrobial resistance: global report on surveillance 2014. World Health
Organization: Geneva, Switzerland, 2014. Available online: http://apps.who.int/iris/bitstream/10665/112642/

1/9789241564748 (accessed on 26 August 2019).
22. van Duijn, P.J.; Dautzenberg, M.J.; Oostdijk, E.A. Recent trends in antibiotic resistance in European ICUs.

Curr. Opin. Crit. Care. 2011, 17, 658–665. [CrossRef]
23. Li, C.; Peters, A.S.; Meredith, E.L.; Glenn, W.; Allman, G.W.; Savage, P.B. Design and synthesis of potent

sensitizers of Gram-negative bacteria based on a cholic acid scaffolding. J. Am. Chem. Soc. 1998, 120,
2961–2962. [CrossRef]

24. Ding, B.; Guan, Q.; Walsh, J.P.; Boswell, J.S.; Winter, T.W.; Winter, E.S.; Boyd, S.S.; Li, C.; Savage, P.B.
Correlation of the antibacterial activities of cationic peptide antibiotics and cationic steroid antibiotics. J. Med.
Chem. 2002, 45, 663–669. [CrossRef]

25. Hashemi, M.M.; Mmuoegbulam, A.O.; Holden, B.S.; Coburn, J.; Wilson, J.; Taylor, M.F.; Reiley, J.; Baradaran, D.;
Stenquist, T.; Deng, S. Susceptibility of Multidrug-Resistant Bacteria, Isolated from Water and Plants in
Nigeria, to Ceragenins. Int. J. Environ. Res. Public. Health. 2018, 15, 2758. [CrossRef]

26. Bozkurt-Guzel, C.; Savage, P.B.; Akcali, A.; Ozbek-Celik, B. Potential Synergy Activity of the Novel Ceragenin,
CSA-13, against Carbapenem-Resistant Acinetobacter baumannii Strains Isolated from Bacteremia Patients.
BioMed. Res. Int. 2014, 710273. [CrossRef]

27. Hashemi, M.M.; Rovig, J.; Weber, S.; Hilton, B.; Forouzan, M.M.; Savage, P.B. Susceptibility of colistin-resistant,
Gram-negative bacteria to antimicrobial peptides and ceragenins. Antimicrob. Agents. Chemother. 2017, 61.
[CrossRef] [PubMed]

28. Li, C.; Budge, L.P.; Driscoll, C.D.; Willardson, B.M.; Allman, G.W.; Savage, P.B. Incremental conversion of
outer-membrane permeabilizers into potent antibiotics for Gram-negative bacteria. J. Am. Chem. Soc. 1999,
121, 931–940. [CrossRef]

29. Pollard, J.E.; Snarr, J.; Chaudhary, V.; Jennings, J.D.; Shaw, H.; Christiansen, B.; Wright, J.; Jia, W.; Bishop, R.E.;
Savage, P.B. In vitro evaluation of the potential for resistance development to ceragenin CSA-13. J. Antimicrob.
Chemother. 2012, 67, 2665–2672. [CrossRef] [PubMed]

30. Li, C.; Lewis, M.R.; Gilbert, A.B.; Noel, M.D.; Scoville, D.H.; Allman, G.W.; Savage, P.B. Antimicrobial
activities of amine- and guanidine-functionalized cholic acid derivatives. Antimicrob Agents Chemother. 1999,
43, 1347–1349. [CrossRef]

31. Bozkurt-Güzel, Ç.; Savage, P.B.; Gerçeker, A.A. In vitro activities of the novel ceragenin CSA-13, alone or in
combination with colistin, tobramycin and ciprofloxacin against Pseudomonas aeruginosa strains isolated
from cystic fibrosis patients. Chemotherapy 2011, 57, 505–510. [CrossRef]

32. Epand, R.F.; Pollard, J.E.; Wright, J.O.; Savage, P.B.; Epand, R.M. Depolarization, bacterial membrane
composition and the antimicrobial action of ceragenins. Antimicrob. Agents Chemother. 2010, 54, 3708–3717.
[CrossRef]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1016/j.diagmicrobio.2015.07.023
http://apps.who.int/iris/bitstream/10665/112642/1/9789241564748
http://apps.who.int/iris/bitstream/10665/112642/1/9789241564748
http://dx.doi.org/10.1097/MCC.0b013e32834c9d87
http://dx.doi.org/10.1021/ja973881r
http://dx.doi.org/10.1021/jm0105070
http://dx.doi.org/10.3390/ijerph15122758
http://dx.doi.org/10.1155/2014/710273
http://dx.doi.org/10.1128/AAC.00292-17
http://www.ncbi.nlm.nih.gov/pubmed/28584137
http://dx.doi.org/10.1021/ja982938m
http://dx.doi.org/10.1093/jac/dks276
http://www.ncbi.nlm.nih.gov/pubmed/22899801
http://dx.doi.org/10.1128/AAC.43.6.1347
http://dx.doi.org/10.1159/000335588
http://dx.doi.org/10.1128/AAC.00380-10
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction: 
	Materials and Methods 
	Bacterial Isolates 
	Antimicrobial Agents 
	Media 
	MICs 
	Time–Kill Studies 

	Results 
	Discussion 
	Conclusions 
	References

