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Abstract

Due to cost and complexity, reference broth microdilution antifungal susceptibility
method is not feasible in resource constraint setting. Therefore here is a need to
develop a cost effective method which would help in simultaneous rapid
identification of Candida species and performance of disc diffusion susceptibility
testing. Comparison of results of disc diffusion susceptibility testing of Candida
isolates against fluconazole and voriconazole was performed on CHROMagar and on
MHA-GMB. Overall agreement between the two methods for fluconazole was 91.66%
and for voriconazole was 93.33% and thus CHROMagar is found to help in

simultaneous identification of Candida species

susceptibility testing.

Introduction
Candidiasis is one of the commonly

encountered problem in hospitalised
patients. Candidaemia is the fourth
common cause of blood stream infection.'
Although previously Candida albicans
accounted for majority cases of
candidiasis, recently non-albicans
Candida (NAC)

increasingly reported.*® Less than 50% of

species have been

all candidal blood isolates are C. albicans
whereas Candida glabrata, Candida
parapsilosis, Candida tropicalis, and other
NAC account for rest of the candidial blood
stream infection.*

Resistance to antifungal agents by
candida species has been reported. Non
albicans candida in particular Candida
krusei and Candida glabrata demonstrate
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as well as in antifungal

decreased susceptibility to fluconazole.>*”

There has been attempts and
subsequent success in developing reliable
methods for antifungal susceptibility
testing of yeast. Standardised guidelines
using microdilution methods (M27-A2)
has been developed by clinical laboratory
standard institute (CLSI), it is not being
routinely used in majority of laboratories
because of its complexity and cost.*”
Recently CLSI has given guidelines for
antifungal susceptibility testing of yeast by
disc diffusion method (M44-A). This disc
diffusion testing is carried out for
fluconazole and voriconazole using Muller
Hilton Agar supplemented with 2%
glucose and methylene blue(MH-GMB).
This method is more practically feasible for
majority of laboratories.*

A number of chromogenic media are
available which helps in rapid yeast
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identification. These chromogenic media
work on principle of reaction of
chromogenic substrates with enzymes
secreted by yeast producing colonies with
various pigmentations. Colours of colonies
are species specific thus allowing
identification of organisms to the species
level.*"'**

Keeping in mind the emerging
resistance among Candida species, it is
but obvious for laboratories to perform the
antifungal susceptibility testing of
Candida species for timely treatment. In
resource constrained settings, where
laboratories cannot perform broth
microdilution susceptibility method, disc
diffusion is most feasible method for
antifungal susceptibility testing of
Candida species.™

However routine identification of
Candida species and then performing disc
diffusion testing in laboratories is time
consuming. This results in delay in
reporting of results to clinicians.

Therefore, there is need to develop the
method which helps in simultaneous rapid
identification of Candida species and
performance of disc diffusion
susceptibility testing which generates the
resultin timely manner.

With this aim, a prospective study was
undertaken to perform disc diffusion
susceptibility testing directly on
CHROMagar and compare its results
with antifungal susceptibility on MHA-
GMB to assess the usefulness of
CHROMagar for
identification and determination of
antifungal susceptibility of Candida
species to fluconazole and voriconazole.

simultaneous

148

Material and Methods

60 isolates of Candida species from
blood culture were subjected to
1. Identification as per standard protocol

and then disc diffusion antifungal

susceptibility on MHA with 2% glucose
and methylene blue
2. Direct antifungal susceptibility on

CHROMagar.

All isolates were tested for antifungal
susceptibility against fluconazole and
voriconazole.

Antifungal susceptibility was carried
out as follows:

Inoculum preparation:-Yeast cultures
were subcultured twice onto Sabourauds
Dextrose Agar (SDA) to ensure isolation of
pure colonies. After 48 hours of
incubation, colonies were suspended in 5
ml of sterile normal saline and adjusted to
0.5 McFarland standard. Then yeast
suspension was vortexed on vortex
machine for S minutes for proper mixing of
colony and uniform suspension.
Antifungal agents
1. Fluconazole disc (25 ug)

2. Voriconazole disc (1 ug)
Susceptibility testing methods

Using sterile swabs, MHA-GMB agar
and CHROMagar were inoculated to
produce a confluent lawn of growth from
prepared colony inoculums. Fluconazole
disc and voriconazole disc were placed on
both plates with centre to centre distance

in discs = to 24 mm. Plates were inverted

and incubated for 24 hrs at 35°C. Plates
were read at 24 hrs. Zone of inhibition
were read and interpretated CLSI M44-A.
Zone diameter endpoints were read
manually with caliper at 80% growth
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inhibition. The interpretive criteria for

fluconazole was susceptible (zone

diameter of 2 19 mm); susceptible dose
dependent (zone diameter of 15 to 18 mm)

and resistant (zone diameter of < 14 mm).
Interpretative criteria used for
voriconazole was susceptible (zone

diameter of > 17 mm); susceptible dose
dependent (zone diameter of 14 to 16 mm)

and resistant (zone diameter of <13 mm).

Statistical method: Categorical
interpretative agreement was found out by
the method ofleast squares.

Results

60 Candida species isolated from blood
culture were included in the study. All
Candida isolates were grown on
CHROMagar with distinct colour and thus
helped in identification of different
candida species.

Of 60 candida species included, 27
were C.albicans and 33 were Non albicans
Candida. The distribution of Non albicans
Candida was as follows:

C. parapsilosis, 15; C. glabrata, 10; C.
tropicalis, 6; C. krusei, 2.

Ofthe 27 C.albicans isolates 21 strains
were susceptible, 3 were susceptible dose
dependent and 3 were resistant to
fluconazole on MHA-GMB agar while 19
strains were susceptible, 4 were
susceptible dose dependent and 4 were
resistant to fluconazole on CHROMagar
Candida. 2 C.albicans strains which were
susceptible to voriconazole on MHA-GMB
were resistant on CHROMagar. Of 15
strains of C. parapsilosis,
susceptible and 2 were resistant to
fluconazole on MHA-GMB agar while 12

13 were
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were susceptible, 1 was susceptible dose
dependent and 2 were resistant to
fluconazole on CHROMagar. All 15 strains
were susceptible to voriconazole both on
MHA-GMB agar and CHROMagar. 4
strains of C.glabrata were resistant to
fluconazole on MHA-GMB agar and
CHROMagar while 7 strains of C.glabrata
were sensitive to Voriconazole on MHA-
GMB agar and 6 strains were susceptible,
2 were susceptible dose dependent and 2
were resistant to voriconazole on
CHROMagar. Of 6 strains of C.tropicalis, 5
were susceptible to fluconazole and all 6
were susceptible to voriconazole on MHA-
GMB agar. 1 strain of C.tropicalis was
susceptible dose dependent to fluconazole
and 1 strain resistant to voriconazole on
CHROMagar. 2 strains of C.krusei were
susceptible to fluconazole and
voriconazole on MHA-GMB agar as well as

CHROMagar.

Table 1: Antifungal susceptibility of Candida strains
to Fluconazole and Voriconazole on MHA-GMB and
CHROMagar by disc diffusion method

Species Method Fluconazole Voriconazole
(No. of (No. of (No. of
isolates) isolates) isolates)

S SDD |R S SDD [ R

C.albicans(27) MH-GMB 21 3 271 |0 0
CHROM 19 |4 4 25 |0 2
agar
C.parapsilosis MH-GMB 13 0 2 15 10 0
(15) CHROM 12 (1 2 15 |0 0
agar

w

Cglabrata (10) | MH-GMB |4 |2 |4 |7 |1 2
CHROM |4 |2 |4 |6 |2 2
agar

C.tropicalis (6) MH-GMB 5 0 1 6 0 0
CHROM 4 1 1 5 0 1
agar

C.krusei (2) MH-GMB 2 0 0 2 0 0
CHROM 2 0 0 2 0 0

agar

S-Susceptible, SDD-Susceptible Dose Dependent, R-
Resistant
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Disc diffusion test performed on
CHROMagar showed strong correlation for
both fluconazole and voriconazole with the
test performed on MH-GMB agar. Not
much difference occurred between
different species of Candida. Overall
agreement between the two methods for
fluconazole was 91.66% and for
voriconazole was 93.33%.

Within different Candida species,
categorical agreement for C.albicans was
88.89% and 92.59% for fluconazole and
voriconazole respectively. Non albicans
Candida showed 93.94% categorical
agreement both for fluconazole and

voriconazole.
Table 2: Categorical interpretative agreement for disc
diffusion Between MHA-GMB and CHROMagar

Organisms Agents Percentagel No. of Errors
(No of isolates) Agr t
Minor Major Very
Major
C.albicans (27) | Fluconazole |88.89% 2(7.40%) | 1(3.70%) | 0
Voriconazole | 92.59% 0 2(7.40%) | 0
C.parapsilosis | Fluconazole |93.33% 1(6.67%) |0 0
(15) Voriconazole | 100% 0 0 0
C.glabrata (10) | Fluconazole |100% 0 0 0
Voriconazole | 90% 1(10%) 0 0
C.tropicalis (6) | Fluconazole |83.33% 1(16.67) [0 0
Voriconazole | 83.33% 0 1(16.67%)| 0
C.krusei (2) Fluconazole |100% 0 0 0
Voriconazole | 100% 0 0 0
Total (60) Fluconazole |91.66% 4(6.67%) | 1(1.67%) | 0
Voriconazole | 93.33% 1(1.67%) [3(5%) |0
Non albicans Fluconazole |93.94% 2(6.06%) | 0 0
Candida (33) Voriconazole | 93.94% 1(3.03%) | 1(3.03%) [0

The zone of inhibition (in millimeters)
for fluconazole and voriconazole discs on
MH-GMB agar were compared with
respective zone diameter from
CHROMagar at 24 hours.

Very major errors were classified as
susceptible by disc diffusion taken from
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CHROMagar and resistant when cultured
from MH-GMB agar. Major errors were
classified as resistant by disc diffusion on
CHROMagar and susceptible by MH-GMB
agar. Minor errors occurred when the
result of one isolate was susceptible or
resistant and that of the parallel isolate
was susceptible dose dependent.

In the present study, overall error on
CHROMagar was 6.67% minor and 1.67%
major error for fluconazole while 1.67%
minor and 5% major error for voriconazole.
Within different candida species,
C.albicans showed 7.40% minor error and
11.10% major error. Non albicans Candida
showed 9.09% minor error and only 3.03%
major error. Not a single instance of very
major error noticed in present study.
Discussion

The present study aims to find out the
of CHROMagar for
identification and determination of
antifungal susceptibility of Candida
species simultaneously.

usefulness

In present study, all 60 Candida
isolates gave distinct colour on
CHROMagar and thus helped in
identification of Candida species. Horvath
et al’® also reported similar finding. Grace
L et al' reported 78% identification of
Candida isolates. This might be due to
direct subculture of positive blood culture
bottle on CHROMagar. Lynn L et al
reported that C. albicans, C. glabrata, C.
krusei, and C. tropicalis, were readily
identifiable on CHROMagar. The use of
CHROMagar considerably reduced not
only the reporting time but also the
laboratory costs
identification of clinically important

as it allowed rapid
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Candida.""

Present study demonstrated that disc
diffusion testing can be performed on
CHROMagar wusing the CLSI M44-A
method. Categorical agreement between
MHA-GMB and CHROMagar was 92% for
fluconazole and 94% for voriconazole.
Michael Klevayet al'* showed that
categorical agreement between potato
dextrose agar (PDA) and CHROMagar was
95% for fluconazole and 98% for
voriconazole. In present study, there was
not much difference in the categorical
agreement between MHA-GMB and
CHROMagar for C.albicans and Non
albicans Candida.

We have reported 6.67% minor and
1.67% major error for fluconazole while
1.67% minor and 5% major error for
voriconazole. The zone of inhibition is
distinct in the conventional Kirby-Bauer
method for bacterial antibiotic
susceptibility testing while predominant
reduction of growth is required for reading
zone of inhibition in case of yeast
antifungal susceptibility testing. Thus
reading the zone of inhibition around the
antifungal disc is quite difficult at times
and subjective thus giving rise to minor
errors.’

Many authors showed that there was
80% correlation between results of disc
diffusion antifungal susceptibility testing
and CLSI M27-A broth microdilution
reference method.”®"** This argue well for
major error occurring in our study
between the result of MHA-GMB and
CHROMagar. However Grace L et al
proposed that major errors can be resolved
by extending the incubation time to 48
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hours. Further studies need to be
conducted to establish the observation
proposed by Grace L et al.

Therefore, performing disc diffusion
testing on CHROMagar directly helps in
identification of Candida to the species
level as well as provide antifungal
susceptibility pattern simultaneously.
This will also provide valuable information
to clinicians to decide appropriate
antifungal therapy and thereby decrease
patient morbidity and mortality in invasive
yeast infections.

References

1. Rangel-Frausto, M. S., T. Wiblin, H. M.
Blumberg, L. et al. National epidemiology of
mycoses survey (NEMIS): variations in rates of
bloodstream infections due to Candida species
in seven surgical intensive care units and six
neonatal intensive care units. Clin. Infect. Dis
1999; 29:253-58.

2. Beck-Sague, C. M., W. R. Jarvis, and the
National Nosocomial Infections Surveillance
System. Secular trends in the epidemiology of
nosocomial fungal infections in the United
States, 1980-1990. J. Infect. Dis. 1993; 167:
1247-251.

3. Gloria M.Gonzalez, Mariana Elizondo, Jacobo
Ayala. Trends in species distribution and
susceptibility of blood stream isolates of candida
collected in Monterrey, Mexico, to seven
antifungal agent : results of a 3-year (2004 to
2007) Surveillance study. Journal of clinical
microbiology 2008;46(9): 2902-905.

4. Lynn L. Horvath, Duane R. Hospenthal, Clinton
K. Murray, David P. Dooley. Direct Isolation of
Candida spp. from Blood Cultures on the
Chromogenic Medium CHROMagar Candida.
Journal of clinical microbiology 2003; 41 (6):
2629-632.

5. ShunjiTakakura, Naoko Fujihara, Takashi
Saito, et al. National surveillance of species
distribution in blood isolates of Candida species
in Japan and their susceptibility to six
antifungal agents including voriconazole and
micafungin. Journal of Antimicrobial
Chemotherapy 2004; 53: 283-89.

151



10.

11.

12.

13.

Pfaller, M. A., D. J. Diekema, R. N. Jones, et al.
Trends in antifungal susceptibility of Candida
spp. isolated from pediatric and adult patients
SENTRY
1997-
2000. Journal of clinical microbiology 2002;
40:852-56.

Antoniadou, A., H. A. Torres, R. E. Lewis, et al.
Candidemia in a tertiary care cancer center: in
vitro susceptibility and its association with
outcome of initial antifungal therapy. Medicine
2003; 82:309-21.

Hospenthal, D. R., C. K. Murray, M. G. Rinaldi..
The role of antifungal susceptibility testing in the

with bloodstream infections:

Antimicrobial Surveillance Program,

therapy of candidiasis. Diagn. Microbiol. Infect.
Dis. 2004; 48:153-60.

National Committee for Clinical Laboratory
Standards. Reference method for broth dilution
antifungal susceptibility testing of yeasts.
Approved standard M27-A2.National Committee
for Clinical Laboratory Standards, Wayne, Pa.
2002.

National Committee for Clinical Laboratory
Standards. Method for antifungal disk diffusion
susceptibility testing of yeasts: proposed
guideline M44-A. National Committee for
Clinical Laboratory Standards, Wayne, Pa 2004.
Grace L. Tan, Ellena M. Peterson. CHROMagar
Candida Medium for Direct Susceptibility
Testing of Yeast from Blood Cultures. Journal of
Clinical Microbioloy 2005, 43(4);1727-731.
Odds, F. C., R. Bernaerts. CHROMagar Candida,
a new differential isolation medium for
presumptive identification of clinically
important Candida species. J. Clin. Microbiol.
1994; 32:1923-929.

Pfaller, M. A., A. Houston, and S. C. Coffmann.
Application of CHROMagarCandida for rapid
screening of clinical specimens for Candida
albicans, Candida tropicalis, Candida krusei,

14.

15.

16.

17.

18.

19.

20.

and Candida (Torulopsis) glabrata. J. Clin.
Microbiol 1996; 34:58-61.

Michael Klevay, Alex Ebinger, Daniel Diekema,
et al. Disk Diffusion Testing Using Candida sp.
from CHROMagar
Candida Medium May Decrease Time Required

Colonies Taken Directly
To Obtain Results Journal of clinical
microbiology 2005; 43(7):3497-499.

Horvath, L. L., D. R. Hospenthal, C. K. Murray,
D. P. Dooley. Direct isolation of Candida spp.
from blood cultures on the chromogenic medium
CHROMagar Candida. Journal of clinical
microbiology 2003; 41:2629-632.

Koehler, A. P., K. Chu, E. T. S. Houang, and A. F.
B. Cheng. Simple, reliable, and cost-effective
yeast identification scheme for the clinical
laboratory. Journal of clinical microbiology 1999;
37:422-26.

Ainscough, S., C. C. Kibbler. An evaluation of the
cost-effectiveness of using CHROMagar for yeast
identification in a routine microbiology
laboratory. Journal of Medical Microbiology
1998;47:623-628

Pfaller, M. A., D. J. Diekema, L. Boyken, et al.
Evaluation of the Etest and disk diffusion
methods for determining susceptibilities of 235
bloodstream isolates of Candida glabratato
fluconazole and voriconazole. Journal of Clinical
Microbiology 2003; 41:1875-880.

Barry, A. L., M. A. Pfaller, R. P. Rennie, P. C.
Fuchs, S. D. Brown. Precision and accuracy of
fluconazole susceptibility tests by broth
microdilution, Etest, and disk diffusion
methods. Antimicrob. Agents Chemother 2002;
46:1781-784
Kronvall, G., I
voriconazole multidisc testing of Candida
species for disk calibration and MIC estimation.
Journal of Clinical Microbiology 2001;39:1422-
428.

Karlsson. Fluconazole and

Angiotensin receptor blocker in patients with ST segment elevation myocardial
infarction with preserved left ventricular systolic function

Does treatment with angiotensin receptor blocker reduces the risk of cardiac death or myocardial
infarction in patients with ST segment elevation myocardial infarction (STEM) and preserved left
ventricular systolic function after primary percutaneous coronary intervention?

Treatment with angiotensin receptor blockers showed beneficial effects comparable with angiotensin
converting enzyme (ACE) inhibitors in STEMI patients with preserved left ventricular systolic

function.

Jeong Hoon ang, Joo-Yong Hahn, Yong Bin Song, BMJ, 2015, Vol 349, 13

152

Bombay Hospital Journal, Vol. 57, No. 2, 2015



	Page 1
	Page 2
	Page 3
	Page 4
	Page 5
	Page 6

