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ABSTRACT Neisseria gonorrhoeae is an urgent antibiotic-resistant threat. This study
determined the MICs of mupirocin to be 0.0039 to 0.0625 �g/ml for 94 N. gonor-
rhoeae strains. Cross-resistance with other antibiotics was not detected. Mupirocin,
which is currently limited to topical administration, demonstrated activity by injec-
tion when delivered in nanoliposomes. The nanoliposomal formulation of mupirocin
is a potential treatment for drug-resistant N. gonorrhoeae.
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Neisseria gonorrhoeae is the causative agent of gonorrhea, a sexually transmitted
disease that can cause discharge and inflammation in the urethra, cervix,

pharynx, or rectum. The World Health Organization (WHO) estimated that there are
78 million new gonococcal infections per year in the world (1, 2). About 30% of
all gonorrhea cases in the United States are caused by strains that are resistant to
at least one antibiotic (2). Of special worldwide concern is the emergence of
cephalosporin-resistant N. gonorrhoeae strains that are also resistant to several
other antibiotics and thus represent a challenge for devising effective treatment
regimens. Currently, in most countries, the injectable extended-spectrum cephalo-
sporin (ESC) ceftriaxone is the only remaining empirical monotherapy for gonor-
rhea. However, gonococcal in vitro resistance and/or treatment failures to the
last-line oral ESC cefixime (and, more rarely, to ceftriaxone) have been verified in
many countries. Consequently, dual antimicrobial therapy, mainly ceftriaxone in-
jection plus azithromycin, is recommended (3).

Mupirocin, an antibiotic with a unique mechanism of action (inhibition of isoleucyl-
tRNA synthetase [4]), is limited to topical use due to its rapid systemic elimination and
high protein binding (5). Mupirocin loaded in nanoliposomes, termed Nano-mupirocin,
enabled mupirocin efficacy after intravenous (i.v.) administration (6). Following i.v.
administration of 40 mg/kg Nano-mupirocin to mice, the plasma maximum concen-
tration of drug (Cmax) was 771 �g/ml, and the area under the concentration-time curve
(AUC) obtained was 1,763 �g · h/ml. The AUC after administration of the free drug was
100 times lower. The free drug was rapidly eliminated from the circulation (last
quantifiable time point, 30 min after injection) compared to prolonged exposure after
the administration of Nano-mupirocin (quantifiable concentrations up to the last time
point tested). A similar pharmacokinetic (PK) pattern of prolonged exposure to Nano-
mupirocin was also shown after i.v. administration to rabbits. Nano-mupirocin is also
suitable for intramuscular injection, as was demonstrated in a pharmacokinetic study
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(our unpublished data), and therefore may be considered for the parenteral treatment
of resistant N. gonorrhoeae strains.

Here, the efficacy of mupirocin against a panel of clinical isolates of N. gonor-
rhoeae was tested and directly compared with the efficacies of six control antibi-
otics (azithromycin, cefixime, ceftriaxone, ciprofloxacin, penicillin, and tetracycline).
Mupirocin was active against all isolates tested, with an MIC90 value of 0.031 �g/ml.
Moreover, an isolate resistant to both cefixime and ceftriaxone (H041) was sensitive
to mupirocin.

Bacterial strains and antimicrobial susceptibility testing. The MICs of mupirocin
and control antibiotics against clinical isolates of N. gonorrhoeae were determined by
the agar dilution method according to guidelines established by the Clinical and
Laboratory Standards Institute (7). The first part of the study was performed at Southern
Research (SR). For this part, 96 N. gonorrhoeae isolates were received from the Centers
for Disease Control and Prevention (CDC). The second part of the study was performed
at Uniformed Services University (USU). In this study, 3 N. gonorrhoeae isolates, MS11,
H041, and NG886, which have different antibiotic resistance profiles, were used. Strain
MS11 is a laboratory isolate that was originally isolated from a cervical infection (8),
strain H041 (WHO X) is a clinical isolate obtained from a pharyngeal infection from
Kyoto, Japan, in 2009 (9), and strain NG886 was obtained from Eurofin.

Mupirocin and control antibiotics. Mupirocin was obtained from Teva (Hungary).
Ciprofloxacin, azithromycin, ceftriaxone, cefixime, penicillin, and tetracycline were ob-
tained from Sigma-Aldrich (USA).

TABLE 1 Summary of the MIC testing at Southern Researcha

Compound

MIC (�g/ml)
EUCAST resistance
breakpoint (�g/ml)b

No. of isolates with MIC
above the breakpoint

No. of isolates
testedMIC90 MIC50 Range

Mupirocin 0.031 0.031c 0.0039 to 0.0625 NA NA 94
Azithromycin 8 0.5 0.0156 to �16 0.5 21 96
Cefixime 0.25 0.125 0.0039 to 0.5 0.125 31 95
Ceftriaxone 0.063 0.031 0.0039 to 0.125 0.125 0 94
Ciprofloxacin 16 16c �0.0156 to �32 0.06 71 96
Penicillin 2 1 0.0156 to 8 1 43 95
Tetracycline 2 2c 0.0156 to 16 1 55 96
aThe numbers of isolates used to calculate individual MIC90 and MIC50 values are indicated for each compound. The individual MIC values are found in the
supplemental material. NA, not available.

bA concentration of an antibiotic that defines whether a species of bacteria is susceptible or resistant to the antibiotic. If the MIC is less than or equal to the
susceptibility breakpoint, the bacteria is considered susceptible to the antibiotic. If the MIC is greater than this value, the bacteria is considered intermediate or
resistant to the antibiotic (11).

cNo difference between MIC90 and MIC50 due to sharp susceptibility breakpoints across all isolates.

FIG 1 Percentages of N. gonorrhoeae isolates with MIC values at the low range (�1 �g/ml) for mupirocin
and three antibiotics used to treat gonorrhea. The individual MIC values are found in the supplemental
material.
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Mupirocin susceptibility and cross-resistance to existing antimicrobials. Table 1
presents the MIC data obtained for the first part of the study performed at SR. Mupirocin
exhibited strong antibacterial activity against the test isolates, having an MIC90 value of
0.031 �g/ml. The MIC of mupirocin was in the range of 0.0039 to 0.0625 �g/ml, which is
narrower than that obtained for the other compounds tested. Figure 1 shows the distri-
bution of MICs for mupirocin, ceftriaxone, cefixime, and azithromycin against isolates that
have an MIC below 1 �g/ml. The sharp peak of mupirocin at an MIC of 0.031 �g/ml
accounts for most of the test isolates (79%). With the exception of ceftriaxone, all other
compounds resulted in MICs above their susceptibility breakpoint for certain isolates. The
activity of mupirocin against these isolates shows that there is no cross-resistance with
mupirocin. The second part of the study performed at Uniformed Services University of the
Health Sciences (USUHS) tested the MIC of mupirocin against 3 isolates with different
resistance profiles (Table 2). Notably, strain H041, which is resistant to both cefixime and
ceftriaxone, was sensitive to mupirocin (MIC, 0.05 �g/ml).

Mupirocin is an antibiotic having a unique mode of action that is not shared by any
other therapeutically available antibiotics. Its use is currently limited to topical appli-
cation due to its rapid elimination following injection and high protein binding. By
formulating mupirocin in PEGylated nanoliposomes to obtain Nano-mupirocin (10),
efficacy after parenteral administration and an improved pharmacokinetic profile were
demonstrated. The plasma levels found in mice after i.v. administration of 40 mg/kg
were above the MIC90 at all time points tested (2.0 �g/ml, 24 h after injection). The
exposure parameters of Cmax and AUC were �26,000 and 59,000 times the MIC,
respectively (6). Nano-mupirocin may therefore enable highly efficacious in vivo anti-
bacterial activity of mupirocin against resistant N. gonorrhoeae strains.

SUPPLEMENTAL MATERIAL

Supplemental material for this article may be found at https://doi.org/10.1128/AAC
.02377-17.

SUPPLEMENTAL FILE 1, PDF file, 0.2 MB.

ACKNOWLEDGMENTS
This study was supported by the National Institutes of Allergy and Infectious

Diseases (NIAID), National Institutes of Health, Department of Health and Human
Services, under contract HHSN2722011000121.

We thank Stefan Richter and John D. Anderson from SR for their work on the MIC
data of mupirocin. Thomas Hiltke and Kimberly Murphy from the NIAID are acknowl-
edged for their help with the study.

REFERENCES
1. Newman L, Rowley J, Vander Hoorn S, Wijesooriya NS, Unemo M, Low N,

Stevens G, Gottlieb S, Kiarie J, Temmerman M. 2015. Global estimates of
the prevalence and incidence of four curable sexually transmitted infec-
tions in 2012 based on systematic review and global reporting. PLoS
One 10:e0143304. https://doi.org/10.1371/journal.pone.0143304.

2. U.S. Department of Health and Human Services, Centers for Disease
Control and Prevention. 2013. Antibiotic resistance threats in the United
States, 2013. Centers for Disease Control and Prevention, Atlanta, GA.
https://www.cdc.gov/drugresistance/pdf/ar-threats-2013-508.pdf.

3. Wi T, Lahra MM, Ndowa F, Bala M, Dillon JAR, Ramon-Pardo P, Eremin SR,
Bolan G, Unemo M. 2017. Antimicrobial resistance in Neisseria gonorrhoeae:
global surveillance and a call for international collaborative action. PLoS
Med 14:e1002344. https://doi.org/10.1371/journal.pmed.1002344.

4. Hughes J, Mellows G. 1980. Interaction of pseudomonic acid A with
Escherichia coli B isoleucyl-tRNA synthetase. Biochem J 191:209 –219.
https://doi.org/10.1042/bj1910209.

5. Pappa K. 1990. The clinical development of mupirocin. J Am Acad
Dermatol 22:873– 879. https://doi.org/10.1016/0190-9622(90)70116-Y.

TABLE 2 MICs of mupirocin against resistant isolates tested at USUHS

Strain
Mupirocin
MIC (�g/ml) Resistance profile

MS11 0.05 Resistant to macrolide antibiotics
NG886 0.013 Resistant to tetracycline, penicillin, and ciprofloxacin
H041 0.05 Resistant to ceftriaxone, cefixime, other beta-lactam

antibiotics, fluoroquinolones, macrolide
antibiotics, and tetracycline

Mupirocin Activity against N. gonorrhoeae Antimicrobial Agents and Chemotherapy

April 2018 Volume 62 Issue 4 e02377-17 aac.asm.org 3

https://doi.org/10.1128/AAC.02377-17
https://doi.org/10.1128/AAC.02377-17
https://doi.org/10.1371/journal.pone.0143304
https://www.cdc.gov/drugresistance/pdf/ar-threats-2013-508.pdf
https://doi.org/10.1371/journal.pmed.1002344
https://doi.org/10.1042/bj1910209
https://doi.org/10.1016/0190-9622(90)70116-Y
http://aac.asm.org


6. Cern A, Michael-Gayego A, Bavli Y, Koren E, Goldblum A, Moses AE,
Xiong YQ, Barenholz Y. 2016. Nano-mupirocin: enabling the parenteral
activity of mupirocin. Eur J Nanomed 8:139 –149. https://doi.org/10
.1515/ejnm-2016-0006.

7. Clinical and Laboratory Standards Institute. 2005. Methods for dilution
antimicrobial susceptibility tests for bacteria that grow aerobically; ap-
proved standard—7th ed. CLSI document M7-A7. Clinical and Labora-
tory Standards Institute, Wayne, PA.

8. Swanson J, Robbins K, Barrera O, Corwin DAN, Boslego J, Ciak J, Blake M,
Koomey JM. 1987. Gonococcal pilin variants in experimental gonorrhea.
J Exp Med 165:1344 –1357. https://doi.org/10.1084/jem.165.5.1344.

9. Ohnishi M, Saika T, Iwasaku K, Nakayama SI, Watanabe H, Kitawaki J.
2011. Ceftriaxone-resistant neisseria gonorrhoeae, Japan. Emerg Infect
Dis 17:148 –149. https://doi.org/10.3201/eid1701.100397.

10. Cern A, Nativ-Roth E, Goldblum A, Barenholz Y. 2014. Effect of solubilizing
agents on mupirocin loading into and release from PEGylated nanolipo-
somes. J Pharm Sci 103:2131–2138. https://doi.org/10.1002/jps.24037.

11. European Committee on Antimicrobial Susceptibility Testing. 2017.
Breakpoint tables for interpretation of MICs and zone diameters. Version
7.1. European Committee on Antimicrobial Susceptibility Testing, Växjö,
Sweden. http://www.eucast.org/fileadmin/src/media/PDFs/EUCAST
_files/Breakpoint_tables/v_7.1_Breakpoint_Tables.pdf.

Cern et al. Antimicrobial Agents and Chemotherapy

April 2018 Volume 62 Issue 4 e02377-17 aac.asm.org 4

https://doi.org/10.1515/ejnm-2016-0006
https://doi.org/10.1515/ejnm-2016-0006
https://doi.org/10.1084/jem.165.5.1344
https://doi.org/10.3201/eid1701.100397
https://doi.org/10.1002/jps.24037
http://www.eucast.org/fileadmin/src/media/PDFs/EUCAST_files/Breakpoint_tables/v_7.1_Breakpoint_Tables.pdf
http://www.eucast.org/fileadmin/src/media/PDFs/EUCAST_files/Breakpoint_tables/v_7.1_Breakpoint_Tables.pdf
http://aac.asm.org

	Bacterial strains and antimicrobial susceptibility testing. 
	Mupirocin and control antibiotics. 
	Mupirocin susceptibility and cross-resistance to existing antimicrobials. 
	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

