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Abstract
Acid phosphatases (ACPases) are produced by a variety of fungi and have gained attention

due their biotechnological potential in industrial, diagnosis and bioremediation processes.

These enzymes play a specific role in scavenging, mobilization and acquisition of phos-

phate, enhancing soil fertility and plant growth. In this study, a new ACPase from Tricho-
derma harzianum, named ACPase II, was purified and characterized as a glycoprotein

belonging to the acid phosphatase family. ACPase II presents an optimum pH and tempera-

ture of 3.8 and 65°C, respectively, and is stable at 55°C for 120 min, retaining 60% of its

activity. The enzyme did not require metal divalent ions, but was inhibited by inorganic phos-

phate and tungstate. Affinity for several phosphate substrates was observed, including phy-

tate, which is the major component of phosphorus in plant foods. The inhibition of ACPase II

by tungstate and phosphate at different pH values is consistent with the inability of the sub-

strate to occupy its active site due to electrostatic contacts that promote conformational

changes, as indicated by fluorescence spectroscopy. A higher affinity for tungstate rather

than phosphate at pH 4.0was observed, in accordance with its highest inhibitory effect.

Results indicate considerable biotechnological potential of the ACPase II in soil

environments.

Introduction
Phosphorus (P) is an essential nutrient for normal growth and metabolic processes in plants
and microorganisms. It is also involved in the biosynthesis of cellular components, such as
nucleic acids, phospholipids and proteins [1,2]. Over 80% of the phosphorus applied to soil is
lost due to its broad adsorption, precipitation or conversion to organic form [3,4]. In alkaline
soils, phosphorus is encountered fixed in the tricalcium phosphate salt and in acid soils as
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aluminum phosphate and iron phosphate [1,4]. The main mechanisms of P solubilization
employed by soil microorganisms include: (1) solubilization and mineral dissolving of complex
P compounds, (2) the release of P during substrate degradation and (3) liberation of extracellu-
lar enzymes, such as phosphatases for enzymatic degradation.

These enzymes are usually classified as alkaline phosphatases, acid phosphatases and protein
phosphatases [3–5]. Acid phosphatase (ACPase) (orthophosphoric monoester phosphohydro-
lase EC 3.1.3.2) is a hydrolase that promotes monoester phosphate hydrolysis, transforming
organic phosphate into a soluble inorganic form [5, 6]. Structural analysis of the ACPase from
fungi has revealed a monomeric protein with two domains, one large with α-helix and β sheets
(α/β strands) and another with a smaller α-helix domain [7]. The active site is located at the
interface of the α/β domains, presenting fundamental arginine and histidine amino acid residues
for enzymatic activity, with the conserved RHGXRXPmotif [7, 8]. ACPases hydrolyze phospho-
monoesters in a two-step process. First, the catalytic histidine makes a nucleophilic attack on
the bound phosphomonoester, creating a phosphorylated intermediate; in the second step, a
water molecule hydrolyses the phosphohistidine intermediate, releasing P [7, 8].

ACPases are widely distributed in organisms such as plants, animals and microorganisms,
and have been characterized across diverse tissues such as seeds, roots, prostate and bone cells
[9–14]. To date, they have been applied in a broad range of processes including scavenging,
mobilization and acquisition of P, enhancement of soil fertility and plant growth [15]. In ani-
mal cells, they have been used as biomarkers in radioimmunoassays for diagnosis of bone
metastases, chronic inflammation and prostate cancer [16, 17]. In industrial process, ACPases
are applied in feed processing for monogastric animals releasing phosphate, for enhancement
of nutritional value and in reduction of phosphate excreted by animals [18, 19]. Application in
bioremediation of polluted soils has also been reported using ACPases derived from plants and
mycorrhizal fungi [20]. Published data has also shown that ACPases from microorganisms are
more efficient in hydrolysis of organic phosphate than those derived from plants [15].

A considerable number of ACPases have been characterized from fungi such as Aspergillus
sp.,Humicola sp.,Mucor sp., Penicillium sp.,Metarhizium sp. and Trichoderma harzianum
[13, 21–25], with their potential in mediating availability of phosphorous to plants from
organic compounds investigated by numerous groups [26, 27]. Of these fungi, T. harzianumis
noteworthy, as a saprophytic fungus present in soils, including the Brazilian Cerrado biome.
This fungus has been highlighted as a potent fertilizer agent, given its ability to release, induce
uptake and provide soluble phosphate in the soil[15, 27]. Additionally, this fungus is able to
colonize roots and leaves of host plants, promoting beneficial biochemical changes. The most
important changes comprise increased abiotic stress, sequestration or solubilization of inor-
ganic nutrients (carbon, nitrogen and phosphorus) and induction of resistance to diseases
caused by plant pathogens [28, 29].

Given the considerable application of T. harzianum as a biological control agent, numerous
studies have been conducted to increase our understanding of the mechanisms involved in
mycoparasitism [30, 31]. It is well known that this fungus is capable of producing hydrolytic
enzymes such as phosphatases, β-glucanase [32], chitinases [33], xylanases [34], and N-acetyl-
glucosaminidase [35]. In addition, studies on phosphate deprivation have revealed the poten-
tial of Trichoderma spp. as phosphate solubilization agents, fixing phosphates present in the
soil, and enhancing soil fertility and plant growth [15].

Leitão et al [25] purified and characterized an acid phosphatase (ACPaseI) from T. harzia-
num. This enzyme presented an optimum pH and temperature at 4.8 and 55°C, respectively,
and was strongly inhibited by sodium tungstate. It was also characterized as a non-specific
enzyme, catalyzing the hydrolysis of a wide range of phosphorylated esters, including organic
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molecules involved in cellular process, such as adenosine triphosphate (ATP), adenosine
diphosphate (ADP) and adenosine monophosphate (AMP).

Considering the relevance and the potential biotechnological application of these phospha-
tases, efforts have been made to comprehend the molecular mechanisms and the relationship
between structure and function. To date, understanding of uptake and phosphate release mech-
anisms in these enzymes remains unclear. In the present paper, we report the purification and
functional characterization of a new enzyme presenting acid phosphatase activity from T. har-
zianum, named ACPase II.

Materials and Methods

Materials
Culture media reagents were purchased from Himedia (India). Reagents for protein assays
were purchased from Bio-Rad1 (Quick Start Bradford, USA). Reagents for deglycosilation and
substrates for enzymatic assays were purchased from Sigma Aldrich™ (USA).

Microorganism and culture conditions
Conidiospores from a single spore-derived pure culture for strain T. harzianum ALL42
(HS574263.1, GenBank) were provided by the Department of Biochemistry and Molecular
Biology, Enzymology Laboratory, Federal University of Goiás, Goiânia, Goiás, Brazil. A stock
culture of the microorganism was recovered on Malt Yeast Glucose (MYG) medium containing
0.5% (w/v) malt extract, 0.25% (w/v) yeast extract, 1.0% (w/v) glucose and 2.0% (w/v) agar,
with incubation at 28°C. A sexual conidia were isolated in sterile saline solution, following cen-
trifugation at 3000 g.

For enzyme production, 107 spores.ml-1of the fungus T. harzianum were inoculated in mod-
ified Minimal Medium (MM) containing 0.03% (w/v) CaCl2.6H2O, 0.14% (w/v) (NH4)2SO4,
0.03% (w/v) MgSO4.7H2O, 1.5% (w/v) glucose and 0.25% (w/v) yeast extract. Growth cultures
were incubated in 500 ml Erlenmeyer flasks with constant shaking (180 rpm) at 28°C for 48 h.
Fungal mycelium was harvested by filtration through filter paper (90 mm), filtrate dialyzed
overnight against distilled water and freeze dried for use as a source of acid phosphatase.

Enzymatic assay
Acid phosphatase activity was measured according to Leitão et al [25], using p-Nitrophenyl
phosphate disodium salt hexahydrate (p-NPP) (Sigma Aldrich™) as substrate. One unit (1U) of
acid phosphatase activity was defined as 1 μM of p-Nitrophenol (p-NP) formed per minute
[36]. Protein concentration was determined by the Bradford method, using bovine serum albu-
min as standard [37].

Purification of acid phosphatase and analysis of acid phosphatase purity
Crude extract containing enzymes was 10-fold concentrated by ultrafiltration using a 10 kDa
membrane (Millipore, 63.5 mm). A 1 mg sample was applied onto a molecular exclusion
Superdex 200 HiLoad 16/60 column (GE Healthcare), then equilibrated with 50 mM sodium
acetate buffer, pH 4.8, using an AKTA Purifier fast protein liquid chromatography system
(FPLC, GE Healthcare). Fractions presenting acid phosphatase activity were pooled and dia-
lyzed against 50 mM sodium acetate buffer, pH 4.8,containing 3 M (NH4)2SO4 (buffer A). The
samples were applied on a Hitrap Phenyl FF (High sub) column (GE Healthcare) previously
equilibrated with buffer A. The column was washed with the same buffer and the bound pro-
teins eluted using a decreasing gradient of 3 M to zero of (NH4)2SO4in the same sodium acetate
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buffer described above. Fractions containing acid phosphatase activity were pooled, dialyzed
against water and stored at -20°C.

Polyacrylamide gel electrophoresis under denaturing conditions (12%SDS-PAGE) was car-
ried out to estimate protein purity and the molecular mass of the purified enzyme [38]. Protein
was silver stained as described by Blum [39] and molecular mass was estimated using molecu-
lar weight markers β-galactosidase (116 kDa), Bovine serum albumin (66.2 kDa), Ovalbumin
(45 kDa), Lactate dehydrogenase (35 kDa) and REase Bsp98l (25 kDa) (Thermo Scientific).
The error of the molecular mass determination was estimated based on analysis of data for five
12% SDS-PAGE runs, with linear regression calculated using Image Lab 5 (Bio-Rad).

Protein identification byMALDI-TOF/TOF spectrometry
The band corresponding to the enzyme identified as ACPase II was excised from polyacryl-
amide gels and digested with trypsin Gold-Mass V582A (Promega), according to Schevchenko
et al [39]. The resulting peptides of each spot were submitted to mass spectrometric analyses
using an UltraFlexIII MALDI-TOF/TOF (Matrix-Assisted Laser Desorption/Ionization-Time
of Flight), controlled with Flex Control 3.0 software (Bruker Daltonik). The sample was mixed
with α-cyano-4hydroxycinnamic acid matrix solution (3:1, v/v) directly applied onto an MTP
AnchorChip 400/384 target plate (Bruker Daltonik) and dried at room temperature. Peptides
presenting mono isotopic masses were obtained in reflector mode with external calibration
using the Protein Calibration Standard (Bruker Daltonik). Peptide MS/MS spectra were
obtained by means of LIFT fragmentation. The software Flex Analysis 3.0 (Bruker Daltonik)
and PepSeq (Waters) were used for mass spectrometric data analysis. Peptide primary struc-
tures were inferred by means of manual interpretation of fragmentation. The obtained
sequences were then searched against the NCBInr protein database (www.ncbi.nlm.nih.gov)
using the algorithm Blastp. The identified protein sequences were analyzed using the Peptide
Mass tool from the ProtParam Server (www.expasy.org) in order to predict theoretical molecu-
lar weight [40].

Deglycosylation of the acid phosphatase
The purified enzyme was treated with the enzymatic protein Deglycosylation kit, according to
the manufacturer’s protocol (Sigma Aldrich™). An ACPase sample containing 100 μg of protein
was added to the reaction buffer and denaturation solution and boiled for 5 minutes. The sam-
ple was then incubated for 3 hours at 37°C with PNGase F and O-glycosidase. The deglycosy-
lated protein was analyzed by12% SDS-PAGE, as described above.

Biochemical characterization of the purified ACPase II
The effect of pH on ACPase II activity was determined by varying the pH from3.2 to 5.6 using 50
mM glycine-HCl (pH 3.2–3.4) and 50 mM sodium acetate (pH 3.6–5.6) buffer. The effect of tem-
perature on the enzymatic activity was determined at pH 3.8over a temperature range from 35 to
80°C. Thermostability was determined by pre-incubation of the purified enzyme at pH 4.0, 50,
55 and 60°C for 120 min and returning the temperature to60°C (optimum temperature). Kinetics
parameters were estimated using p-NPP at concentrations ranging from 0.033 to 1.0μM. Activi-
ties were determined by the standard procedure and kinetics parameters (Km and Vmax) calcu-
lated from the fitted Michaelis-Menten curve by nonlinear regression/enzymatic kinetics/
Michaelis-Menten enzyme kinetics via the program GraphPad Prism (version 6.01, 2000). The
ability of ACPase II to hydrolyze different substrates (Sigma Aldrich™), i.e. p-NPP, ATP, ADP,
AMP, fructose 6-phosphate, glucose 1-phosphate, phenyl phosphate, β-glucose phosphate and
phytic acid, was evaluated at substrate concentrations of 5 mM [41]. The effects of inorganic
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phosphate and sodium tungstate on ACPase II activity were also determined after pre-incubation
of purified enzyme with the respective compound (5 mM) for 10 min at 60°C.

Fluorescence Spectroscopy Assays
Fluorescence measurements of 0.66 μMACPase II were performed at pH 4.0–5.5 (10 mM
sodium acetate buffer), pH 6.5–9.0 (10 mM Tris buffer), and 25°C using the Jasco FP-6500
Spectrofluorimeter (Jasco Analytical Instruments, Tokio, Japan) coupled to a Jasco ETC-273T
Peltier system (Jasco Analytical Instruments) with water circulation. Both the excitation and
emission slits were fitted at 10.0 nm, with excitation and emission wavelengths at 295 nm and
300–400 nm, respectively.

ACPase II spectral changes were investigated in the presence of sodium phosphate (0–
660 μM) and sodium tungstate (0–660 μM) with fluorescence quenching as a function of pH
4.0, 7.0 and 8.5. The averages of four fluorescence spectra were recorded and processed using
the program Spectra Manager (Jasco Analytical Instruments, Tokio, Japan). The fluorescence
emissions were fitted according to the classic Stern-Volmer equation (Eq 1) as follow [42]:

Fo=F ¼ 1 þ Ksv½Q� ð1Þ
where F and F0 representthe fluorescence intensities in the presence and absence of quencher,
respectively, KSV is Stern-Volmer constant and [Q] is the concentration of the quencher.

In order to calculate the dissociation constants for ACPase-related phosphate and tungstate
complex, the equilibrium between free and bound molecules is assumed to be proportional to
the fluorescence intensity as [B]/[Bo]/ F/Fo [43]. The dissociation constants (KD) for the equi-
librium between free and bound ions on ACPase II were calculated by nonlinear regression,
again using GraphPad Prism (version 6.01, 2000).

Statistical analysis
All experiments were performed in triplicate. Statistical analysis in enzymatic assays was per-
formed based on standard deviation. Differences were considered to be significant at a value of
p<0.05.

Results and Discussion

Acid phosphatase production by T. harzianum
T. harzianum, Neurospora crassa, Apergillus niger, andHumicola lutea are recognized as effi-
cient producers of hydrolytic enzymes, such as β-glucanase [32], chitinases [33], xylanases [34],
N-acetylglucosaminidase [35] and acid phosphatases [8, 22, 25,44]. Among such enzymes,
ACPases have gained special attention due to their broad biotechnological potential across in
industry, diagnostics, bioremediation, mobilization and acquisition of P, enhancement of soil
fertility and plant growth [15, 45–48]. Secretion of ACPases in producing species of fungi is
stimulated by acidic pH and specific carbon sources, with inhibition in the presence of inorganic
phosphate [22, 43, 49, 50]. In previous studies, we showed that T. harzianum produced ACPases
in medium supplemented with several carbon sources, such as glucose, cell wall of Rhizoctonia
solani,Macrophomina phaseolina, Fusarium sp. and Sclerotinia sclerotorum [25, 51, 52].

In this work, the amount of 107 spores.ml-1 of T. harzianum was cultivated in medium sup-
plemented with glucose (15 g.L-1) without the addition of inorganic phosphate (pH adjusted to
4.0) for 90 hours. The highest levels of ACPases (14.3 U.mg-1) were obtained from culture
supernatants at 48 hours (Fig 1). Additionally, a decrease of ACPases secretion in the presence
of inorganic phosphate was observed.
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Purification and characterizationof ACPase II from T. harzianum
In most reports on fungal ACPase, two or more chromatography steps are generally required
for protein purification [13–14, 21, 23, 24, 53]. Similarly, a new acid phosphatase from T. har-
zianum, named ACPase II, was purified in our study by using two steps. Firstly, two distin-
guishable acid phosphatase activity peaks (I and II) (Fig 2A) from crude extract of enzymes,
corresponding to the fractions 9–11 and 14–15, were obtained by size exclusion chromatogra-
phy using a Superdex 200 column on an AKTA Purifier (GE Healthcare).

The activity found in peak I (Fig 2A and inset) corresponded to the eluted ACPase II (frac-
tions 9 to 11) and that from peak II corresponded to the eluted ACPase I (fractions 14 to 15),
as purified by Leitão et al [25]. This was assumed based on the differences in molecular mass of
ACPase I (58 kDa) and ACPase II (90 kDa), as previously estimated through 12% SDS-PAGE
(S1A Fig), together with respective activities presented in a zymogram gel (S1B Fig). Secondly,
the ACPase II was purified by hydrophobic chromatography (HC) in Hitrap Phenyl FF, as
shown in Fig 2B. Both resins preserved the biological activity of ACPase II, resulting in a
21.7-fold purification, with overall yield of 43.3% and specific activity of 1030.0 U.mg-1.

Fig 1. Time-course of extracellular acid phosphatase production by Trichoderma harzianum. The strain was grown on 1.5% glucose at 28°C and pH
4.0 without inorganic phosphate. The experiment was conducted in triplicate and differences were considered to be significant at a value of p <0.05.

doi:10.1371/journal.pone.0150455.g001
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A starting material of 200 ml of T. harzianum protein crude extract (0.175 mg/ml) was concen-
trated to 3.314 mg in 1ml and applied onto a superdex 200 column (Table 1).

The molecular mass of ACPase II was estimated by 12% SDS-PAGE (Fig 2B) due its self-
association tendency in solution, as indicated by size exclusion chromatography and dynamic
light scattering (data not shown). ACPase II was eluted in a void volume and presented hydro-
dynamic radius of 14.3 nm and molecular mass of 326 kDa, compatible with a tetramer.

SDS-PAGE analysis revealed a purified ACPase II of 90 ± 5 kDa (Fig 2B, inset), distinct to
previously characterized acid phosphatases from fungi such asMucor hiemalis (45 kDa),
Metarhizium anisopliae (44 kDa), Aspergillus fumigatus (18 kDa), Neurospora crassa [23, 24,
54, 55] and Aspergillus caespitosus (186 and 190 kDa) [13].

In order to assess whether ACPase II is a glycoprotein, the purified enzyme was treated with
PNGase and O-glucosidase. After SDS PAGE, a defined band was obtained corresponding to a
protein of 58 ± 5 kDa, according to the almost of predicted values presented in the S1 Table.
The enzyme was characterized as a glycoprotein, composed of approximately 30% carbohy-
drate (Fig 3). Analysis of the peptide sequence using NetNGlyc 1.0 and NetOGlyc 3.1 showed
two potential N-glycosylation and four potential O-glycosylation sites (S2B Fig).

ACPase II sequencing by Maldi-Tof/Tof spectrometry
Identification and classification of the enzyme was carried out based on the amino acid
sequence of peptides obtained from protein hydrolysis with trypsin, using MALDI-TOF/TOF
spectrometry (S2A Fig). Seven peptides were sequenced and compared to sequences from

Fig 2. Purification and activity profiles of ACPase II from T. harzianum. (A)Molecular exclusion chromatography profile of T. harzianum crude extract on
a Superdex S-200 column eluted with 50 mM acetate buffer, pH 4.8, 150 mMNaCl (inset 12% SDS PAGE of peak I; MW: molecular weight; lane 1: fraction 9,
lane 2: fraction 10, and lane 3: fraction 11, indicated by the arrows). (B) Hydrophobic chromatography of fraction 9–11 using a Hitrap Phenyl FF column. The
eluted bound proteins from fractions 31–34 show a phosphatase activity (single peak) corresponding to the ACPase II. The elution of the bound proteins was
carried out with a decreasing gradient of 50 mM acetate buffer, pH 4.8 containing 3 M (NH4)2SO4. Inset, 12% SDS PAGE of pooled fractions 31–34
containing ACPase II; MW- molecular weight; lane 2: crude extract; lane 3: ACPase II from fraction 31–34, presenting the higher activity, as indicated by the
arrows. The experiment was conducted in triplicate, with differences considered to be significant at a value of p <0.05.

doi:10.1371/journal.pone.0150455.g002

Table 1. Summary of the purification steps for ACPase II from T. harzianum.

Step Total protein (mg) Total activity (U) Specific activity (U.mg-1) Purification (fold) Yield (%)

Crude enzyme 3.314 157 47.4 1.0 100

Superdex 200 0.405 134 330.8 7.0 85.3

Hitrap Phenyl FF 0.066 68 1,030 21.7 43.3

doi:10.1371/journal.pone.0150455.t001
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GenBank. The amino acid sequences and molecular mass matched phytases from T. harzia-
num, histidine acid phytase from Trichoderma pleuroticola and a hypothetical protein from
Trichoderma virens available on the NCBI database (S1 Table and S2B Fig). It is important to
note that all of histidine phytase are refereed as histidine acid phosphatase and, to date, no
sequence of acid phosphatase from T. harzianum has been found in the NCBI database. The
molecular mass observed through SDS-PAGE (Fig 2B) did not match any theoretical molecular
weight from similar sequences, indicating post-translational modifications, such as the identi-
fied N-glycosylation and O-glycosylation sites (Fig 3 and S2B Fig), or partial sequences of this
protein on the database. However, after deglycosilation with PNGase F and O-glycosidase, the
ACPase II shows a molecular mass of 68 ± 5 kDa, according to the predicted value (S1 Table).
The sequence of peptides derived from ACPase II displayed a conserved histidine composing

Fig 3. Glycosylation profile of the purified ACPase II from T. harzianum. After ACPase II (100 μg)
deglycosylation the electrophoresis was carried out using a 12% cross-linked polyacrylamide gel. MW:
molecular weight (Thermo Scientific); Lane 1: ACPase II intact (86 μg); lane2: ACPase II after
deglycosylation; MW: Molecular mass marker proteins. ACPase II appears as a higher molecular mass of
90 ± 5.0 kDa.

doi:10.1371/journal.pone.0150455.g003
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the catalytic site, with approximately 98% and 96% homology with 3-phytase from T. harzia-
num and histidine phytase from T. pleuroticola, respectively (S2B Fig).

Biochemical characterization of ACPase II
The optimum pH of ACPase II was 3.8 (Fig 4A), in agreement with data observed for fungal
acid phosphatases fromM. anisopliae [24], A. niger [56], A. oryzae [57] and A. nidulans [58],
but distinct to those with optimum pH of 2.5 from A. ficuum [59] and A. fumigatus [55]. The
optimum temperature of 65°C (Fig 4B) was similar to that for ACPases fromM. hiemalis [23]
and A. niger [55], but lower than observed for ACPases fromM. anisopliae [24] and A. caespi-
tosus [13]. Thermostability of ACPase II was analyzed as a criterion for potential of the charac-
terized enzymes from this fungus in industrial application. ACPase II was stable for at least 120

Fig 4. Biochemical properties of the purified ACPase II from T. harzianum. (A)Optimum pH was estimated using 50 mM glycine HCl and sodium
acetate buffer ranging from 3.2 to 5.6. (B)Optimal temperature of 60°C was estimated from 35 to 80°Cand 50 mM sodium acetate buffer pH 3.8 was used.
(C) Thermal stability was analyzed by previously incubating the enzyme at 50, 55 and 60°C in 50 mM sodium acetate buffer pH 3.8 for 120 min. (D)
Enzymatic kinetics fitted according to Michaelis-Menten approximation using p-NPP at concentrations ranging from 0.033 to 1.0 μM. Km and Vmax were
0.027 μM and 83 U/mg, respectively. The enzymatic assays were conducted in triplicate and differences were considered to be significant at a value of p
<0.05.

doi:10.1371/journal.pone.0150455.g004
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min at 50°C and 55°C respectively, retaining 60% of maximum activity at 50°C and 45% of
maximum activity at 55°C (Fig 4C).

ACPase II showed a greater affinity for p-NPP compared to ACPase I [25] and other
ACPases from Penicillium chrysogenum (111 μM),M. hiemalis (434 μM), A. bisporus (370 μM)
and A. caespitosus (29 μM) [13, 21,23, 60], based on Km and Vmax values of 0.027 μM and 83.93
U/mg, respectively (Fig 4D and Table 2). As ACPase II was not significantly inhibited by metal
chelators, such as EDTA, the enzyme does not appear to require metal divalent ions as cofac-
tors for catalytic activity (Table 3). In addition, the enzyme was not inhibited by sodium tar-
trate, was partially inhibited by inorganic phosphate and strongly inhibited by sodium
tungstate (Table 3). Inorganic phosphate is a common inhibitor of most ACPases from fungi
and in some cases is associated with mechanisms involved in enzyme regulation [13, 21–23, 55,
60]. Tungstate is a specific inhibitor of tyrosine phosphatase [24]. In both cases, the inhibition
of ACPase II seems to be related with conformational changes of the protein resulting in steric
hindrance surrounding of the active site. Fluorescence quenching provides evidences for this
protein conformational change, as discussed below.

Table 2. Summary of the biochemical properties of the ACPase II from T. harzianum.

Biochemical properties ACPase II

pH optimum 3.8 ± 0.01

Temp optimum (°C) 15 min 60.0 ± 0.02

Thermal stability/Relative activity (%)

pH 3.8/50°C/ 60 min 61.0% ± 1.0%

pH 3.8/55°C/ 60 min 48.0% ± 1.0%

pH 3.8/60°C/ 60 min 27.0% ± 1.0%

km 0.027 μM

Vmax 83.93 U/mg

Inhibition by inorganic phosphate 65.0% ± 2.0%

Inhibition by sodium tungstate 98.0 ± 1.0%

doi:10.1371/journal.pone.0150455.t002

Table 3. Effect of different substrates and compounds on ACPase II activity.

Substrate Relative activity (%)

p-NPP 100.0 ± 1.0

Phenyl sodium phosphate 52.3 ± 2.0

D-Glucose-1-phosphate 49.4 ± 1.0

ADP 39.0 ± 1.0

β-Glucose sodium phosphate 35.5 ± 1.0

D-Fructose-6-phosphate 33.0 ± 2.0

AMP 30.0 ± 2.0

ATP 25.3 ± 2.0

Phytic acid 20.5 ± 1.5

Compound /Inhibitor

EDTA 137.6 ± 1.0

Sodium tartrate 114.4 ± 2.0

Mg2+ 100.5 ± 2.0

Ca2+ 93.5 ± 2.0

Inorganic phosphate 33.0 ± 2.0

Sodium tungstate 1.0 ± 1.0

doi:10.1371/journal.pone.0150455.t003
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Affinity of ACPase II for different substrates was observed, which may reflect a broad range
of physiological functions in fungi, mainly associated with survival and environment adapta-
tion. Additionally, ACPase II was not phosphate-specific, since it was able to cleave a broad
range of phosphate esters, including p-NPP, a general substrate for acid phosphatases, ATP,
ADP and AMP (Table 3). ACPase II was more efficient in cleaving phenyl sodium phosphate,
D-glucose-1-phosphate, ATP, ADP, and AMP.

In summary, in contrast to ACPase I, based on the biochemical features, ACPase II from T.
harzianum is an enzyme belonging to the acid phosphatase families, with higher activity than
known ACPases from different sources. Potential practical applications of this purified phos-
phatase from T. harzianummay include bioremediation, biocontrol, plant nutrients uptake,
aggregate stability, and carbon cycling and sequestration, as also observed with other fungal
phosphatases [30, 31, 51, 52]. However, for these biotechnological applications, among those
biochemical features, the structural characterization is important to be investigated.

Structural characterization of ACPase II
The structural proprieties of ACPase II were assessed by fluorescence in order to investigate
the protein structure/function relationship. The fluorescence spectra of ACPase II as a function
of pH were to a shorter wavelength (336 to 327 nm), from pHs 4.5–9.0 to pH 4.0. This data is
compatible with changes on tryptophan residues from exposed to buried environments as a
function of acidic pH. The intensity of emission bands were also very pH dependent, increasing
or decreasing in conformity with changes in the solvent polarity surrounding the tryptophan
residues. This is likely due to the ionization of charged side chains and their molecular reorien-
tation, leading to groups of spectra between pH 5.0–5.5, 6.0–7.0, 7.0–9.0 (Fig 5). These results
indicate that ACPase II is more stable at pH 4.0, when compared with others pHs. It is interest-
ing to note that this structural feature is related to the differences in enzyme activities, with
highest values observed at pHs ranging from 3.8 to 4.0 (Fig 4A).

Effects of tungstate and phosphate ions on ACPase II structure and
activity
The strategy employed in this work relied initially on purification and biochemical characteri-
zation of ACPase II from T. harzianum and its structural properties at pH 4.0. Indeed, we
investigated the inhibitory effect of reactive ions, as tungstate and phosphate, correlated to
structural properties. Inhibition of ACPase II by tungstate and phosphate observed at different
pHs, was likely due to an inability of the substrate to occupy its active site. Tungstate and phos-
phate are polyatomic ions containing, respectively, an oxoanion of tungsten and phosphorus
surrounded by four oxygen atoms which form several non covalent interactions in proteins,
especially electrostatic interactions. Due their chemical properties, these compounds inhibit
ACPase II (Table 3) from making electrostatic contacts, thus leading to inaccessibility of sub-
strate for active site.

A fluorescence quenching assay was used to investigate conformational changes of ACPase II
as a function of pH and affinity of compounds to ACPase II. This technique is a well-established
tool that allows detection of conformational changes in proteins and protein-ligand interactions
by monitoring solvent accessibility and the microenvironment of tryptophan residues under dif-
ferent conditions [61, 62]. Specifically, changes of tryptophan emission spectra occur in
response to protein conformational changes, protein-protein association, ligand binding, dena-
turation, etc, in which affect the environment surrounding the side chain of this residue [42].

Here in, the addition of increasing concentrations of tungstate and phosphate to ACPase II
resulted in progressive decrease of fluorescence intensity at 330 nm, pH 4.0, 7.0 and 8.5 (data
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shown for pH 8.5; Fig 6A and 6B, inset), that were considered to estimate Stern-Volmer and
dissociation constants (Figs 6 and 7). The Stern-Volmer plot profile and Ksv constants were
consistent with a static fluorescence quenching process, as consequence of pH and protein-
oxoanion complex formation. Phosphate and tungstate inhibitors binding to ACPase II also
induce spectral shifts to shorter wavelength (from 332 nm to 328 nm) as seen at pH 8.5 (Fig 6A
and 6B, inset), indicating the tryptophan changing from exposed to buried environment.

According to the Stern-Volmer adjustment, a linear correlation was observed for compounds
at different pHs (Fig 6A and 6B), supporting the existence of a static quenching process involving
ACPase II, phosphate and tungstate complex formation. Fluorescence quenching corresponded
to a single population of tryptophan residues in the ACPase II [42]. These results may be due to
electrostatic, as well as unknown interactions in the vicinity of the fluorophore in the presence of
these compounds that were responsible for conformational changes of the protein [63].

Tungstate showed a greater access to ACPase II at pH 4.0 and 7.0 than at pH 8.5, as indi-
cated by Ksv values (Table 4). In contrast, phosphate showed greater Ksv values at pH 8.5 than
in acidic and neutral conditions. It is noteworthy that the residual charge of the protein as a
function of pH resulted in conformational changes that do not conceal the tryptophan residues
at pH 7.0 and 8.5, with an exception at pH 4.0 (Fig 5). These conformational changes at pH 7.0,
as well as tryptophan microenvironment changes at pH 4.0, allowed for easy access of

Fig 5. Fluorescence spectra of ACPase II as a function of different pHs (4.0–9.0). The fluorescence spectra were shifted by approximately 10 nm to
shorter wavelength (336 to 327 nm) from pHs 4.5–9.0 to pH 4.0.

doi:10.1371/journal.pone.0150455.g005
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tungstate, although not at pH 8.5. On the other hand, they were responsible for the easy access
of phosphate at pH 8.5. Comparatively, increase in pH leads to a greater protein conforma-
tional change that interferes in the access of tungstate and facilitates the access of phosphate.

In order to calculate the dissociation constant of the ACPase II in complex with phosphate
and tungstate, the equilibrium between free (Bo) and bounded (B) protein was assumed to be
proportional to the fluorescence intensity, as B/Bo/ F/Fo [42, 43]. Fo is the initial fluorescence
intensity and F is the fluorescence intensity in the presence of ligand (Table 4 and Fig 7).

The exact mechanism by which tungstate and phosphate inhibit ACPase II is still not under-
stood. However, the binding of these compounds to ACPase II likely promotes protein low
conformational changes, as indicated partially by the fluorescence quenching assay and a blue
shift of emission bands. These findings are supported by buried rather than exposed

Fig 6. Stern—Volmer plots of ACPase II at different pHs in the presence phosphate and tungstate at 25°C. (A) The emission spectra as a function of
increasing concentrations of phosphate (inset) led to a progressive reduction in the fluorescence intensity of tryptophan residues. (B) The emission spectra
as a function of increasing concentrations of tungstate (inset) led to a progressive reduction in the fluorescence intensity of tryptophan residues. The Ksv

values were presented in Table 4.

doi:10.1371/journal.pone.0150455.g006

Fig 7. The spectral properties of the ACPase II in the presence of phosphate and tungstate monitored by fluorescence quenching at 330 nm, in
different pHs. (A) The increasing concentrations of phosphate ranging from 0 to 660 μM led to a progressive reduction in the fluorescence intensities.(B)
The increasing concentrations of tungstate ranging from 0 to 660 μM led to a progressive reduction in the fluorescence intensities. These data were
considered in estimation of the dissociation constant (KD), as presented in Table 4.

doi:10.1371/journal.pone.0150455.g007
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tryptophan residues in ACPase II (blue shift of the emission band at ~328 nm) that were only
accessed by occurrence of electrostatic barriers for tungstate at pH 8.5 and for phosphate at pH
4.0 and 7.0. However, KD values are only slightly different for phosphate, suggesting that the
microenvironment around the buried tryptophan presents low perturbations upon ion binding
(Table 4).

As also observed, the values for Ksv for tungstate at pH 8.5 are very different. It is an indica-
tive of differences in enzyme structure mainly concerning the ionized charged amino acid resi-
dues, such as histidine, which affect the tryptophan environment. All these results are
associated with the highest affinity of the enzyme for tungstate at pH 4.0 and 7.0 and for phos-
phate at pH 8.5 (Table 4).

Considering the overall results of this study, tryptophan residues may be involved in the
active sites of the enzyme, participating both in the binding and/or hydrolysis of the substrate
and in the maintenance of the integrity of the active site. Additionally, fluorescence quenching
shows that affinity of tungstate is higher than phosphate at optimum pH 4.0, in accordance
with its inhibitory effect on ACPase II.

Conclusion
T. harzianum is a filamentous fungus with considerable biotechnological potential in industrial
processes and applications in sustainable agriculture. The data reported here reveal such bio-
technological application, with ACPase II from T. harzianum appropriate for the removal of
phosphates from several substrates including phytate, an important molecule present in soil
environments and in many plant species that are used for animal feed. Potential also exists for
the development of strategies for ACPase II that enables maximal enzymatic rates, efficient
production through heterologous expression, and increased thermal stability.

Supporting Information
S1 Fig. 12% SDS-PAGE analysis and enzymatic activities in non-denaturing electrophoresis
of the acid phosphatase I and acid phosphatase II from T. harzianum. (A) Lane 1: Crude
extract from T. harzianum (80 μg); Lane 2: The purified ACPase II (27μg); Lane 3: ACPase I
(85μg); MW-molecular weight (Thermo Scientific). Molecular masses were estimated using an
Image Lab 5 (Bio-Rad) with values at 90 ±5 and 58 ± 2 kDa, respectively. (B) 8% PAGE of the
enzymes incubated with 50 mM sodium acetate buffer (pH 3.8) and stained with substrate 4-
methylumbelliferyl phosphate at 40°C. Lane 1 and 2: Crude extract from T. harzianum (10 μg
and 45μg, respectively) presenting ACPase I and ACPase II activities, indicated by the arrows.
(PDF)

S2 Fig. Sequencing and identification of the ACPase II. (A)MALDI-TOF/TOF mass spec-
trometry profile ms/ms of the purified peptides generated after hydrolysis of ACPase II with
trypsin. (B) Sequence alignment of the seven peptides from ACPase II compared to those
sequences from GenBank. The amino acids indicated by a bold box are the theoretical sites of

Table 4. Stern—Volmer and dissociation constants of ACPase II by forming the enzyme-phosphate and tungstate complexes, at different pHs.

Phosphate Tungstate

pH Ksv (x102) M-1 R2 KD (x10-4) M-1 R2 Ksv (x102)M-1 R2 KD (x10-4) M-1 R2

4.0 6.60 ± 0.20 0.98 4.76 ± 0.61 0.97 17.66 ± 0.64 0.97 1.47 ± 0.20 0.93

7.0 7.70 ± 0.56 0.98 1.60 ± 0.18 0.96 16.64 ± 0.76 0.96 1.05 ± 0.11 0.94

8.5 14.81 ±0.34 0.98 5.96 ± 0.60 0.98 6.15 ± 0.51 0.94 18.20 ± 5.6 0.97

doi:10.1371/journal.pone.0150455.t004
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glycosylation of the ACPase II predict by NetNGlyc 1.0 and NetOGlyc (www.expasy.org). A
partial motif forming the catalytic active site is indicated by the arrow.
(PDF)

S1 Table. Peptide sequences from hydrolyzed ACPase II obtained by MALDI-TOF/TOF
and Blastp searches against the NCBInr protein database.
(DOCX)

Acknowledgments
The authors wish to thank to Dr Carlos Bloch Jr. (Laboratory of Mass Spectrometry,
EMPRAPA Genetic Resources and Biotechnology), for access to MALDI-TOF/TOF and Dr
Edivaldo Ximenes, Dr Eliane Ferreira Noronha, Dr Janice de Marco, and Dr Fernando Araripe
G. Torres for technical assistance.

Author Contributions
Conceived and designed the experiments: AAS VOL CJU SMF. Performed the experiments:
AAS VOLMHR SMF. Analyzed the data: AAS VOLMHR RCG CJU SMF. Contributed
reagents/materials/analysis tools: RCG CJU SMF. Wrote the paper: AAS MHR RCG AM CJU
SMF.

References
1. Johnston AE, Stéen I. Understanding Phosphorus and its Use in Agriculture. 1st ed. Belgium: Euro-

pean Fertilizer Manufacturers' Association Press. 2000.

2. Altomare C, Norvell WA, Björkman T, Harman GE. Solubilization of phosphates and micronutrientes by
the plant-growth promoting and biocontrol fungus Trichoderma harzianumRifai 1295–22. Appl Environ
Microbiol.1999; 65(7):2926–2933. PMID: 10388685

3. Rawat R, Tewari L. Effect of Abiotic Stress on Phosphate Solubilization by Biocontrol Fungus Tricho-
derma sp. Curr Microbiol. 2011; 62(5):1521–1526. doi: 10.1007/s00284-011-9888-2 PMID: 21327557

4. Dick CF, Dos-Santos ALA, Meyer-Fernandes JR. Inorganic Phosphate as an Important Regulator of
Phosphatases. Enzyme Res.2011 May 3. doi: 10.4061/2011/103980

5. Anand A, Srivastava PK. A Molecular Description of Acid Phosphatase. Appl Biochem Biotech-
nol.2012; 167(8):2174–97. doi: 10.1007/s12010-012-9694-8 PMID: 22684363

6. Duff SMG, Sarath G, PlaxtonWC. The role of acid phosphatases in plan phosphorus metabolism. Phy-
siol Plant. 1994; 90:791–800.

7. Xiang T, Liu Q, Deacon AM, Koshy M, Kriksunov IA, Lei XG, et al. Crystal structure of a heat-resilient
phytase from Aspergillus fumigatus, carrying a phosphorylated histidine. J Mol Biol. 2004; 339:437–
445. PMID: 15136045

8. Oakley AJ. The structure of Aspergillus niger phytase PhyA in complex with a phytate mimetic. Bio-
chem Biophys Res Commun. 2010; 397(4):745–749. doi: 10.1016/j.bbrc.2010.06.024 PMID:
20541524

9. Al-Omar MA. Purification and Biochemical Characterization of acid phosphatase from Vigna aconitifo-
lia. Plant Physiol. 2010; 5(6):361–370.

10. Ferreira CV, Granjeiro JM, Taga EM, Aoyama H. Purification and characterization of multiple forms of
soybean seed acid phosphatases. Plant Physiol Biochem. 1998; 36(7):487.

11. Kaija H, Patrikainen LOT, Alatalo SL, Vaananen HK, Vihko PT. Acid Phosphatase. In: Seibel M, Robins
S, Bilezikian JP. Dynamics of Bone and Cartilage Metabolism: Principles and Clinical Applications.
Academic Press. 2006. pp. 165–192.

12. Custodio AM, Goes RM, Taboga SR. Acid phosphatase activity in gerbil prostate: comparative study in
male and female during postnatal development. Cell Biol Int. 2004; 28:335–344. PMID: 15193277

13. Guimarães LHS, Terenzi HF, Jorge JA, Leone JA, Polizeli MDTM. Characterization and properties of
acid phosphatases with phytase activity produced by Aspergillus caespitosus. Biotechnol Appl Bio-
chem.2004; 40:201–207. PMID: 14871174

A New Thermally Stable Acid Phosphatase from Trichoderma harzianum

PLOSONE | DOI:10.1371/journal.pone.0150455 March 3, 2016 15 / 18

http://www.expasy.org
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0150455.s003
http://www.ncbi.nlm.nih.gov/pubmed/10388685
http://dx.doi.org/10.1007/s00284-011-9888-2
http://www.ncbi.nlm.nih.gov/pubmed/21327557
http://dx.doi.org/10.4061/2011/103980
http://dx.doi.org/10.1007/s12010-012-9694-8
http://www.ncbi.nlm.nih.gov/pubmed/22684363
http://www.ncbi.nlm.nih.gov/pubmed/15136045
http://dx.doi.org/10.1016/j.bbrc.2010.06.024
http://www.ncbi.nlm.nih.gov/pubmed/20541524
http://www.ncbi.nlm.nih.gov/pubmed/15193277
http://www.ncbi.nlm.nih.gov/pubmed/14871174


14. Zhang GQ, Chen QJ, Sun J, Wang HX, Han CH. Purification and characterization of a novel acid phos-
phatase from the split gill mushroom Schizophyllum commune. J Basic Microbiol. 2013; 53:1–8.

15. Kapri A, Tewari L. Phosphate solubilization potential and phosphatase activity of rhizospheric Tricho-
derma spp. Braz J Microbiol.2010; 41(3):787–795. PMID: 24031556

16. Muniyan S, Chaturvedi NK, Dwyer JG, Lagrange CA, ChaneyWG, Lin MF. Human prostatic acid phos-
phatase: structure, function and regulation. Int J Mol Sci. 2013; 14: 10438–10464. doi: 10.3390/
ijms140510438 PMID: 23698773

17. Quintero IB, Herrala AM, Araujo CL, Pulkka AE, Hautaniemi S, Ovaska K, et al. Transmembrane Pros-
tatic Acid Phosphatase (TMPAP) Interacts with Snapin and Deficient Mice Develop Prostate Adenocar-
cinoma. PLoS One. 2013 Sept 10. 8(9): e73072. PMID: 24039861

18. Sebastian S, Touchburb SP, Chavez ER, Lague PC. The effects of supplemental microbial phytase on
the performance and utilization of dietary calcium, phosphorus, copper, and zinc in broilers chickens
fed corn-soubean diets. Poult Sci. 1996; 75:720–736.

19. AzeemMRA, Chaudhary AN, Hayat R, Hussain Q, Tahir MI, Imran M. Microbial phytase activity and
their role in organic P mineralization. Archives of Agronomy and Soil Science. 2014; 6:751–766.

20. Misra CS, Appukuttan D, Kantamreddi VS, Rao AS, Apte SK. Recombinant D. radiodurans cells for bio-
remediation of heavy metals from acidic/neutral aqueous wastes. Bioeng Bugs. 2012; 3:44–48. doi: 10.
4161/bbug.3.1.18878 PMID: 22179144

21. Haas H, Redl B, Leitner E, Stoffler G. Penicillium chrysogenum extracellular acid phosphatase: purifica-
tion and biochemical characterization. Biochim Biophys Acta. 1991; 1074(3):392–397. PMID: 1909579

22. Aleksieva P, Spasova D, Radoevska S. Acid phosphatase distribution and localization in the fungus
Humicola lutes. Z Naturforsch C.2003; 58:239–243. PMID: 12710735

23. Boyce A, Walsh G. Purification and characterization of an acid phosphatase with phytase activity from
Mucor hiemalis. J Biotechnol. 2007; 132(1):82–87.

24. Li Z, Wang Z, Peng G, Yin Y, Zhao H, Cao Y, et al. Purification and characterization of a novel thermo-
stable extracellular protein tyrosine phosphatase fromMetarhizium anisopliae strain CQMa102. Biosci
Biotechnol Biochem. 2006; 70(8):1961–1968. PMID: 16926509

25. Leitão VO, Lima RCM, Vainstein MH, Ulhoa CJ. Purification and characterization of an acid phospha-
tase from Trichoderma harzianum. Biotechnol Lett.2010; 32(8):1083–1088. doi: 10.1007/s10529-010-
0264-2 PMID: 20364293

26. Yadav J, Verma JP, Tiwari KN. Plant growth promoting activities of fungi and their effect on Chickpea
plant growth. Asian J Biol Sci. 2011; 4(3):291–299.

27. Chacón MR, Galán OR, Benítez T, Sousa S, Rey M, Llobell A, et al. Microscopic and transcriptome
analyses of early colonization of tomato roots by Trichoderma harzianum. Int Microbiol. 2007; 10: 19–
27. PMID: 17407057

28. Harman GE, Howell CR, Viterbo A, Chet I, Lorito M. Trichoderma species- opportunistic, avirulent plant
symbionts. Nat Rev Microbiol. 2004; 2(1):43–56. PMID: 15035008

29. Verma M, Brar SK, Tyagi RD, Surampalli RY, Valéro JR. Antagonistic fungi, Trichoderma spp.: Panoply
of biological control. Biochem Eng J. 2007; 37:1–20.

30. Ramada MH, Steindorff AS, Bloch C Jr, Ulhoa CJ. Secretome analysis of the mycoparasitic fungus Tri-
choderma harzianum ALL 42 cultivated in different media supplemented with Fusarium solani cell wall
or glucose. Proteomics. 2015 Dec 3.

31. Gomes EV, Costa MN, Paula RG, Azevedo RR, Silva FL, Noronha EF, et al. The Cerato-Platanin pro-
tein Epl-1 from Trichoderma harzianum is involved in mycoparasitism, plant resistance induction and
self cell wall protection. Scientific Reports. 2015 Dec 9. doi: 10.1038/srep17998

32. Noronha EF, Ulhoa CJ. Purification and characterization of an endo-β-1,3- glucanase from Tricho-
derma harzianum. Can J Microbiol. 1996; 42:1039–1044.

33. Ulhoa CJ, Peberdy JF. Purification and characterization of an extracellular chitobiase from Trichoderma
harzianum. Curr Microbiol. 1992; 23:285–289.

34. Buchert J, Heikinheimo L. New cellulase processes for the textile industry. EU—project report. Carbo-
hydr Eur.1998; 22:32–34.

35. Lorito M. Purification, Characterization, and Synergistic Activity of a Glucan 1,3-Glucosidase and an N-
Acetyl-Glucosaminidase from Trichoderma harzianum. Mol Plant Pathol. 1994; 84(4):398–405.

36. Ames BN. Assay of inorganic phosphate and phosphatases. Methods Enzymol. 1966; 8:115–118.

37. Bradford MM. A rapid and sensitive method for the quantitation of microgram quantities of protein utiliz-
ing the principle of protein-dye binding. Analytical Biochemistry. 1976; 72:248–254. PMID: 942051

38. Laemmli UK. Cleavage of structural proteins during assembly of the head of the bacteriophage T4.
Nature. 1970; 227:680–685. PMID: 5432063

A New Thermally Stable Acid Phosphatase from Trichoderma harzianum

PLOSONE | DOI:10.1371/journal.pone.0150455 March 3, 2016 16 / 18

http://www.ncbi.nlm.nih.gov/pubmed/24031556
http://dx.doi.org/10.3390/ijms140510438
http://dx.doi.org/10.3390/ijms140510438
http://www.ncbi.nlm.nih.gov/pubmed/23698773
http://www.ncbi.nlm.nih.gov/pubmed/24039861
http://dx.doi.org/10.4161/bbug.3.1.18878
http://dx.doi.org/10.4161/bbug.3.1.18878
http://www.ncbi.nlm.nih.gov/pubmed/22179144
http://www.ncbi.nlm.nih.gov/pubmed/1909579
http://www.ncbi.nlm.nih.gov/pubmed/12710735
http://www.ncbi.nlm.nih.gov/pubmed/16926509
http://dx.doi.org/10.1007/s10529-010-0264-2
http://dx.doi.org/10.1007/s10529-010-0264-2
http://www.ncbi.nlm.nih.gov/pubmed/20364293
http://www.ncbi.nlm.nih.gov/pubmed/17407057
http://www.ncbi.nlm.nih.gov/pubmed/15035008
http://dx.doi.org/10.1038/srep17998
http://www.ncbi.nlm.nih.gov/pubmed/942051
http://www.ncbi.nlm.nih.gov/pubmed/5432063


39. Shevchenko A, Wilm M, Vorm O, Mann M. Mass spectrometric sequencing of proteins silver-stained
polyacrylamide gels. Anal Chem.1996; 68(5):850–858. PMID: 8779443

40. Gasteiger E, Hoogland C, Gattiker A, Duvaud S, Wilkins MR, Appel RD, et al. Protein Identification and
Analysis Tools on the ExPASy Server. In: Walker JM, editors. The Proteomics Protocols Handbook,
Humana Press;2005.pp. 571–607.

41. Han YM, Roneker KR, PondWG, Lei XG. Adding wheat middlings, microbial phytase, and citric acid to
corn-soybean meal diets for growing pigs may replace inorganic phosphorus supplementation. J Anim
Sci. 1998; 76(10):2649–2656. PMID: 9814906

42. Lakowicz JR. Principles of Fluorescence Spectroscopy. 3rd ed. Springer: New York, NY, USA. 2006.

43. Charbonneau D, Beauregard M and Tajmir-Riahi H. Structural Analysis of Human Serum Albumin
Complexes with Cationic Lipids. J. Phys. Chem. B. 2009; 113:1777–1784 doi: 10.1021/jp8092012
PMID: 19143492

44. Han SW, Nahas E, Rossi A. Regulation of synthesis and secretion of acid and alkaline phosphatases in
Neurospora crassa.Curr Genet.1987; 11:521–527. PMID: 2967123

45. Dubey KK, Fulekar MH. Mycorrhizosphere development and management: The role of nutrients, micro-
organisms and biochemical activities. Agric Biol J N Am.2011; 2(2):315–324.

46. Janckila AJ, Lin HF, Wu YY, Ku CH, Yang SP, Lin WS, et al. Serum tartrate-resistant acid phosphatase
isoform 5a (TRACP5a) as a potential risk marker in cardiovascular disease. Clin Chim Acta. 2011;
412:963–969. PMID: 21300043

47. Zenger S, Ek-Rylander B, Andersson G. Biogenesis of tartrate-resistant acid phosphatase isoforms 5a
and 5b in stably transfected MDA-MB-231 breast cancer epithelial cells. Biochim Biophys Acta. 2010;
1803:598–607. doi: 10.1016/j.bbamcr.2010.01.021 PMID: 20149826

48. Wealleans AL, Bold RM, Dersjant-Li Y, Awati A. The addition of a sp. Phytase to lactating sow diets
deficient in phosphorus and calcium reduces weight loss and improves nutrient digestibility. J Anim Sci.
2015; 93(11) 5283–5290. PMID: 26641048

49. Nahas E, Terenzi HF, Rossi A. Effect of carbon source and pH on the production and secretion of acid
phosphatase (EC 3.1.3.2.) and alkaline phosphatase (EC 3.1.3.1.) in Neurospora crassa. J Gen Micro-
biol.1982; 128:2017–2021.

50. Han SW, Rossi A. Acid phosphatase (E C 3.1.3.2) synthesis by phosphorus regulatory mutant strain of
Neurospora crassa. Braz J Med Biol Res. 1989; 22:423–431. PMID: 2531620

51. Monteiro VN, Silva RN, Steindorff AS, Costa FT, Noronha EF, Ricart CAO, et al. New Insights in Tricho-
derma harzianum Antagonism of Fungal Plant Pathogens by Secreted Protein Analysis. Curr Microbiol.
2010; 61:298–305. doi: 10.1007/s00284-010-9611-8 PMID: 20213103

52. Lopes FAC, Steindorff AS, Geraldine AM, Brandão RS, Monteiro VN, Junior MLJ, et al. Biochemical
and metabolic profiles of Trichoderma strains isolated from common bean crops in the Brazilian Cer-
rado, and potential antagonism against Sclerotinia sclerotiorum. Fungal biol. 2012; 11:815–824.

53. Shieh TR, Wodzinski RJ, Ware JH. Regulation of the formation of acid phosphatases by inorganic
phosphate in Aspergillus ficuum. J Bacteriol. 1969; 100:1161–1165. PMID: 4311867

54. Wyss M, Pasamontes L, Remy R, Kohler J, Kusznir E, Gadient M, et al. Comparison of the thermosta-
bility properties of three acid phosphatases frommolds: Aspergillus fumigatus Phytase, A. niger Phy-
tase, and A. niger pH 2.5 Acid Phosphatase. Appl Environ Microbiol. 1998; 64:4446–4451. PMID:
9797305

55. Bernard M, Mouyna I, Dubreucq G, Debeaupuis JP, Fontaine T, Vorgias C, et al. Characterization of a
cell-wall acid phosphatase (PhoAp) in Aspergillus fumigatus. Microbiology. 2002; 148:2819–2829.
PMID: 12213928

56. Gargova S, Sariyska M. Effect of culture conditions on the biosynthesis of Aspergillus niger phytase
and acid phosphatase. EnzymeMicrob Technol. 2003; 32:231–235.

57. Fujita J, Yamane Y, Fukuda H, Kizaki Y, Wakabayashi S, Shigeta S, et al. Production and properties of
phytase and acid phosphatase from sake koji mold, Aspergillus oryzae. J Biosci Bioeng. 2003; 95
(4):348–353. PMID: 16233418

58. Nozawa SR, MacCheroni W Jr, Stabeli RG, Thedei G Jr,Rossi A. Purification and properties of pi-
repressible acid phosphatases from Aspergillus nidulans. Phytochemistry.1998; 49(6):1517–1523.
PMID: 11711060

59. Eherlich CK, Montalbano GB, Mullaney JE, Dischinger CH, Ullah AJH. An acid phosphatase from
Aspergillus ficuum has homology to Penicillium chrysogenum PHOA. Biochem Biophys Res Commun.
1994; 204(1):63–68. PMID: 7945393

60. Wannet WJ, Wassenaar RW, Jorissen HJ, Van der Drift C, Op den Drift C, Op den Camp HJ. Purifica-
tion and characterization of an acid phosphatase from the commercial mushroom Agaricus bisporus.
Antonie Van Leeuwenhoek. 2000; 77(3):215–220. PMID: 15188886

A New Thermally Stable Acid Phosphatase from Trichoderma harzianum

PLOSONE | DOI:10.1371/journal.pone.0150455 March 3, 2016 17 / 18

http://www.ncbi.nlm.nih.gov/pubmed/8779443
http://www.ncbi.nlm.nih.gov/pubmed/9814906
http://dx.doi.org/10.1021/jp8092012
http://www.ncbi.nlm.nih.gov/pubmed/19143492
http://www.ncbi.nlm.nih.gov/pubmed/2967123
http://www.ncbi.nlm.nih.gov/pubmed/21300043
http://dx.doi.org/10.1016/j.bbamcr.2010.01.021
http://www.ncbi.nlm.nih.gov/pubmed/20149826
http://www.ncbi.nlm.nih.gov/pubmed/26641048
http://www.ncbi.nlm.nih.gov/pubmed/2531620
http://dx.doi.org/10.1007/s00284-010-9611-8
http://www.ncbi.nlm.nih.gov/pubmed/20213103
http://www.ncbi.nlm.nih.gov/pubmed/4311867
http://www.ncbi.nlm.nih.gov/pubmed/9797305
http://www.ncbi.nlm.nih.gov/pubmed/12213928
http://www.ncbi.nlm.nih.gov/pubmed/16233418
http://www.ncbi.nlm.nih.gov/pubmed/11711060
http://www.ncbi.nlm.nih.gov/pubmed/7945393
http://www.ncbi.nlm.nih.gov/pubmed/15188886


61. Boukari I, O’Donohue M, Remond C, Chabbert B. Probing a family GH11 endo-beta-1,4-xylanase inhi-
bition mechanism by phenolic compounds: Role of functional phenolic groups. J Mol Catal B
Enzym.2011; 72:130–138.

62. Engelborghs Y. Correlating protein structure and protein fluorescence. J Fluoresc. 2003; 13:9–16.

63. Möller M,Denicola A. Protein tryptophan accessibility studied by fluorescence quenching. BiochemMol
Biol Educ. 2002; 30(3):175–178.

A New Thermally Stable Acid Phosphatase from Trichoderma harzianum

PLOSONE | DOI:10.1371/journal.pone.0150455 March 3, 2016 18 / 18


