JOURNAL OF CLINICAL MICROBIOLOGY, Feb. 2006, p. 324-326
0095-1137/06/$08.00+0  doi:10.1128/JCM.44.2.324-326.2006

Vol. 44, No. 2

Copyright © 2006, American Society for Microbiology. All Rights Reserved.

Activities of Micafungin against 315 Invasive Clinical Isolates of
Fluconazole-Resistant Candida spp.
S. A. Messer,' D. J. Diekema,' L. Boyken," S. Tendolkar,' R. J. Hollis," and M. A. Pfaller'**

Departments of Pathology," Epidemiology,> and Medicine,® Roy J. and Lucille A. Carver College of Medicine,
and College of Public Health, University of lowa, lowa City, lowa 52242

Received 17 October 2005/Returned for modification 21 November 2005/Accepted 29 November 2005

Micafungin is a new echinocandin exhibiting broad-spectrum activity against Candida spp. The activity of the
echinocandins against Candida species known to express intrinsic or acquired resistance to fluconazole is of
interest. We determined the MICs of micafungin and caspofungin against 315 invasive clinical (bloodstream
and other sterile-site) isolates of fluconazole-resistant Candida species obtained from geographically diverse
medical centers between 2001 and 2004. MICs were determined using broth microdilution according to the
CLSI reference method M27-A2. RPMI 1640 was used as the test medium, and we used the MIC endpoint of
prominent growth reduction at 24 h. Among the 315 fluconazole-resistant Candida isolates, 146 (46%) were C.
krusei, 110 (35%) were C. glabrata, 41 (13%) were C. albicans, and 18 (6%) were less frequently isolated species.
Micafungin had good in vitro activity against all fluconazole-resistant Candida spp. tested; the MICs at which
50% (MICs,) and 90% (MIC,,) of isolates were inhibited were 0.03 pg/ml and 0.06 pg/ml, respectively. All the
fluconazole-resistant Candida spp. were inhibited at a micafungin MIC that was =1 pg/ml. Among the most
common fluconazole-resistant Candida spp. tested in the collection, C. glabrata exhibited the lowest micafungin
MICs (MIC,,, =0.015 pg/ml), followed by C. albicans (MIC,,, 0.03 pg/ml) and C. krusei (MIC,,, 0.06 prg/ml).
The new echinocandin micafungin has excellent in vitro activity against 315 invasive clinical isolates of
fluconazole-resistant Candida, which represents the largest collection to date of fluconazole-resistant Candida
isolates tested against micafungin. Micafungin may prove useful in the treatment of infections due to azole-

resistant Candida.

In the United States, Candida spp. are the fourth most
common cause of nosocomial bloodstream infection (13, 14).
These infections result in increased mortality (5) and longer
hospital stays (3, 18) with associated higher health care costs.
Of special concern has been the emergence of non-Candida
albicans species exhibiting resistance to the current spectrum
of azoles (6, 8, 12-14). Treatment of azole-resistant infections
has remained a challenge for clinicians and has driven the need
for alternative agents having novel mechanisms of action.

The development of the echinocandin class of systemic an-
tifungal agents has added to the limited number of drugs used
against Candida spp. In contrast to the azoles, which inhibit
ergosterol synthesis, echinocandins interrupt the synthesis of
1,3-B-D glucan, an important component of the fungal cell wall
(2). The echinocandins have been shown to exhibit in vitro
activity against both Candida spp. and Aspergillus spp. (4, 10,
11, 15, 17, 19).

Micafungin is the most recently available echinocandin, cur-
rently FDA approved for use in esophageal candidiasis and for
the prophylaxis of invasive fungal infections in hematopoietic
stem cell transplant patients. The activity of micafungin against
clinical isolates of azole-resistant Candida spp. is of interest.
We examined the in vitro activities of micafungin against 315
invasive clinical isolates of fluconazole-resistant Candida spp.
from medical centers worldwide, using Clinical and Laboratory
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Standards Institute (CLSI, formerly the NCCLS) broth mi-
crodilution methods with RPMI 1640 broth, incubation for
24 h, and an MIC endpoint defined as a prominent reduction
in growth (=50% inhibition relative to control growth) (9).
Caspofungin was also tested as a comparator that has FDA
approval for the treatment of invasive candidiasis.

MATERIALS AND METHODS

Organisms. A total of 315 isolates of Candida spp. from blood or normally
sterile body fluid were collected from diverse medical centers worldwide and sent
to the University of Towa for testing. The collection included 146 C. krusei, 110
C. glabrata, 41 C. albicans, 6 C. parapsilosis, 3 C. tropicalis, 3 C. guillermondii, and
2 yeast species isolates and 1 isolate each of C. inconspicua, C. kefyr, C. lipolytica,
and C. norvegensis. Isolates were identified by standard methods (20) and stored
in water vials at ambient room temperature until used in the study. At the time
of testing, the isolates were subcultured twice on potato dextrose agar (Remel,
Inc., Lenexa, KS) to achieve exponential growth and to ensure purity.

Antifungal agents. Standard antifungal powders of micafungin (Astellas
Pharma, Osaka, Japan), caspofungin (Merck and Co., Whitehouse Station, PA),
and fluconazole (Pfizer, Inc., New York, NY) were received from the respective
manufacturers and stored according to instructions until stock solutions were
prepared. Stock solutions were prepared in sterile water (micafungin, caspofun-
gin) or dimethyl sulfoxide (fluconazole) and diluted in twofold increments as
described in the CLSI document M27-A2 (7). Final dilutions were prepared in
RPMI 1640 medium (Sigma, St. Louis, MO) buffered to pH 7.0 with 0.165 M
morpholinepropanesulfonic acid (MOPS; Sigma). Each antifungal agent was
dispensed (0.1-ml aliquots, 2 final concentration) into 96-well round-bottomed
microdilution panels (Sartedt, Inc., Newton, NC) by using a QuickSpense II
system (Dynatech Laboratories, Chantilly, VA). The panels were sealed and
stored at —70°C until thawed for use at the time of testing.

Inoculum preparation. Inocula were prepared by a spectrophotometric
method as described in the CLSI M27-A2 guidelines. At least five isolated yeast
colonies from a potato dextrose agar plate were sampled using a sterile appli-
cator stick and diluted to a concentration of 1.0 X 10% to 5.0 X 10* cells/ml in
RPMI 1640 medium. A 0.1-ml yeast inoculum was added to each well of the
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TABLE 1. Activities of micafungin and caspofungin against 315 invasive clinical isolates of Candida spp. that are resistant to fluconazole”

MIC (pg/ml) Cumulative % of isolates susceptible at an MIC of (pg/ml):
Organism (no. of isolates) Antifungal
Range 50% 90% 0.03 0.06 0.12 0.25 0.5 1.0 2.0

C. albicans (41) Micafungin 0.007-0.25 0.015 0.03 95 97 97 100

Caspofungin 0.007-2.0 0.03 0.06 61 95 95 97 97 97 100
C. glabrata (110) Micafungin 0.007-0.06 0.015 0.015 97 100

Caspofungin 0.015-0.5 0.03 0.06 59 90 96 100
C. krusei (146) Micafungin 0.007-.25 0.06 0.06 26 93 99 100

Caspofungin 0.015-0.5 0.12 0.25 1 41 81 97 100
Candida spp. (18) Micafungin 0.007-1.0 0.25 1.0 33 38 44 61 77 100

Caspofungin 0.015-0.5 0.06 0.5 22 50 50 77 100
All Candida spp. (315) Micafungin 0.007-1.0 0.03 0.06 60 93 96 97 98 100

Caspofungin 0.007-2.0 0.06 0.25 30 66 86 97 99 99 100

¢ Resistance to fluconazole was indicated by a C. krusei or fluconazole MIC of >32 pg/ml.

thawed panel volumes of a 2X-concentration antifungal agent to bring the final
inoculum to 0.5 X 10° to 2.5 X 10° cells/ml and the final drug concentrations to
1X. Final concentrations were 0.007 to 8.0 wg/ml for micafungin and caspofungin
and 0.12 to 128.0 wg/ml for fluconazole.

Reading endpoints. The panels were incubated at 35°C, and MICs were de-
termined for both 24 h and 48 h. MICs were determined by the visual method
with the aid of a reading mirror, and the growth in each well was compared to
that in drug-free growth control wells. The MIC was defined as the lowest
concentration at which a prominent decrease in growth (approximately 50%)
relative to the growth of the control occurred after 24 h of incubation (micaf-
ungin and caspofungin) or after 48 h of incubation (fluconazole). Interpretive
criteria for fluconazole were those published by Rex et al. (16) and the CLSI (7):
isolates for which fluconazole MICs are =8.0 pg/ml are susceptible, isolates for
which MICs are 16 to 32 ng/ml are susceptible dose dependent, and isolates for
which MICs are =64 pg/ml are resistant. The fluconazole breakpoints apply to
all Candida species except C. krusei, which is considered intrinsically resistant
regardless of the MIC recorded (7). Interpretive criteria for micafungin and
caspofungin have not yet been established.

Quality control. Quality control was performed using C. krusei ATCC 6258
and C. parapsilosis ATCC 22019 for each batch of isolates tested, as recom-
mended in CLSI document M27-A2 (1, 7).

RESULTS AND DISCUSSION

All 146 isolates of C. krusei were considered resistant to
fluconazole, including 3 isolates for which fluconazole MICs
were =8.0 pg/ml, 35 isolates for which the MICs were 16 to 32
pg/ml, and 108 isolates for which the MICs were =64 pg/ml.
Table 1 summarizes the in vitro susceptibilities of 315 flucon-
azole-resistant Candida spp. Micafungin exhibited good in
vitro activity against all fluconazole-resistant Candida isolates
tested; the MICs at which 50% (MICs,,) and 90% (MIC,,) of
the isolates were inhibited were 0.03 pg/ml and 0.06 pg/ml,
respectively. All isolates were inhibited at =<1.0 pg/ml. Among
the most common fluconazole-resistant Candida encountered
in the collection, C. glabrata was most susceptible (MIC,, =
0.015 pg/ml), followed by C. albicans (MIC,y, 0.03 pug/ml) and
C. krusei (MICyg, 0.06 pg/ml).

Caspofungin was included in this study as a comparator that
has already been FDA approved for the treatment of invasive
candidiasis. The excellent in vitro activity of caspofungin
against these clinically significant azole-resistant species con-
firms that reported previously (10, 15). Although micafungin
appears to be somewhat more active than caspofungin against
C. krusei (MICy,, 0.06 ng/ml versus 0.25 pg/ml, respectively),

all isolates of this species were inhibited by 0.25 to 0.5 pg/ml of
both agents.

These findings support those of Ostrosky-Zeichner et al.
(10), who reported similar activity of micafungin against Can-
dida spp. despite using a more prolonged incubation time of
48 h. Micafungin exhibited potent activity against a large and
geographically diverse collection of azole-resistant Candida
species. The spectrum and potency of micafungin against these
clinically important isolates compare favorably with those of
caspofungin, an echinocandin that is licensed for the treatment
of invasive candidiasis. The fungicidal nature of micafungin
coupled with the maximum concentrations of the drug in se-
rum (8 pg/ml after a 75-mg dose [19]), which exceed the
MIC,s for all of the azole-resistant isolates, makes it a prom-
ising systemic antifungal agent.

ACKNOWLEDGMENTS

We thank Linda Elliott for excellent assistance in the preparation of
the manuscript.
This study was supported in part by a grant from Astellas.

REFERENCES

1. Barry, A. L., M. A. Pfaller, S. D. Brown, A. Espinel-Ingroff, M. A. Ghan-
noum, C. Knapp, R. P. Rennie, J. H. Rex, and M. G. Rinaldi. 2000. Quality
control limits for broth microdilution susceptibility tests of ten antifungal
agents. J. Clin. Microbiol. 38:3457-3459.

. Denning, D. 2003. Echinocandin antifungal drugs. Lancet 362:1142-1151.

. Edmond, M., S. Wallace, D. McClish, M. Pfaller, R. Jones, and R. Wenzel.
1999. Nosocomial bloodstream infections in United States hospitals: a three-
year analysis. Clin. Infect. Dis. 29:239-244.

4. Ernst, E., E. Roling, C. Petzold, D. Keele, and M. Klepser. 2002. In vitro
activity of micafungin (FK-463) against Candida spp.: microdilution, time-
kill, and postantifungal-effect studies. Antimicrob. Agents Chemother. 46:
3846-3853.

5. Gudlaugsson, O., S. Gillespie, K. Lee, J. Vande Berg, J. Hu, S. Messer, L.
Herwaldt, M. Pfaller, and D. Diekema. 2003. Attributable mortality of nos-
ocomial candidemia, revisited. Clin. Infect. Dis. 37:1172-1177.

6. Maesaki, S., M. A. Hossain, Y. Miyazaki, K. Tomono, T. Tashiro, and S.
Kohno. 2000. Efficacy of FK463, a (1,3)-B-p-glucan synthase inhibitor, in
disseminated azole-resistant Candida albicans infection in mice. Antimicrob.
Agents Chemother. 44:1728-1730.

7. National Committee for Clinical Laboratory Standards. 2002. Reference
method for broth microdilution antifungal susceptibility testing of yeast, 2nd
ed. Approved standard M27-A2. National Committee for Clinical Labora-
tory Standards, Wayne, Pa.

8. Nguyen, M. H., J. E. Peacock, A. J. Morris, D. C. Tanner, M. L. Nguyen,
D. R. Snydman, M. M. Wagener, M. G. Rinaldi, and V. L. Yu. 1996. The
changing face of candidemia: emergence of non-Candida albicans species
and antifungal resistance. Am. J. Med. 100:617-623.

wW N



326

9.

10.

11.

13.

14.

MESSER ET AL.

Odds, F. C., M. Motyl, R. Andrade, J. Bille, E. Cantén, M. Cuenca-Estrella,
A. Davidson, C. Durussel, D. Ellis, E. Foraker, A. W. Fothergill, M. A.
Ghannoum, R. A. Giacobbe, M. Gobernado, R. Handke, M. Laverdiere, W.
Lee-Yang, W. G. Merz, L. Ostrosky-Zeichner, J. Peman, S. Perea, J. R.
Perfect, M. A. Pfaller, L. Proia, J. H. Rex, M. G. Rinaldi, J.-L. Rodriguez-
Tudela, W. A. Schell, C. Shields, D. A. Sutton, P. E. Verweij, and D. W.
Warnock. 2004. Interlaboratory comparison of results of susceptibility test-
ing with caspofungin against Candida and Aspergillus species. J. Clin. Micro-
biol. 42:3475-3482.

Ostrosky-Zeichner, L., J. H. Rex, P. G. Pappas, R. J. Hamill, R. A. Larsen,
H. W. Horowitz, W. G. Powderly, N. Hyslop, C. A. Kauffman, J. Cleary, J. E.
Mangino, and J. Lee. 2003. Antifungal susceptibility survey of 2,000 blood-
stream Candida isolates in the United States. Antimicrob. Agents Che-
mother. 47:3149-3154.

Petraitis, V., R. Petraitiene, A. H. Groll, K. Roussillon, M. Hemmings, C. A.
Lyman, T. Sein, J. Bacher, I. Bekersky, and T. J. Walsh. 2002. Comparative
antifungal activities and plasma pharmacokinetics of micafungin (FK463)
against disseminated candidiasis and invasive pulmonary aspergillosis in per-
sistently neutropenic rabbits. Antimicrob. Agents Chemother. 46:1857-1869.

. Pfaller, M. A,, R. N. Jones, G. V. Doern, A. C. Fluit, J. Verhoef, H. S. Sader,

S. A. Messer, A. Houston, S. Coffman, and R. J. Hollis for the SENTRY
Participant Group (Europe). 1999. International surveillance of blood
stream infections due to Candida species in the European SENTRY pro-
gram: species distribution and antifungal susceptibility including the inves-
tigational triazole and echinocandin agents. Diagn. Microbiol. Infect. Dis.
35:19-25.

Pfaller, M. A., R. N. Jones, G. V. Doern, H. S. Sader, R. J. Hollis, S. A.
Messer, and the Sentry Participant Group. 1998. International surveillance
of bloodstream infections due to Candida species: frequency of occurrence
and antifungal susceptibilities of isolates collected in 1997 in the United
States, Canada, and South America for the SENTRY program. J. Clin.
Microbiol. 36:1886-1889.

Pfaller, M. A., R. N. Jones, G. V. Doern, H. S. Sader, S. A. Messer, A.

15.

18.

19.

20.

J. CLIN. MICROBIOL.

Houston, S. Coffman, R. J. Hollis, and the SENTRY Participant Group.
2000. Bloodstream infections due to Candida species: SENTRY antimicro-
bial surveillance program in North America and Latin America, 1997-1998.
Antimicrob. Agents Chemother. 44:747-751.

Pfaller, M. A., S. A. Messer, L. Boyken, C. Rice, S. Tendolkar, R. J. Hollis,
and D. J. Diekema. 2004. Further standardization of broth microdilution
methodology for in vitro susceptibility testing of caspofungin by use of an
international collection of more than 3,000 clinical isolates. J. Clin. Micro-
biol. 42:3117-3119.

. Rex, J. H.,, M. A. Pfaller, J. N. Galgiani, M. S. Bartlett, A. Espinel-Ingroff,

M. A. Ghannoum, M. Lancaster, F. C. Odds, M. G. Rinaldi, T. J. Walsh, and
A. L. Barry for the Subcommittee on Antifungal Susceptibility Testing of the
National Committee for Clinical Laboratory Standards. 1997. Development
of interpretive breakpoints for antifungal susceptibility testing: conceptual
framework and analysis of in vitro-in vivo correlation data for fluconazole,
itraconazole, and Candida infections. Clin. Infect. Dis. 24:235-247.

. Roling, E. E., M. E. Klepser, A. Wasson, R. E. Lewis, E. J. Ernst, and M. A.

Pfaller. 2002. Antifungal activities of fluconazole, caspofungin (MK0991)
and anidulafungin (LY303366) alone and in combination against Candida
spp. and Cryptococcus neoformans via time-kill methods. Diagn. Microbiol.
Infect. Dis. 43:13-17.

Takakura, S., N. Fujihara, T. Saito, T. Kudo, Y. Iinuma, S. Ichiyama, and
the Japan Invasive Mycosis Surveillance Study Group. 2004. National sur-
veillance of species distribution in blood isolates of Candida species in Japan
and their susceptibility to six antifungal agents including voriconazole and
micafungin. J. Antimicrob. Chemother. 53:283-289.

Theuretzbacher, U. 2004. Pharmacokinetics/pharmacodynamics of echino-
candins. Eur. J. Clin. Microbiol. Infect. Dis. 23:805-812.

Warren, N., and K. Hazen. 1999. Candida, Cryptococcus, and other yeasts of
medical importance, p. 1184-1199. In P. R. Murray, E. J. Baron, M. A.
Pfaller, F. C. Tenover, and R. H. Yolken (ed.) Manual of clinical microbi-
ology, 7th ed. ASM Press, Washington, D.C.



