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Abstract: Candida albicans is known to cause infections ranging from superficial and systemic in immunocompromised person. In
this  study,  we  explored  that  the  antifungal  action  of  Methylene  blue  (MB)  is  mediated  through  mitochondrial  dysfunction  and
disruption of redox and membrane homeostasis against C. albicans. We demonstrated that MB displayed its antifungal potential
against C. albicans and two clinical isolates tested. We also showed that MB is effective against two non- albicans species as well.
Notably, the antifungal effect of MB seems to be independent of the major drug efflux pumps transporter activity. We explored that
MB treated Candida cells were sensitive on non-fermentable carbon source leading us to propose that MB inhibits mitochondria.
This  sensitive  phenotype  was  reinforced  with  the  fact  that  sensitivity  of  Candida  cells  to  MB  could  be  rescued  upon  the
supplementation of ascorbic acid, an antioxidant. This clearly suggests that disturbances in redox status are linked with MB action.
We  further  demonstrated  that  Candida  cells  were  susceptible  to  membrane  perturbing  agent  viz.  SDS  which  was  additionally
confirmed by transmission electron micrographs showing disruption of membrane integrity. Moreover, the ergosterol levels were
significantly decreased by 66% suggesting lipid compositional changes due to MB. Furthermore, we could demonstrate that MB
inhibits the yeast to hyphal transition in C. albicans which is one of the major virulence attribute in most of the hyphal inducing
conditions. Taken together, the data generated from present study clearly establishes MB as promising antifungal agent that could be
efficiently employed in strategies to treat Candida infections.
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INTRODUCTION

Candida albicans is a commensal organism which generally resides within human body, but causes superficial and
systemic infections during immunocompromised conditions [1]. Some of the predominantly used antifungals against
this  pathogen  include  azoles,  polyenes,  allylamines  and  echinochandins.  Despite  the  ever  increment  in  cache  of
numerous antifungal of the above classes, they are unable to meet the requirement of adequate antifungal therapy to
warfare against the Candida infections in the patients because of their enunciated side effects [2 - 4]. Moreover, due to
undue augmentation in the usage of these drugs, the leading intricacies in the treatment of patients are development of
Multidrug  resistance  (MDR)  apart  from  severe  side  effects,  high  cost,  lesser  efficiency  [5].  Thus  the  remedies  to
exterminate these fungal foes are getting hampered and, there comes an urgency to develop newer effective drugs to
fight against these fungal pathogens.

The limited repertoire of antifungals has nowadays shifted the research interest to either synthetic or natural drugs.
Methylthionine hydrochloride or 3,7-bis (dimethy-lamino) phenothiazin-5-ium chloride commonly known as methylene
blue (MB,) the very first lead chemical structure of phenothiazine and other derivatives, is used as dye in biological
sciences having lower toxicity, high photo stability and could be easily eliminated from the body [6]. It was the first
synthetic compound that was used as a drug [7] and was found to  be effective as antimalarial  compound [8, 9]. MB has
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been used for diagnostic procedures and the treatment of multiple disorders; including methemoglo-binemia, cyanide
and carbon monoxide poisoning [10, 11]. MB has also been used as antifungal against murine models of C. albicans
induced  vaginal  candidiasis  by  applying  photodynamic  therapy  [12,  13].  However,  mechanistic  insights  into  the
antifungal action of MB against C. albicans have not yet been fully elucidated. In this study, we have attempted to find
out the mechanism of antifungal action for MB against the human fungal pathogen C. albicans and its clinical isolates.
We also explored that MB is efficiently active against Candida tropicalis and Candida kruzei as well. We have further
demonstrated that antifungal action of MB is possibly due to mitochondrial dysfunctioning and alteration in redox status
and membrane homeostasis which is also the target of many known antifungals.

Fig. (1). Drug susceptibility assays against C. albicans in the presence of MB.(a) Spot assay of C. albicans reference strains
(ATCC 10261) and clinical  isolates  (D1,  D2) in  the absence (control)  and presence of  MB. (b)  Disc diffusion assay against  C.
albicans reference strains (ATCC 10261) and clinical isolates (D1, D2) of C. albicans and their respective zone of inhibitions in the
absence (control) and presence of MB. For control, discs were spotted with the solvent of MB (water) (c) Broth microdilution assay
to determine the MIC80 of C. albicans reference strains (ATCC 10261) and clinical isolates (D1, D2) in presence of MB. Data is
quantitatively displayed with colour (see colour bar), where each shade of colour represents relative optical densities of the cell. The
minimum drug concentration that inhibits growth by 80% relative to the drug-free growth control is indicated as MIC80 for each
strain.

MATERIALS AND METHODS

All Media chemicals YEPD (Yeast Extract Peptone Dextrose), Agar, Horse Serum, n- heptane, was purchased from
Himedia (Mumbai, India). Methylene Blue (MB), Sodium Chloride (NaCl), Potassium Chloride (KCl), Mannitol, di-
Sodium Hydrogen Orthophosphate, Potassium Di-hydrogen Orthophosphate, di-Potassium Hydrogen Orthophosphate,
Sodium Hydroxide, D-Glucose, Sodium Dodecyl Sulphate (SDS) were obtained from Fischer Scientific.

Growth Media and Strains Used

The reference strain of C. albicans used in this study was ATCC 10261. The clinical isolate strains of C. albicans
were D1, D2, and non albicans species including D9 (Candida tropicalis), and D46 (Candida krusei). All the strains of
C.  albicans  were  cultured  in  YEPD  broth  with  the  composition  of  yeast  extract  1%  (w/v),  peptone  2%  (w/v)  and
dextrose  2%  (w/v).  For  agar  plates  2%  (w/v)  agar  (Himedia,  Mumbai,  India)  was  added  to  the  media.  For
morphological switching the growth media used were serum (10% serum in YEPD), SLAD (0.17% yeast nitrogen base
without amino acids and ammonium sulfate, 2% glucose, 50µM ammonium sulfate, 2% Bacto Agar) and spider media
(1% mannitol, 0.4% K2HPO4, 1% Nutrient Broth). All Candida strains were stored in 30% (v/v) glycerol stock at -80˚C.
The cells were freshly revived on YEPD broth and transferred to agar plate. The cells were grown at 30˚C on agar plate
before each study to ensure the revival of the strains.
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Drug Susceptibility Testing

Drug susceptibility was tested using spot assay, minimal inhibitory concentration (MIC) and filter disc assay as
described below:

Spot Assay

Spot assays for the strains were determined using a method as described elsewhere [14, 15]. Briefly, for the spot
assay 5μL of fivefold serial dilutions of each yeast culture (each with cells suspended in normal saline to an OD600 nm
of 0.1) was spotted onto YEPD plates in the absence (control) and presence of the drugs. Growth was not affected by
the presence of solvent used in the examination (data not shown). Growth difference was measured after incubation at
30˚C for 48 hours. The concentrations used in this study are specified in figure legends.

Fig. (2). Drug susceptibility assays against non-albicans species of Candida in the presence of MB. (a) Spot assay of C. krusei
and C. tropicalis; in the absence (control) and presence of MB. (b) Disc diffusion assay against C. krusei and C. tropicalis; and their
respective zone of inhibitions in the absence (control) and presence of MB. For control, discs were spotted with the solvent of MB
(water). (c) Broth microdilution assay to determine the MIC80 of C. krusei and C. tropicalis in presence of MB. Data is quantitatively
displayed with colour (see colour bar), where each shade of colour represents relative optical densities of the cell. The minimum drug
concentration that inhibits growth by 80% relative to the drug-free growth control is indicated as MIC80 for each strain.

Minimum Inhibitory Concentration (MIC)

MIC was determined by broth dilution method as described in method M27-A3 from the Clinical and Laboratory
Standards Institute (CLSI)  formerly NCCLS (National  Committee for  Clinical  Laboratory Standards)  [16].  Briefly,
100μl of media was placed at each well of the 96 wells plate following with the addition of the drug with the remaining
media and then was serially diluted. 100μl of cell suspension (in normal saline to an OD600 0.1) was added to each well
of the plate and OD600 was measured after 48 hours at 30˚C. The MIC80 was defined as the concentration at which the
80% of the growth was inhibited.

Filter Disc Assay

The filter disc assay was performed as described elsewhere [17]. The drug was spotted in a volume of 5-10μL at the
indicated amount in the figure legends and the diameters of  the respective zones of  inhibition were measured after
incubation of the plates for 48 hours at 30˚C.

Rhodamine 6G Efflux

The efflux of R6G was determined by using protocol described elsewhere [18]. Briefly, approximately 1x106 yeast
cells from an overnight-grown culture in the absence (Control) and presence of MB at its sub inhibitory concentration
(25µg/ml)  were  transferred  to  YEPD medium and allowed to  grow for  5h.  Cells  were  pelleted,  washed twice  with
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phosphate-buffered saline (PBS) (without glucose), and resuspended as a 2% cell suspension, which corresponds to 108

cells (w/v) in PBS without glucose. The cells were then de-energized for 1h in 2-DOG (5 mM) and 2,4 DNP (5 mM) in
PBS (without glucose). The de-energized cells were pelleted, washed, and then resuspended as a 2% cell suspension
(w/v) in PBS without glucose, to which R6G was added at a final concentration of 10μM and incubated for 40 min at
30°C. The equilibrated cells with R6G were then washed and resuspended as a 2% cell suspension (w/v) in PBS without
glucose. Samples with a volume of 1 ml were withdrawn at the indicated time and centrifuged at 10,000 x g for 1 min.
The supernatant was collected, and absorption was measured at 527nm. Energy dependent efflux (at the indicated time)
was  measured  after  the  addition  of  glucose  (2%)  to  the  cells  resuspended  in  PBS  (without  glucose).  Glucose-free
controls were included in all the experiments.

Fig. (3). Drug efflux assay in presence of MB. Extracellular concentrations of R6G for C. albicans (ATCC 10261) cells grown in
absence  (control) and  presence  of  MB  (25μg/ml)  calculated  as  described in  material and  methods. Negative  control  represents
C. albicans de-energized cells without glucose. Mean of OD527 ± SD of three independent sets of experiments are depicted on Y-axis
with respect to time (minutes) on X-axis. (P value > 0.05).

Transmission Electron Microscopy (TEM)

Damage to the cells treated with MB at its MIC80 value was observed by using TEM (Zeiss EVOMA10). The cells
(~106  cells)  were  administered  to  the  media  with  and  without  MB  and  were  incubated  for  24h  at  30˚C.  Sample
preparation and analysis were performed by using the method as described elsewhere [19, 20]. Briefly, all cells were
fixed  with  2%  glutaraldehyde  in  0.1%  phosphate  buffer  for  1  h  at  room  temperature  (20˚C).  Washed  with  0.1  M
phosphate  buffer  (pH 7.2)  and  post-fixed  1% OsO4  in  0.1  M phosphate  buffer  for  1  h  at  4˚C.  Then  the  cells  were
dehydrated in acetone and dropped on round glass cover slip with hexamethyldisilizane (HMDS) and dried at room
temperature then sputter coating with gold and observed under the TEM (Zeiss EVOMA10) at 30K magnification.

Quantitation of Ergosterol

Sterols were extracted by the alcoholic KOH method and the percentage of ergosterol was calculated as described
previously [21, 22]. Briefly, a single C. albicans colony from an overnight YPD agar plate culture was used to inoculate
50 ml of YEPD in the presence and absence of MB. The cultures were incubated for 16 h with shaking at 30°C. The
stationary-phase cells were harvested by centrifugation at 2,700 rpm for 5 min and washed once with sterile distilled
water. The net wet weight of the cell pellet was determined to which 3ml of freshly prepared 25% alcoholic potassium
hydroxide solution (25 g of KOH and 35 ml of sterile distilled water, brought to 100 ml with 100% ethanol), was added
to each pellet and vortex mixed for 1 min. Cell suspensions were transferred to sterile borosilicate glass screw-cap tubes
and  were  incubated  in  an  85°C  water  bath  for  1  h.  Following  incubation,  tubes  were  allowed  to  cool  to  room
temperature. Sterols were then extracted by the addition of a mixture of 1 ml of sterile distilled water and 3 ml of n-
heptane followed by vigorous vortex mixing for 3 min. The heptane layer was transferred to a clean borosilicate glass
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screw-cap tube and stored at -20°C. Both ergosterol and 24(28)-DHE absorb at 281.5 nm, whereas only 24(28)-DHE
absorbs at 230 nm. Ergosterol content is determined by subtracting the amount of 24(28)-DHE (calculated from the
OD230)  from  the  total  ergosterol  plus  24  (28)-DHE  content  (calculated  from  the  OD281.5).  Ergosterol  content  was
calculated as a percentage of the wet weight of the cells with the following equations: % Ergosterol + % 24 (28)-DHE =
[(A281.5/290) ( F] / pellet weight; % 24(28)-DHE = [(A230/518) ( F] / pellet weight and % Ergosterol = [% ergosterol
+ % 24(28) DHE] - % 24(28) DHE, where F is the factor for dilution in petroleum ether and 290 and 518 are the E
values (in percent per centimeter) determined for crystalline ergosterol and 24(28)-DHE, respectively.

Yeast to Hyphal Transition

Studies of hyphal induction on C. albicans were carried out on hyphal induction media like Spider (1% nutrient
broth, 1% mannitol, 0.2% K2HPO4), 10% (v/v) horse serum and SLAD (0.17% yeast nitrogen base without amino acids
and  ammonium  sulfate,  2%  glucose,  50µM  ammonium  sulfate,  2%  Bacto  Agar).  The  dimorphic  switching  was
performed using the protocol described elsewhere [23]. Briefly, the culture was grown overnight at 30˚C in YEPD broth
before each study. The revived cells were harvested by centrifugation at 5000g rpm for 3 minutes and washed twice and
incubated at 37˚C for 6h with PBS to induce starvation. After incubation, the cells were transferred to the required
media for hyphal growth and hyphae were observed under microscope at magnification 40X.

Fig. (4). Effect of MB on mitochondrial function and redox status. (a) Spot assay demonstrating depleted growth of C. albicans
in  presence  of  MB (25µg/ml)  when  grown with  glycerol  as  non  fermentable  source  in  contrast  with  the  growth  in  presence  of
glucose. (b) Reversion in the growth of C. albicans at MIC80 concentration of MB when grown along with antioxidant AA at 5mM.

RESULTS

MB is an Efficient Antifungal Against C. albicans

To check the antifungal effects of MB against C. albicans, we first of all performed drug susceptibility testings.
Three independent methods to check the drug susceptibility were performed viz. spot assay, filter disc assay and broth
microdilution assay. From both spot assay and filter disc assay, it was confirmed that MB was efficiently acting as
antifungal against C. albicans at 100µg/ml (Fig. 1a and 1b). Broth microdilution assay which determined the MIC80

value also showed similar  result  when performed against  C. albicans (Fig.  1c).  The antifungal  activity  of  MB was
further assessed against two clinical isolates of C. albicans referred as D1 and D2 and we found that both the strains
displayed enhanced susceptibility to MB at 100µg/ml (Fig. 1). Thus, all the drug susceptibility testing results indicate
that MB is inhibitory against reference as well as clinical isolates of C. albicans.

MB is Also Effective Antifungal Against Non-albicans Species of Candida

To further elaborate our study, we test whether MB has similar effects against non-albicans species of Candida as
well. By performing the spot assay and disc diffusion assay, it was clear that MB was efficiently inhibiting the Candida
tropicalis and Candida krusei when grown at the concentration of 200 and 300µg/ml respectively (Fig. 2a and 2b).
Broth microdilution assay was also performed for the verification where the MIC80 values against non-albicans species
were  found to  be  in  the  range  of  200-300μg/ml  and correlates  with  spot  and  filter  disc  assays  (Fig.  2c).  However,
Candida glabrata and Canddia parapsilosis remained resistant to MB even at concentration above 600μg/ml (data not
shown).
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Antifungal Action of MB is Not Linked with MDR Efflux Transporters

Overexpression of Multidrug Efflux transporter is one of the predominant mechanisms that is used by Candida to
avoid antifungal drug action [24]. To study the role of major drug efflux pumps, if any, in the antifungal mechanism of
MB,  we  performed  Rhodamine  6G  (R6G)  efflux  assay.  R6G  is  well  known  substrate  of  efflux  pumps  and  can  be
efficiently used to study the efflux activities. Our data suggest that there was no significant difference (P value > 0.5) in
the extracellular R6G concentration in the absence (control) or presence of MB (Fig. 3).

Fig.  (5).  Effect  of  MB on  membrane  composition.  (a)  Spot  assay  demonstrating  the  attenuated  growth  of  C.  albicans  in  the
presence of MB with membrane perturbing agent SDS (0.02% w/v). (b) Transmission electron micrographic image showing the
tampered membrane integrity of C. albicans in presence of MB as described in Materials and methods. (c) Left panel shows UV
spectrophotometric sterol profiles of C. albicans  scanned between 220 and 300 nm from a culture grown for 16 hours with and
without MB (25µg/ml). Right panel shows relative percentages of ergosterol content in the absence (control) and presence of MB
(25μg/ml). Mean of % ergosterol levels is calculated as described in materials and methods normalized by considering the untreated
control as 100 (absolute value of 0.002) ± SD of three independent sets of experiments are depicted on Y-axis and * depicts P value
<0.05.

Antifungal Activity of MB is Linked with Mitochondrial Dysfunction and Altered Redox Status in C. albicans

MB  has  been  previously  shown  to  disrupt  the  mitochondrial  integrity  [25],  therefore,  we  checked  whether
mitochondrial functioning of Candida cells is also affected in the presence of MB. For this, spot assays were performed
in the media where glycerol is acting as sole non-fermentable carbon source in place of glucose (fermentable sugar) and
it was observed that the growth of C. albicans was inhibited in the presence of MB in comparison to the cells grown in
the presence of glucose (Fig. 4a). Next, we tested whether the observed disturbances in mitochondria is also linked with
any alteration in redox status of the cell. For this, Candida cells were spotted in the presence of ascorbic acid (AA)
which is a known antioxidant. We observed that the antifungal activity of MB could be rescued in the presence of AA
which suggests that the antifungal activity of MB is also linked with the alteration in the redox status (Fig. 4b).

MB Disrupts Membrane Homeostasis in C. albicans

Since many of the current therapeutic drug regimes target the membrane integrity, hence we checked whether MB
has any influence on the membrane integrity of C. albicans. Firstly, we performed the spot assay with SDS (membrane
perturbing agent) and found that the C. albicans was unable to grow in the presence of MB when grown in SDS (Fig.
5a).  This  was  further  confirmed  through  TEM  experiment  which  clearly  depicts  that  MB  disrupts  the  membrane
integrity of C. albicans (Fig. 5b). Furthermore, we assessed whether the alteration in the membrane integrity due to MB
could also have any influence on its membrane composition. We estimated the ergosterol levels and found that there
was decrement in ergosterol content significantly by 66% (P value ≤ 0.05) in presence MB (Fig. 5c).
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MB Hinders the Morphogenetic Switching in C. albicans

Yeast to hyphal switching is also one of the major factors which govern the virulence in C. albicans. Thus the effect
of MB on this morphological switching was checked by providing various hyphae inducing conditions in liquid as well
as solid media at 37˚C. We observed that filamentation was completely lacking in MB treated cells and appears only in
yeast  form  in  contrast  to  the  untreated  Candida  cells  suggesting  that  MB  is  an  active  inhibitor  of  morphogenetic
switching for this dimorphic fungus (Fig. 6).

Fig.  (6).  Effect  of  MB on Dimorphic Switching of  C. albicans.  Left  panel  shows Hyphal  morphogenesis  in  the liquid hyphal
inducing   media   (YEPD  with 10%  Serum  and  Spider  media)  in  the  absence  (control)  and  presence  of  MB (25µg/ml)  in  the
C. albicans (ATCC 10261) at 4 hours. Right panel shows hyphal morphogenesis in the solid hyphal inducing medium (Spider agar
medium, 10% Serum and SLAD medium) in the absence (control) and presence of MB (25µg/ml) in the C. albicans (ATCC 10261)
at 4 hours.

DISCUSSION

MB is already approved by US Food and Drug Administration (FDA) for  acute acquired methemoglo-binemia,
enzymopenic hereditary methemoglobinemia and prevention of  urinary tract  infections in aged patient  and also for
intra-operative visualization of nerves, nerve tissues, and endocrine glands as well as of pathologic fistulae. It is also
used  for  the  deterrence  and  treatment  of  neurotoxicity  induction  in  cancer  patients  [26].  MB  can  be  administered
through various routes viz. orally, intravenously, intraperitoneally [27], intraduodenally [28, 29]. Despite having such
diverse course of benefits for human as a drug, lesser studies have been conducted to elaborate the antifungal effects of
MB. Thus,  the present  study was conducted with the aim to determine the antifungal  effects  against  human fungal
pathogen Candida albicans and also against its non albicans species viz. C. krusei and C. tropicalis. We proposed that
MB acts as antifungal against human fungal pathogen C. albicans through dysfunctioning of mitochondria, altering
redox  status  and  disruption  of  membrane  integrity  to  deplete  the  ergosterol  level.  We  further,  confirmed  that  MB
inhibits the yeast to hyphal transition which is essential for survival and for virulence in the host body [30, 31].

Firstly, we demonstrated the antifungal activity of MB and found that MB was efficiently showing its anti-candidal
effect not only against C. albicans but also for non albicans species of Candida. Three independent drug susceptibility
testings;  spot  assay,  filter  disc  assay  and  broth  microdilution  assay  were  conducted  to  demonstrate  that  MB  was
antifungal against C. albicans reference strain as well as clinical isolates at 100µg/ml Fig. (1) and inhibits the growth of
C.  krusei   and   C.  tropicalis  at  300  and  200µg/ml  respectively  (Fig. 2).  Interestingly,  MB  showed  no  effect  on
C.  glabrata  and  C.  parapsilosis  even  upto  600µg/ml  (data  not  shown)  suggesting  there  might  exists  alternative
mechanisms to cope up with MB stress. There are many reports which suggest that current therapeutic drugs clinically
available  are  losing  their  effectiveness.  For  instance  fluconazole  shows  its  antifungal  activity  in  C.  albicans
(ATCC10261)  at  16µg/ml  which  goes  up  to  the  range  of  85-110µg/ml  for  the  resistant  strains  of  Candida  [32].
Similarly,  MIC  values  for  amphotericin  B  and  caspofungin  lies  in  the  ranges  0.03-0.125µg/ml  and  0.25-2µg/ml
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respectively  [33,  34].  Moreover,  a  recent  study  suggests  that  resistance  rates  of  Candida  for  amphotericin  B,
fluconazole,  itraconazole,  and  voriconazole  were  2.9%,  5.9%,  4.2%  and  2.5%,  respectively  [35].  Under  such
circumstances,  it  becomes  compelling  to  look  for  new  drugs  such  as  MB  and  explore  their  targets.

Our results prompted us to gain further insights into the inhibitory mode of action for MB. Since, one of the most
common mechanisms of action for the MDR still remains the overexpression of efflux pumps [24], therefore, we first of
all check the effect of MB on the MDR efflux transporter activity through R6G efflux assay. The data shows that MB
was ineffective to inhibit efflux of R6G and there was no significant difference between the control and treated cells
(Fig. 3). Thus, we hypothesized for existence of any alternate mechanism by which MB was showing its antifungal
effects.

MB being a known inhibitor of mitochondrial respiratory chain (MRC) [7, 36] prompted us to check whether its
antifungal activity is also linked with the mitochondria dysfunction. Thus we explored that MB antifungal action is
linked with the disruption of mitochondrial integrity and found when grown in the presence of glycerol (the sole non
fermentable carbon source) C. albicans cells were showing hypersensitivity to the MB (Fig. 4a). Mitochondria is most
common  organelle  that  acts  as  the  important  source  for  the  production  of  reactive  oxygen  species  (ROS)  and  any
disturbances in functioning of mitochondria is  often associated with altered redox homeostasis  of the cell  [31,  37].
Therefore, the mitochondrial dysfunction in presence of MB was further tested for its effect, if any, on redox status of
the cell [38]. This was confirmed by performing spot assay in presence of AA, a known antioxidant. Interestingly we
observed that the hypersensitivity of Candida cells could be rescued when spotted along with ascorbic acid (Fig. 4b).
These results clarified that the inhibitory action of MB is associated with the disruption of mitochondria and change in
the redox status of the cell. Considering the fact that fungal antioxidant system (superoxide dismutases, glutathione
reductase, stress signaling pathway, etc.) plays a critical role in maintaining cellular integrity from toxic reactive oxygen
species [39, 40], alteration in mitochondria functioning and redox status of the cell needs to be further validated.

Cell  membrane  is  another  crucial  target  for  many  of  the  known  antifungals  belonging  to  the  class  of  azoles,
polyenes and allylamines. This fact propelled us to study the influence of MB on the cell membrane of C. albicans. For
this,  firstly  spot  assay in  the  presence of known membrane perturbing agent viz. SDS was  performed and found  that
C. albicans was showing hypersensitivity to MB in the presence of SDS (Fig. 5a). This observation led us to visualize
membrane integrity through TEM experiment which further confirmed and corroborate with hypersensitivity to SDS
(Fig.  5b).  These  results  necessitated  to  find  out  whether  the  disruption  in  membrane  integrity  due  to  MB has  any
influence  on  its  membrane  composition.  Hence  we  checked  the  ergosterol  content  of  Candida  cells  which  is  an
important determinant of the membrane structure. MB perturbs membrane structure and function was further evident
from the fact that we observed 66% reduction in ergosterol level in the cells treated with MB (Fig. 5c). This establishes
the fact that MB treatment to C. albicans leads to the disruption of membrane veracity leading to depletion in ergosterol
level.

Finally we assessed the effect of MB on yeast to hyphal transition of C. albicans, a major virulence attribute to
establish infection [41, 42]. Our results demonstrated that MB could efficiently inhibit the formation of hyphae in most
of the hyphae inducing conditions such as spider media, serum and SLAD at 37°C in contrast to control cells which
were able to express the filaments in similar conditions (Fig. 6).

CONCLUSION

Considering the ever-increasing burden of MDR which still remains a major concern for C. albicans, alternative
therapeutic options such as MB that can be used as antifungal agents could be a wise strategy. Taken together,  the
present  clearly  establishes  the  antifungal  nature  of  MB that  can  be  exploited  for  improving the  current  therapeutic
strategies.

ABBREVIATIONS

2,4 DNP = 2,4 Dinitrophenol

2-DOG = 2-Deoxy D-glucose

MB = Methylene Blue
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TEM = Transmission Electron Microscopy

YEPD = Yeast Extract Peptone Dextrose



20   The Open Microbiology Journal, 2016, Volume 10 Ansari et al.

CONFLICT OF INTEREST

The authors declare that there is no conflict of interest.

ACKNOWLEDGMENTS

S.H. thank for the financial assistance in the form of Young Scientist award (SR/FT/LS-12/2012) from Science and
Engineering Research Board (SERB), New Delhi. We acknowledge the assistance of Jasvir Singh, IARI, New Delhi for
assisting us in TEM experiments. We are grateful to Luqman A. Khan and Nikhat Manzoor, Jamia Millia Islamia, New
Delhi for providing Candida reference strain as generous gift. We also thank Sumathi Muralidhar, Regional Sexually
Transmitted  Disease  Research  Centre,   Safdarjung  Hospital,  New Delhi   for   helping   us  with  clinical  isolates  of
C. albicans and non-albicans strains. We thank Prof. S. M. Paul Khurana, Dean, Faculty of Science, Engineering &
Technology for encouragement and providing the available facilities for research in the institute.

REFERENCES

[1] Lamps LW, Lai KK, Milner DA Jr. Fungal infections of the gastrointestinal tract in the immunocompromised host: an update. Adv Anat
Pathol 2014; 21(4): 217-27.
[http://dx.doi.org/10.1097/PAP.0000000000000016] [PMID: 24911247]

[2] Kumar A, Dhamgaye S, Maurya IK, Singh A, Sharma M, Prasad R. Curcumin targets cell wall integrity via calcineurin-mediated signaling in
Candida albicans. Antimicrob Agents Chemother 2014; 58(1): 167-75.
[http://dx.doi.org/10.1128/AAC.01385-13] [PMID: 24145527]

[3] Singh SD, Robbins N, Zaas AK, Schell WA, Perfect JR, Cowen LE. Hsp90 governs echinocandin resistance in the pathogenic yeast Candida
albicans via calcineurin. PLoS Pathog 2009; 5(7): e1000532.
[http://dx.doi.org/10.1371/journal.ppat.1000532] [PMID: 19649312]

[4] White TC, Marr KA, Bowden RA. Clinical, cellular, and molecular factors that contribute to antifungal drug resistance. Clin Microbiol Rev
1998; 11(2): 382-402.
[PMID: 9564569]

[5] Farmakiotis D, Tarrand JJ, Kontoyiannis DP. Drug-resistant Candida glabrata infection in cancer patients. Emerg Infect Dis 2014; 20(11):
1833-40.
[http://dx.doi.org/10.3201/eid2011.140685] [PMID: 25340258]

[6] Khanal A, Bui MP, Seo SS. Microgel-encapsulated methylene blue for the treatment of breast cancer cells by photodynamic therapy. J Breast
Cancer 2014; 17(1): 18-24.
[http://dx.doi.org/10.4048/jbc.2014.17.1.18] [PMID: 24744793]

[7] Kasozi DM, Gromer S, Adler H, et al. The bacterial redox signaller pyocyanin as an antiplasmodial agent: comparisons with its thioanalog
methylene blue. Redox Rep 2011; 16(4): 154-65.
[http://dx.doi.org/10.1179/174329211X13049558293678] [PMID: 21888766]

[8] Guttmann P, Ehrlich P. Über die Wirkung des Methylenblau bei Malaria. Berl Klin Wochenschr 1891; 28: 953-6.

[9] Suwanarusk  R,  Russell  B,  Ong  A,  et  al.  Methylene  blue  inhibits  the  asexual  development  of  vivax  malaria  parasites  from  a  region  of
increasing chloroquine resistance. J Antimicrob Chemother 2015; 70(1): 124-9.
[http://dx.doi.org/10.1093/jac/dku326] [PMID: 25150147]

[10] Schirmer RH, Coulibaly B, Stich A, et al. Methylene blue as an antimalarial agent. Redox Rep 2003; 8(5): 272-5.
[http://dx.doi.org/10.1179/135100003225002899] [PMID: 14962363]

[11] Kwok ES, Howes D. Use of methylene blue in sepsis: a systematic review. J Intensive Care Med 2006; 21(6): 359-63.
[http://dx.doi.org/10.1177/0885066606290671] [PMID: 17095500]

[12] Teichert MC, Jones JW, Usacheva MN, Biel MA. Treatment of oral candidiasis with methylene blue-mediated photodynamic therapy in an
immunodeficient murine model. Oral Surg Oral Med Oral Pathol Oral Radiol Endod 2002; 93(2): 155-60.
[http://dx.doi.org/10.1067/moe.2002.120051] [PMID: 11862203]

[13] Machado-de-Sena RM, Corrêa L, Kato IT, et al. Photodynamic therapy has antifungal effect and reduces inflammatory signals in Candida
albicans-induced murine vaginitis. Photodiagn Photodyn Ther 2014; 11(3): 275-82.
[http://dx.doi.org/10.1016/j.pdpdt.2014.03.013] [PMID: 24792453]

[14] Mukhopadhyay K, Kohli A, Prasad R. Drug susceptibilities of yeast cells are affected by membrane lipid composition. Antimicrob Agents
Chemother 2002; 46(12): 3695-705.
[http://dx.doi.org/10.1128/AAC.46.12.3695-3705.2002] [PMID: 12435664]

[15] Prasad T,  Chandra A,  Mukhopadhyay CK, Prasad R.  Unexpected link between iron and drug resistance of  Candida  spp.  iron depletion
enhances membrane fluidity and drug diffusion, leading to drug-susceptible cells. Antimicrob Agents Chemother 2006; 50(11): 3597-606.
[http://dx.doi.org/10.1128/AAC.00653-06] [PMID: 16954314]

[16] Reference method for broth dilution antifungal susceptibility testing of yeasts, Approved standard M27-A3 National Committee for Clinical
and Laboratory Standards, Wayne, Pa 2008; 28(14); 1-25.



Dysfunction and Disruption of Redox The Open Microbiology Journal, 2016, Volume 10   21

[17] Prasad T, Hameed S, Manoharlal R, et al. Morphogenic regulator EFG1 affects the drug susceptibilities of pathogenic Candida albicans.
FEMS Yeast Res 2010; 10(5): 587-96.
[PMID: 20491944]

[18] Shukla S, Saini P, Smriti , Jha S, Ambudkar SV, Prasad R. Functional characterization of Candida albicans ABC transporter Cdr1p. Eukaryot
Cell 2003; 2(6): 1361-75.
[http://dx.doi.org/10.1128/EC.2.6.1361-1375.2003] [PMID: 14665469]

[19] Chen YL, Brand A, Morrison EL, et al. Calcineurin controls drug tolerance, hyphal growth, and virulence in Candida dubliniensis. Eukaryot
Cell 2011; 10(6): 803-19.
[http://dx.doi.org/10.1128/EC.00310-10] [PMID: 21531874]

[20] Kumar A, Dhamgaye S, Maurya IK, Singh A, Sharma M, Prasad R. Curcumin targets cell wall integrity via calcineurin-mediated signaling in
Candida albicans. Antimicrob Agents Chemother 2014; 58(1): 167-75.
[http://dx.doi.org/10.1128/AAC.01385-13] [PMID: 24145527]

[21] Arthington-Skaggs BA, Jradi H, Desai T, Morrison CJ. Quantitation of ergosterol content: novel method for determination of fluconazole
susceptibility of Candida albicans. J Clin Microbiol 1999; 37(10): 3332-7.
[PMID: 10488201]

[22] Breivik ON, Owades JL. Spectrophotometric semi-microdetermi-nation of ergosterol in yeast. J Agric Food Chem 1957; 5(5): 360-3.
[http://dx.doi.org/10.1021/jf60075a005]

[23] Prasad T, Saini P, Gaur NA, et al. Functional analysis of CaIPT1, a sphingolipid biosynthetic gene involved in multidrug resistance and
morphogenesis of Candida albicans. Antimicrob Agents Chemother 2005; 49(8): 3442-52.
[http://dx.doi.org/10.1128/AAC.49.8.3442-3452.2005] [PMID: 16048959]

[24] Prasad R, Kapoor K. Multidrug resistance in yeast Candida. Int Rev Cytol 2005; 242: 215-48.
[http://dx.doi.org/10.1016/S0074-7696(04)42005-1] [PMID: 15598470]

[25] He LL, Wang X, Wu XX, et al. Protein damage and reactive oxygen species generation induced by the synergistic effects of ultrasound and
methylene blue. Spectrochim Acta A Mol Biomol Spectrosc 2015; 134: 361-6.
[http://dx.doi.org/10.1016/j.saa.2014.06.121] [PMID: 25025307]

[26] Küpfer A, Aeschlimann C, Wermuth B, Cerny T. Prophylaxis and reversal of ifosfamide encephalopathy with methylene-blue. Lancet 1994;
343(8900): 763-4.
[http://dx.doi.org/10.1016/S0140-6736(94)91839-2] [PMID: 7510815]

[27] O’Leary JL, Petty J, Harris AB, Inukai J. Supravital staining of mammalian brain with intra-arterial methylene blue followed by pressurized
oxygen. Stain Technol 1968; 43(4): 197-201.
[PMID: 4175125]

[28] Walter-Sack I, Rengelshausen J, Oberwittler H, et al. High absolute bioavailability of methylene blue given as an aqueous oral formulation.
Eur J Clin Pharmacol 2009; 65(2): 179-89.
[http://dx.doi.org/10.1007/s00228-008-0563-x] [PMID: 18810398]

[29] Peter C, Hongwan D, Küpfer A, Lauterburg BH. Pharmacokinetics and organ distribution of intravenous and oral methylene blue. Eur J Clin
Pharmacol 2000; 56(3): 247-50.
[http://dx.doi.org/10.1007/s002280000124] [PMID: 10952480]

[30] Lu Y, Su C, Liu H. Candida albicans hyphal initiation and elongation. Trends Microbiol 2014; 22(12): 707-14.
[http://dx.doi.org/10.1016/j.tim.2014.09.001] [PMID: 25262420]

[31] Thomas  E,  Roman  E,  Claypool  S,  Manzoor  N,  Pla  J,  Panwar  SL.  Mitochondria  influence  CDR1  efflux  pump  activity,  Hog1-mediated
oxidative stress pathway, iron homeostasis, and ergosterol levels in Candida albicans. Antimicrob Agents Chemother 2013; 57(11): 5580-99.
[http://dx.doi.org/10.1128/AAC.00889-13] [PMID: 23979757]

[32] Ahmad A, Khan A, Khan LA, Manzoor N. In vitro synergy of eugenol and methyleugenol with fluconazole against clinical Candida isolates.
J Med Microbiol 2010; 59(Pt 10): 1178-84.
[http://dx.doi.org/10.1099/jmm.0.020693-0] [PMID: 20634332]

[33] Rodríguez-Leguizamón G, Fiori A, Lagrou K, et al. New echinocandin susceptibility patterns for nosocomial Candida albicans in Bogotá,
Colombia, in ten tertiary care centres: an observational study. BMC Infect Dis 2015; 15(1): 108.
[http://dx.doi.org/10.1186/s12879-015-0840-0] [PMID: 25888031]

[34] Ibrahim NH, Melake NA, Somily AM, Zakaria AS, Baddour MM, Mahmoud AZ. The effect of antifungal combination on transcripts of a
subset of drug-resistance genes in clinical isolates of Candida species induced biofilms. Saudi Pharm J 2015; 23(1): 55-66.
[http://dx.doi.org/10.1016/j.jsps.2013.12.007] [PMID: 25685044]

[35] Pahwa N, Kumar R, Nirkhiwale S, Bandi A. Species distribution and drug susceptibility of candida in clinical isolates from a tertiary care
centre at Indore. Indian J Med Microbiol 2014; 32(1): 44-8.
[http://dx.doi.org/10.4103/0255-0857.124300] [PMID: 24399387]

[36] Schirmer RH, Adler H, Pickhardt M, et al. Lest we forget you-methylene blue. Neurobiol Aging 2011; 32(12): 2325. e7-16.

[37] Jacquemin G, Margiotta D, Kasahara A, et al. Granzyme B-induced mitochondrial ROS are required for apoptosis. Cell Death Differ 2015;
22(5): 862-74.



22   The Open Microbiology Journal, 2016, Volume 10 Ansari et al.

[http://dx.doi.org/10.1038/cdd.2014.180] [PMID: 25361078]

[38] MedlinePlus.  Atovaquone.  Available  online:  http://www.nlm.nih.  gov/medlineplus/druginfo/  meds/a693003.html  [Accessed  on:  17  June
2013].

[39] Longo VD, Gralla EB, Valentine JS. Superoxide dismutase activity is essential for stationary phase survival in Saccharomyces cerevisiae.
Mitochondrial production of toxic oxygen species in vivo. J Biol Chem 1996; 271(21): 12275-80.
[http://dx.doi.org/10.1074/jbc.271.21.12275] [PMID: 8647826]

[40] Grant CM. Role of the glutathione/glutaredoxin and thioredoxin systems in yeast growth and response to stress conditions. Mol Microbiol
2001; 39(3): 533-41.
[http://dx.doi.org/10.1046/j.1365-2958.2001.02283.x] [PMID: 11169096]

[41] Ernst JF, Schmidt A. Dimorphism in human pathogenic and apathogenic yeasts. 5th ed. Switzerland: Karger 2000.
[http://dx.doi.org/10.1159/isbn.978-3-318-00519-6]

[42] Hameed S, Prasad T, Banerjee D, et al. Iron deprivation induces EFG1-mediated hyphal development in Candida albicans without affecting
biofilm formation. FEMS Yeast Res 2008; 8(5): 744-55.
[http://dx.doi.org/10.1111/j.1567-1364.2008.00394.x] [PMID: 18547332]

Received: November 11, 2014 Revised: April 30, 2015 Accepted: April 30, 2015

© Ansari et al. ; Licensee Bentham Open.

This is an open access article licensed under the terms of the Creative Commons Attribution-Non-Commercial 4.0 International Public License (CC
BY-NC  4.0)  (https://creativecommons.org/licenses/by-nc/4.0/legalcode),  which  permits  unrestricted,  non-commercial  use,  distribution  and
reproduction  in  any  medium,  provided  the  work  is  properly  cited.


