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Abstract: L-Amino acid oxidases (L-AAO) catalyze the oxidative deamination of L-amino acids to the
corresponding o-keto acids. The non-covalently bound cofactor FAD is reoxidized by oxygen under
formation of hydrogen peroxide. We expressed an active L-AAO from the fungus Rhizoctonia solani
as a fusion protein in E. coli. Treatment with small amounts of the detergent sodium dodecyl
sulfate (SDS) stimulated the activity of the enzyme strongly. Here, we investigated whether other
detergents and amphiphilic molecules activate 9His-rsLAAO1. We found that 9His-rsLAAO1 was
also activated by sodium tetradecyl sulfate. Other detergents and fatty acids were not effective.
Moreover, effects of SDS on the oligomerization state and the protein structure were analyzed.
Native and SDS-activated 9His-rsLAAO1 behaved as dimers by size-exclusion chromatography. SDS
treatment induced an increase in hydrodynamic radius as observed by size-exclusion chromatography
and dynamic light scattering. The activated enzyme showed accelerated thermal inactivation and
an exposure of additional protease sites. Changes in tryptophan fluorescence point to a more
hydrophilic environment. Moreover, FAD fluorescence increased and a lower concentration of sulfites
was sufficient to form adducts with FAD. Taken together, these data point towards a more open
conformation of SDS-activated L-amino acid oxidase facilitating access to the active site.

Keywords: L-amino acid oxidase; activation; SDS; active conformation; conformational change;
photon correlation spectroscopy (PCS)

1. Introduction

L-Amino acid oxidases (L-AAO, EC 1.4.3.2) have been identified in organisms from different
kingdoms such as bacteria, algae, fungi and snakes [1-4]. They catalyze the oxidative deamination of
L-amino acids forming the corresponding o-keto acids, ammonia and hydrogen peroxide. This reaction
requires the cofactor flavin adenine dinucleotide (FAD), which is tightly bound but not covalently
attached to the enzyme. The oxidized form of FAD accepts a hydride, converting L-amino acids to
a-imino acids, which hydrolyse spontaneously to o-keto acids and ammonia. FAD is regenerated by
oxygen under emergence of hydrogen peroxide in the oxidative half-reaction. Most L-AAQOs form
dimers, but active monomers and dimers have been described for the same L-AAO from the fungus
Trichoderma harzianum ETS323, depending on growth conditions [4,5].

The related D-amino acid oxidases are already used for biotechnological applications [6]. L-Amino
acid oxidases could be used for the production of enantiomerically pure D-amino acids from
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racemic mixtures of x-amino acids by enzymatic resolution. D-amino acids are building blocks
for many antibiotics and pharmaceuticals and therefore have gained significance in the pharmaceutical
industry [7]. Many «-keto acids are precursors of their corresponding proteinogenic L-amino acids and
could therefore be produced by fermentation in genetically engineered microorganisms [8]. However,
the corresponding a-keto acids are not intermediates in the biosynthesis of L-cysteine, L-methionine,
L-arginine and L-lysine. These «-keto acids as well as «-keto acids without corresponding
proteinogenic L-amino acids could be synthesized with the help of L-amino acid oxidases. In addition,
L-AAOs might be used as components of biosensors for L-amino acids.

Biotechnological applications of L-amino acid oxidases with broad substrate spectrum have not
been possible so far because the recombinant expression of sufficient amounts of these enzymes
has not been achieved [4,9]. Expression of the L-AAO from the bacterium Rhodococcus opacus in
E. coli resulted in inclusion bodies, which did not yield active enzyme after refolding attempts [10].
The L-AAO from Streptococcus oligofermentans has been expressed as soluble 6His-tagged fusion protein
in E. coli [11]. The expression of an L-AAO from the fungus Hebeloma cylindrosporum in E. coli as a
soluble 6His-tagged fusion protein was successful with low yields because it was almost completely in
inclusion bodies [12]. However, this enzyme had to be activated with low amounts of the detergent
sodium dodecyl sulfate (SDS).

Recently, we have succeeded in expressing an active L-AAQO from the fungus Rhizoctonia solani as
a fusion protein with maltose-binding protein (MBP) as a solubility tag in E. coli [13]. This enzyme
converted several large hydrophobic and basic L-amino acids. Methyl esters of these L-amino acids
also served as substrates. This result is interesting for technical applications because esters of x-keto
acids are more stable than the corresponding free «-keto acids. After incorporation of nine histidine
residues as a second affinity tag (MBP-P-9His-rsLAAQL1), a 1 L E. coli culture yielded 4.4 mg pure
enzyme after a two-step affinity chromatographic purification including the proteolytic removal of the
MBP tag. The enzymatic activity towards all substrates was stimulated by a factor of 50-100 by low
amounts of SDS, which is known to denature proteins. This treatment resulted in a specific activity of
9 U'mg_1 after activation with 1 mM SDS. While SDS increased the vmax strongly, the Ky, value was
barely influenced for the seven substrates tested, suggesting that the binding of the substrate in the
active site was not influenced.

Here, we investigate whether other substances can cause this activation, whether the enzyme is a
dimer and whether structural changes can be detected and characterized upon activation.

2. Results

2.1. Effects of Detergents and Fatty Acids on 9His-rsLAAO1 Activity

Recombinantly expressed and purified MBP-rsLAAO1 and 9His-rsLAAQOI1 can be strongly
activated by 1 mM SDS as described earlier [13]. First, we examined whether other detergents
or fatty acids are able to activate purified 9His-rsLAAO1. MBP-P-9His-rsLAAO1 was expressed in the
E. coli strain Arctic Express at 11 °C, cells were lysed and the soluble fractions applied to amylose resin.
After digestion with PreScission protease, 9His-rsSLAAO1 was further purified using Ni**-NTA resin.
0.1 mg-mL~! 9His-rsLAAO1 was preincubated with 1 mM SDS, the anionic detergent deoxycholate,
the zwitterionic detergent CHAPS (3-[(3-cholamidopropyl)dimethylammonio]-1-propanesulfonate)
or the nonionic detergent Triton X-100. Afterwards, enzymatic activity was assayed using arginine
as substrate and o-dianisidine and peroxidase to measure initial production of hydrogen peroxide.
Deoxycholate (DOC), CHAPS or Triton X-100 did not stimulate the activity of 9His-rsLAAO1 compared
to untreated samples (Figure 1).

As SDS was strongly activating, we checked for the effect of an alkyl sulfate with a shorter and a
longer alkyl chain than SDS (Cj3). Sodium octyl sulfate (Cg) did not activate 9His-rsLAAOL1 (Figure 1).
1 mM sodium tetradecyl sulfate (Cy4) strongly activated 9His-rsLAAO1, however, it was less effective
than SDS at the same concentration. To investigate whether a carboxylic group can replace the sulfate
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group, the fatty acids dodecanoic acid (lauric acid, Cj;), hexadecanoic acid (palmitic acid, Ci4) and
octadecanoic acid (stearic acid, C1g) were also tested for their effect on 9His-rsLAAO1. These fatty
acids had no or minor stimulatory effects on the enzymatic activity (Figure 1).
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Figure 1. 9His-rsLAAOL1 expressed in E. coli was activated by long-chain alkyl sulfates. 9His-rsLAAO1
(0.1 mg-mL 1) was preincubated for 10 min with 1 mM of the detergents sodium dodecyl sulfate (SDS),
deoxycholate (DOC), CHAPS, Triton X-100, sodium octyl sulfate (Cg) or sodium tetradecyl sulfate (C14),
or 1.5 mM of the fatty acids lauric acid, palmitic acid or stearic acid. These samples were diluted into
the peroxidase/o-dianisidine assay solution with 10 mM arginine as substrate and H,O, production
was measured. Data are mean of at least three independent experiments (native n = 9; SDS n =11,
sodium octyl sulfate and sodium tetradecyl sulfate # = 8), error bars are standard deviations (SD).

2.2. 9His-rsLAAQO1 Behaved as a Dimer in the Native and SDS-Activated State

Most L-amino acid oxidases are active only as homodimers [4]. However, an L-AAO from the
fungus Trichoderma harzianum ETS323 is secreted as an active monomeric or dimeric form depending
on cultivation conditions [5]. Therefore, we analyzed the dimerization state of recombinant purified
9His-rsLAAOI1 by size-exclusion chromatography (SEC). The major protein peak of native protein was
detected at an elution volume of 12.6 mL (Figure 2a).

A minor FAD-containing peak was found at an elution volume of 14.2 mL corresponding to an
apparent molecular mass of 55 kDa according to comparisons with protein standards. Both peaks
contain intact 9His-rsLAAO1 as seen by SDS-PAGE (Figure 2b). These data indicate that the minor
peak at 14.2 mL corresponds to the monomer. The deviation from the calculated molecular mass of
75 kDa could be due to the shape of the protein or due to interaction with the matrix. The major
peak eluted at a position corresponding to an apparent molecular mass of 120 kDa. As this apparent
molecular mass is about twice that of the monomer, the predominant form was a dimer. The dimeric
9His-rsLAAQI1 was subjected to a second size-exclusion chromatography, yielding a single peak at the
same elution volume, indicating that the dimer is not dynamic but stable (data not shown).

Enzymatic activity was assayed without SDS activation. The highest activity was detected in the
major protein peak (Figure 2a). Interestingly, substantial activity was also detected in fractions 3 and 4,
even though the protein concentration was very low. Therefore, the specific activity (activity per mg
protein) in these fractions was higher than in the dimer peak. Specific activities were comparable if
the fractions were assayed after SDS activation (Figure 2c, triangles). These data indicate that a more
active conformation with a slightly larger size might exist. Next, SDS-activated 9His-rsLAAO1 was
separated by size-exclusion chromatography. A major peak was found at an elution volume of 11.9 mL
corresponding to 168 kDa (Figure 2c). These data indicate that 9His-rsLAAO1 does not oligomerize
but that the dimer increases slightly in size upon SDS activation.
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Figure 2. 9His-rsLAAQOI1 behaved as a dimer in size-exclusion chromatography, which increased in
hydrodynamic radius after SDS activation. (a) Purified 9His-rsLAAO1 was separated on a Superdex 200
Increase 10/300 GL column. Most 9His-rsLAAO1 was detected at 12.6 mL elution volume equivalent
to a molecular mass of 120 kDa consistent with a dimer of 9His-rsSLAAO1. A minor peak was
detected at an elution volume equivalent to 55 kDa and assigned to a monomer. Solid line: protein
absorbance at 280 nm; dotted line: FAD absorbance at 450 nm; red triangles: LAAO activity of fractions
1-12 measured using a coupled peroxidase o-dianisidine assay without SDS activation; (b) Column
load (L) and fractions 1-12 were separated by SDS-PAGE (polyacrylamide gel electrophoresis) and
stained with Coomassie; (c) 9His-rsLAAQO1 activated by 1.5 mM SDS (grey line) eluted earlier than
native 9His-rsLAAOIL (black line). Enzymatic activity was measured directly for the SDS-activated
9His-rsLAAOQIL (red circles) or after SDS activation for native 9His-rsLAAOL1 (red triangles).

Photon correlation spectroscopy (PCS) was performed to analyze the diffusion and hydrodynamic
radius of the native and SDS-activated 9His-rsLAAO1 in more detail. Therefore, the scattering intensity
of the sample was measured at different angles and analyzed by the formalism of auto-correlation
functions [14] and CONTIN [15,16] analysis. The obtained mean relaxation rate I is connected to the
diffusion coefficient of the protein in solution and can further be converted into the hydrodynamic
radius Rj,. For more details, see experimental section.

For an example, the mean relaxation rate I and the radius distribution at an angle of 60° as
well as the T vs. g2 plot of the native 9His-rsLAAO1 are shown in Figure 3. In the relaxation
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rate distribution (Figure 3a), one main peak is observable; the smaller peaks at high I'-values are
artefacts caused by the numerical data analysis. The presence of only one monomodal narrow peak
corresponds to only one diffusing species in solution with a low polydispersity. If there are particles
with only translational diffusion, a plot of T vs. g% should result in a linear dependence through the
origin. Since this assumption is fulfilled (Figure 3b), the mean relaxation rate can be converted to the
hydrodynamic radius via the diffusion coefficient DT and using Equation (5). The calculations resulted
in a hydrodynamic radius for the native 9His-rsLAAOL1 of about 4.6 nm. This radius is the radius of a
sphere, which behaves hydrodynamically equivalent to the 9His-rsLAAO1 in solution.
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Figure 3. (a) Relaxation rate distribution of three individual measurements of the native 9His-rsLAAO1
protein measured at an angle of 60° and a temperature of 20 °C; (b) Mean relaxation rate as a function
of ¢%; (c) Determined size distribution of native 9His-rsSLAAOT1 at 20 °C and a scattering angle of 60°.

It has to be mentioned here that the 9His-rsLAAO1 monomer and dimer do not differ too much
in hydrodynamic behavior and consequently do not appear as two separated peaks in the relaxation
rate distribution, in contrast to the results from size-exclusion chromatography (SEC).

Based on a globular structure and the molecular weight of the protein, a theoretical hydrodynamic
radius can also be calculated for comparison using the following equation.

Rtheo _1 6Mv 13
o 2 7'(NA

Here, M is the molecular weight of the protein and N4 the Avogadro number. Further, we
used for the partial specific volume of the protein v = 0.73 mL-g~! [17]. Therefore, the theoretical
hydrodynamic radius for 9His-rsLAAQO1 can be estimated using the calculated and SEC-determined
molecular weight and the results are summarized in Table 1. The thickness of the hydration layer was
assumed to be 0.3 nm as found in most hydrodynamic studies [18,19].

Table 1. Summary of the theoretical hydrodynamic radii calculated from the molecular weight
of 9His-rsLAAOL1 (with and without SDS) and the obtained values of the anisotropy. SEC: size
exclusion chromatography.

Calculated SEC (without SDS) SEC with SDS
molecular weight 150 kDa (dimer) 120 kDa (dimer) 168 kDa (dimer)
theoretical radius R”ﬁg =35nm Ri€. =33 nm Ri0. = 3.7 nm

theoretical hydrodynamic radius R, =3.8 nm Rj’Gc =3.6 nm Rj’Gc =4.0nm
experimental R, pcg 4.6 nm 4.6 nm 6.0 nm
Ry, /R0 12 13 15

The ratio of the experimental R, value and the computed Rflh‘fo value allows determination of the
anisotropy of the 9His-rsLAAO1 molecule. In the present case, for the native 9His-rsSLAAO1, we obtain
Ry/ Rﬁ’g%c = 1.3. For a globular protein this value would be one. This underlines the assumption that
the protein exhibits an elongated structure comparable to a dumbbell.
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To verify the influence of SDS on 9His-rsLAAO1, the PCS measurements have been repeated with
the protein in the presence of 1.5 mM SDS (critical micelle concentration of SDS = 8.2 mM at 298 K) [20].
In contrast to Figure 3a for the native protein, the measurements in the presence of SDS (Figure 4) show
an additional broad peak beside the mean relaxation rate, the major peak at 6000 s~!. That indicates a
dynamic formation of aggregates, since the sample was filtered and centrifuged before measurement
to eliminate stable aggregates. Here, it has to be mentioned that in terms of particle number these
aggregates do not represent any significant amount of particles, because the scattering intensity is
proportional to the power of six of the radius. An evaluation of the mean relaxation rate shows that
pure translation diffusion of the protein is observed. The corresponding hydrodynamic radius of the
9His-rsLAAQO]1 dimer after SDS activation is about 6.0 nm. An analogue determination of the second
broad peak resulted also in a linear dependence. Hence, this second mode corresponds to diffusion
of spurious amounts of aggregates and not to a rotational mode of the 9His-rsLAAO1 dimer (data
not shown).
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Figure 4. (a) Relaxation rate distribution of three individual measurements of the SDS-activated
9His-rsLAAO1 protein measured at an angle of 60° and a temperature of 20 °C; (b) Mean relaxation
rate as a function of 42; (c) Determined size distribution of SDS-activated 9His-rsLAAO1 at 20 °C and a
scattering angle of 60°.

The increase of the hydrodynamic radius from 4.6 nm to 6.0 nm upon addition of SDS to the
protein can be caused by two reasons. First, the SDS molecules can induce conformational changes in
the protein structure and therefore the hydrodynamic size can increase. Second, SDS molecules can
bind to positive or hydrophobic patches on the 9His-rsLAAO1 surface and increase the particle radius.
From the literature, it is known that SDS molecules in solution exhibit a length of about 1.36 nm [21].

In summary, two independent methods indicate that SDS activation causes a size increase in
9His-rsLAAOL. This could be due to bound SDS or conformational changes.

2.3. Indications for Conformational Changes in SDS-Activated 9His-rsLAAO1

Next we investigated whether SDS activation influenced properties of 9His-rsLAAQO1, which
depend on its conformation. Thermal inactivation of the enzymatic activity was assayed as the
first parameter.

Purified 9His-rsLAAO1 was preincubated for different amounts of time at 25 °C, 37 °C, 45 °C
or 50 °C and afterwards assayed for the remaining enzymatic activity. 9His-rsLAAO1 was stable for
120 min at 25 °C and 37 °C (Figure 5a). About 70% of the activity remained after 60 min at 45 °C and
50% at 50 °C.

9His-rsLAAO1 was inactivated faster in the presence of 0.75 mM SDS. Enzymatic activity
was completely lost after 60 min at 50 °C and less than 20% remained after 60 min at 45 °C
(Figure 5b). Inactivation was even faster at 45 °C and 50 °C in the presence of 1.5 mM SDS
(Figure 5¢). 9His-rsLAAOL1 lost 50% of the activity in 60 min at 37 °C. In a different set of experiments,
9His-rsLAAQOI1 was preincubated for 10 min at different temperatures and afterwards assayed for
the residual activity. 50% inactivation of 9His-#sLAAQO1 was reached at 60 °C in the absence of SDS
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(Figure 5d). The same degree of inactivation was obtained at 54 °C in the presence of 0.5 mM SDS
and at 37.5 °C with 1.5 mM SDS. These data indicate that the thermal inactivation of 9His-rsLAAQO1
accelerated strongly with increasing SDS concentrations.
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Figure 5. Thermal inactivation of 9His-rsLAAQO1 was accelerated by increasing concentrations of
SDS. Purified 9His-rsLAAO1 (0.1 mg~mL*1) was incubated with (a) 0 mM SDS; (b) 0.75 mM SDS or
(c) 1.5 mM SDS at 25 °C (purple squares), 37 °C (red circles), 45 °C (orange diamonds) or 50 °C (yellow
triangles) for the indicated amount of time and assayed for residual enzymatic activity using a coupled
peroxidase o-dianisidine assay with arginine as substrate; (d) The residual activity of 9His-rsLAAO1
0.1 mg-mLfl) was measured after a preincubation of 10 min at the indicated temperature in the

presence of 0 mM (filled circles), 0.5 mM (open circles), 0.75 mM (filled triangles) or 1.5 mM SDS
(open triangles).

The conformation of a protein also determines whether a specific recognition site is accessible for
a protease. Native 9His-rsSLAAO1 was incubated with low amounts of trypsin for different amounts of
time up to 120 min and samples were analyzed by SDS-PAGE (Figure 6a).

Intact 9His-rsSLAAO1 was slowly cleaved to a fragment of 65 kDa, which was stable for 120 min.
Trypsin was fully active in 0.5 mM and partially active in 1 mM SDS as seen for the substrates
hemoglobin, ovalbumin and bovine serum albumin (Supplementary Figure S1). A different pattern
emerged for 9His-rsLAAO1 after incubation with trypsin in the presence of 1 mM SDS. Many different
low-molecular-mass bands emerged parallel to a reduction in the amount of full-length 9His-rsLAAO1
(Figure 6¢). However, a stable 65 kDa band was not detected. An intermediate behavior was observed
in the presence of 0.5 mM SDS (Figure 6b). Some of the full-length protein was degraded into several
bands below 45 kDa at intermediate time points, which were fully degraded after 120 min. A fraction
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of the enzyme was cleaved to the stable 65 kDa fragment. These data suggest that more trypsin sites
became accessible in the presence of SDS. This finding is consistent with a more open conformation.
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Figure 6. Increased proteolytic sensitivity of 9His-rsLAAOL1 after SDS treatment. Purified 9His-rsLAAO1
(0.3 mg-mL~!) was incubated with 0.3 pg-mL ™~ trypsin at 37 °C for the indicated periods of time (a) in
the absence; (b) in the presence of 0.5 mM SDS or (c) in the presence of 1 mM SDS. Samples were
separated by SDS-PAGE and stained with Coomassie.

Next, different types of spectroscopy were applied to analyze secondary and tertiary structure
changes in the protein. Circular dichroism (CD) spectra in the range of 190-260 nm are very specific
for different peptide secondary structures. For example, x-helical peptides give rise to characteristic
minima in ellipticity at 208 nm and 222 nm, 3-sheets at 218 nm. Therefore, CD spectroscopy was used
to calculate the secondary structure content. The secondary structure of 9His-rsLAAOLI consists of 43%
a-helices (standard deviation 2.9%) and 17% (3-sheets (standard deviation 3.4%) in five independently
purified enzyme preparations according to the CDSSTR algorithm used by the DichroWeb server [22].
The secondary structure content of 9His-rsLAAO1 in the presence of 1.5 mM SDS was calculated as
44% o-helices (standard deviation 6.3%, n = 5) and 17% [3-sheets (standard deviation 3.8%) (Figure 7).

These data indicate that SDS does not cause major changes in the secondary structure of
9His-rsLAAOL.
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20

—— native
1.5 mM SDS

- 10° (deg cm? dmol ™)

(0]
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Figure 7. Similar secondary structure of native and SDS-activated 9His-rsLAAO1 according to circular
dichroism spectroscopy. 9His-rsLAAO1 (4 pM) without (solid line) or with 1.5 mM SDS (dotted
line) were analyzed by CD spectroscopy in phosphate buffer with 100 mM sodium sulfate at room
temperature. Absorption by components of the buffer might cause the deviations between 190 and
195 nm.

The fluorescence properties of tryptophan residues depend on the polarity of the surroundings
and the position of neighboring amino acid side chains, which influence the wavenumber of the
emission maximum and the fluorescence intensity [23]. 9His-rsLAAO1 contains 16 tryptophan residues.
The emission maximum of native, untreated 9His-rsLAAO1 was observed at a higher wavenumber
(thus a lower wavelength) than that of tryptophan (Figure 8a). This observation is typical for a protein
with tryptophan residues in hydrophobic surroundings. In the presence of 2 mM SDS, the emission
maximum shifted partially to lower wavenumbers (higher wavelengths), while this concentration of
SDS did not have an effect on the wavenumber of the emission maximum of free tryptophan (Figure 8a).
A maximal shift in the emission maximum was reached at 0.7 mM SDS for 9His-rsLAAOL1 (Figure 8b).
In addition, SDS caused a broadening of the fluorescence band by the shift in emission maximum of
some of the 16 tryptophans (Figure 8a), which was quantified as an increase in the full width at half
maximum (FWHM, Figure 8b). A hydrophobic environment increases the intensity of the tryptophan
fluorescence. Accordingly, in 9His-rsLAAQ], this fluorescence intensity was reduced by SDS treatment
(Figure 8b). Again, little changes occurred above 1 mM SDS corresponding to the maximal activation
of 9His-rsLAAO1 at 1-2 mM SDS [13].

Taken together, these data indicate that one or more tryptophan residues were exposed to more
hydrophilic surroundings by SDS treatment, indicating that a change in tertiary structure had occurred.

The fluorescence spectrum of FAD also depends on the surrounding protein [24]. Free FAD and
FAD from heat-denatured 9His-rsLAAO1 had a much higher fluorescence intensity than FAD in native
9His-rsLAAQL1 (Figure 8c). Increasing the concentration of SDS increased the fluorescence intensity of
FAD up to a plateau reached at 1 mM SDS. The FAD fluorescence was further increased considerably
by heat denaturation in the presence of 2 mM SDS. By contrast, SDS increased the fluorescence intensity
only slightly in the heat-denatured sample, indicating that SDS had a minor direct effect on the FAD
fluorescence. These data suggest that SDS influences the conformation of the enzyme at the active site,
leading to an increase in distance of FAD to the quenching aromatic amino acids.

Amino acid oxidases belong to the class 2 flavoproteins, which produce hydrogen peroxide, may
form an FAD anion radical and undergo adduct formation between FAD and sulfites [25,26].
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Figure 8. Tryptophan and FAD fluorescence point towards conformational changes in 9His-rsLAAO1
upon SDS activation. (a) Emission spectra of 9His-rsLAAO1 (2 uM) without (solid black line) or with
2 mM SDS (solid grey line) and 15 pM tryptophan without (black dashes) or with 2 mM SDS (grey
dashes) after excitation of intrinsic tryptophan fluorescence at 295 nm. Maximal intensity in each
spectrum was normalized to 1 to facilitate comparisons of the shape of the peaks; (b) Tryptophan
fluorescence intensity (black circles), wavenumber of the emission maximum (grey triangles) and
the full width at half maximum (FWHM) of the emission peak (red triangles) were quantified from
spectra of 9His-rsLAAO1 incubated with different concentration of SDS; (c) Emission spectra after
excitation of FAD fluorescence at 450 nm for 9His-rsLAAO1 (3 uM) without SDS (red line) or increasing
concentrations (black dashes) up to 2 mM SDS (black line). Spectra of free FAD (grey line) and
heat-denatured 9His-rsLAAO1 without SDS (red dashes) or with 2 mM SDS (grey dashes) were
recorded for comparison.

Therefore, we tested whether the reactivity towards sulfites in 9His-rsLAAO1 is influenced by SDS.
Adduct formation with sulfites reduces the absorbance of FAD at 380 and 450 nm. At least 150 mM
sulfite was required for a strong reduction in FAD absorption in native 9His-rsLAAOL1 (Figure 9a).
By contrast, adducts were formed already at 5 mM sulfite in 9His-rsSLAAOL] treated with 1.5 mM SDS
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(Figure 9b). Again, these data suggest that SDS influenced the conformation at the active site, thereby
increasing the accessibility for ionic reagents.

a b
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g 0.03 1|\ g 0.06 .
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Figure 9. FAD in SDS-activated 9His-rsLAAO1 reacted with sulfite at much lower concentrations than
FAD in the native enzyme. Absorption spectra were recorded of (a) native 9His-rsSLAAO1 (7.5 uM) or
(b) 9His-rsLAAOL activated with 1.5 mM SDS (15 uM). The enzymes were incubated with 0-750 mM
(native enzyme) or 0-30 mM (SDS-activated 9His-rsSLAAO1) of sodium sulfite for 15 min at room
temperature in the dark. Adduct formation with sulfites reduced the absorbance of FAD at 380 and
450 nm.

3. Discussion

We described earlier that 1 mM SDS activates rsLAAQO1 [13]. Here, we wanted to determine the
origin of this activation and its specificity. After using alkyl sulfates with different chain lengths, we
found that sodium tetradecyl sulfate with a C14 alkyl chain was also effective but not sodium octyl
sulfate with its Cg alkyl chain. Deoxycholate, CHAPS and Triton X-100 did not activate 9His-rsLAAOL.
These three detergents do not influence a poly phenol oxidase from saffron [27] and phenol oxidases
from cockroach and horseshoe crab [28,29], which are also activated by SDS. By contrast, tyrosinase
from Xenopus can be activated by deoxycholate and SDS, but not by Triton X-100 [30]. The phenol
oxidases from cockroach and horseshoe crab mentioned above [28,29] and a poly phenol oxidase
from spinach [31] can be activated by fatty acids. By contrast, 9His-rsLAAO1 expressed in E. coli was
barely influenced by fatty acids. These data show that both a sulfate group and a long alkyl chain are
required for efficient activation of 9His-rsLAAO1, while some phenol oxidases, poly phenol oxidases
and tyrosinases can be activated by a broader range of amphiphilic molecules.

A possible mechanism of activation is a change in the dimerization or oligomerization state of
an enzyme. However, the main peak of 9His-rsLAAO1 eluted at a position consistent with a dimer
even in the absence of SDS. A minor peak of intact 9His-rsSLAAO1 was detected at an elution volume
corresponding to a molecular mass of 55 kDa. This peak has to be attributed to a monomer even
though it is below the calculated molecular mass of 9His-rsLAAO1 (75 kDa). This difference could be
due to a deviation from a spherical shape or to limited interaction with the matrix. The main peak
was detected at an elution volume corresponding to 120 kDa, which is between twice the observed
molecular mass of the monomer (110 kDa) and the calculated molecular mass of a dimer (150 kDa).
The hydrodynamic radius calculated from PCS was larger than the theoretical radius, indicating
that the protein had an elongated structure. Upon SDS activation, the apparent molecular mass is
increased to 168 kDa. This size is still consistent with a dimer, which is most likely larger due to SDS
conformational changes. SDS addition further increased the deviation from spherical shape according
to PCS. A similar reduction in the elution volume in size-exclusion chromatography was observed
for bean polyphenol oxidase upon SDS activation [32]. The authors conclude that the tetrameric
configuration was not changed, but the increase in hydrodynamic radius was due to swelling or partial
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unfolding. Interestingly, SEC fractions of native 9His-rsSLAAO1 with a slightly larger hydrodynamic
radius than the dimer displayed a higher specific activity than the dimer when assayed without SDS
activation. This difference was lost if the assay was performed after SDS activation. These data indicate
that a small fraction of the 9His-rsLAAO1 dimer can spontaneously adopt a larger active conformation.

SDS activation decreased the thermal stability of 9His-rsSLAAOL. A similar reduction in thermal
stability was observed for bean polyphenol oxidase [32] and latent mushroom tyrosinase [33] upon
SDS activation. Treatment with low amounts of trypsin resulted in a stable 65 kDa fragment
for native 9His-rsLAAQO1, which was not observed for SDS-activated 9His-rsLAAQO1. These data
indicate that more trypsin sites were accessible due to SDS activation. Taken together, these data
point towards a more open conformation of SDS-activated 9His-rsLAAO1. This conclusion is also
supported by our spectroscopic experiments. SDS exposed some of the tryptophan residues of
9His-rsLAAOIL to a more hydrophilic environment according to changes in tryptophan fluorescence.
The distance of FAD in 9His-rsLAAO1 to quenching amino acids increased due to SDS because the FAD
fluorescence increased. In addition, lower concentrations of sulfites were sufficient to form adducts
with FAD in SDS-activated 9His-rsLAAQO1, pointing to an increase in accessibility to polar reagents
and therefore a more hydrophilic environment of FAD. Both of these experiments point towards
conformational changes in the active site due to SDS activation. Interestingly, changes in tryptophan
and FAD fluorescence reached a plateau at 1 mM SDS upon increasing the concentration of SDS.
Maximal activation of 9His-rsLAAQO1 was also reached at 1 mM SDS [13]. Our conclusion is that the
enzyme is quantitatively transformed into a defined active conformation at 1 mM SDS. However, the
secondary structure was not significantly influenced according to CD spectroscopy in SDS-activated
9His-rsLAAOL. By contrast, SDS reduced the «-helical content in bean polyphenol oxidase [32]. Taken
together, our data show that SDS caused changes in the tertiary structure of 9His-rsLAAO1 expressed
in E. coli and increased the accessibility of the active site.

4. Materials and Methods

4.1. Expression and Purification of 9His-rsLAAO1

MBP-P-9His-rsLAAOQO1 was expressed in the E. coli strain Arctic Express at 11 °C and purified via
amylose resin followed by cleavage of the MBP tag with PreScission protease and further purification
via a Ni?*-NTA column as described [13]. Protein concentrations were determined according to
Bradford [34] using bovine serum albumin as standard. Samples were analyzed by SDS-PAGE and
Coomassie staining for purity and size.

4.2. Enzyme Assay

Enzymatic activity was determined by measuring the initial rate of H,O, production by a
coupled peroxidase/o-dianisidine assay as described [13]. The assay mixture contained 10 mM
L-arginine, 50 mM TEA /HCI buffer (pH 8.5), 0.2 mg-mL~! of o-dianisidine, 5 U mL~! peroxidase
and 9His-rsLAAO1 in limiting amounts. Reactions were carried out in 96-well plates at 30 °C in a
Tecan Infinite 200 microplate reader at 436 nm. To determine temperature stability, 9His-rsLAAO1
was preincubated at the indicated temperatures and time periods. Native enzyme (0.1 mg-mL~!)
was supplemented with 1.5 mM SDS before the assay. After preincubation for 10 min, 2-5 pL of
activated enzyme was used per assay (200 pL) resulting in a final concentration of SDS below 0.04 mM.
This concentration of SDS did not influence the assay (Suppl. Figure S2).

4.3. Molecular Mass Determination by Size-Exclusion Chromatography

The native molecular mass of the purified 9His-rsLAAO1 was estimated by size-exclusion
chromatography with an Ettan LC (GE Healthcare Life Sciences, Chicago, IL, USA) on calibrated
columns of Superdex® 200 Increase 10/300 GL (GE Healthcare Life Sciences, Chicago, IL, USA), using
50 mM NaH,POy buffer pH 8.2, 300 mM NacCl at a flow rate of 0.3 mL-min~—'. 1.5 mM SDS was added
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to the protein solution before chromatography to analyze the behavior of activated 9His-rsLAAOL.
Dextranblue, thyroglobulin (669 kDa), ferritin (440 kDa), aldolase (158 kDa), bovine serum albumin
(66 kDa), ovalbumin (44 kDa), cytochrome C (12.4 kDa) and aprotinin (6.5 kDa) were employed as
standards to obtain calibration curves.

4.4. Photon Correlation Spectroscopy (PCS)

The angular-dependent PCS measurements were performed using a light scattering goniometer
setup (LS Instruments, Fribourg, Switzerland) equipped with a HeNe laser at 632.8 nm (JDSU 1145P)
and an attenuator to adjust the output power between 0 and 20 mW. The correlation functions were
measured with a multiple t digital correlator (Bridgewater, NJ, USA) and the angle-dependent mean
relaxation rate I was observed in a scattering angle from 40° to 120°. The samples were measured
in quartz cuvettes and slightly centrifuged before use to avoid contamination from dust or large
aggregates. The temperature of the sample was regulated via a decalin-filled vat which was externally
thermostatted with a refrigerated heating circulator (Julabo F25-ME, Julabo GmbH, Seelbach, Germany).
The sample concentration was 2 mg-mL~! and the measurements were performed at 20 °C.

In photon correlation spectroscopy, the light scattering caused by particles in solution is measured
and analysed. Temporal intensity fluctuations in the scattered light are evaluated using the formalism
of correlation function [14]. From the measurement, the intensity autocorrelation function g?(t) is
obtained and related to the electric field autocorrelation function ¢! () via the Siegert relation,

£ =8 [1+B[g' [ ], )

where B is the baseline and 3 a coherence factor which depends on the scattering volume.
For monodisperse samples of small molecules showing Brownian motion, the electric field
autocorrelation function g¢'(t) is given by a single exponential function,

g (1) =exp(-Tt), ¢)

with the relaxation rate T = D42, the translational diffusion coefficient DT and the magnitude of the
scattering vector g,

g=" *2-sin(0/2), ®)

with A being the wavelength of the used radiation, # the refractive index and 6 the scattering angle.
A polydisperse sample can instead be described by a weighted sum of exponential decays.

§1) = [ G(r)exp(~T tydr @)

Here, G(T') represents the distribution of the relaxation rates. For an analysis of ¢' (1) the method
of cumulants [35] or an inverse Laplace transformation using the FORTRAN program CONTIN [15,16]
can be applied and provide the mean relaxation rate T of the relaxation rate distribution function.
Since biological samples often show a non-monomodal distribution, the CONTIN analysis was the
method of choice.

For a dilute sample of non-interacting particles, the translational diffusion coefficient is related to
the hydrodynamic radius via the Stokes—Einstein relation:

pr — _ksT
6rMoR;,’

©)

where kp is the Boltzmann constant, 11, the viscosity of the solvent and R, the hydrodynamic radius of
a sphere which is hydrodynamically equivalent to the studied object in the solution.
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4.5. Circular Dichroism Spectroscopy

Purified 9His-rsLAAO1 (0.25 mg-mL~!) was dialyzed against 10 mM sodium phosphate buffer
pH 8.0 containing 100 mM Nay;SO4 and centrifuged for 5 min with 17,000 x g to remove particles and
aggregates. Spectra were recorded in a 1 mm quartz cuvette with a Jasco ]J-810 spectropolarimeter
(JASCO, Easton, MD, USA) at 20 °C under continuous nitrogen flow. Three spectra were averaged.
Mean molar ellipticity was determined as published [36]. The secondary structure was calculated with
the CDSSTR algorithm used by the DichroWeb server [22].

4.6. Fluorescence Spectroscopy

Purified 9His-rsLAAO1 was dialyzed against 100 mM HEPES buffer pH 7.0 and centrifuged
for 5 min with 17,000 x g to remove particles and aggregates. Emission spectra were recorded in a
quartz cuvette with a path length of 10 mm using a Perkin Elmer LB50B fluorescence spectrometer
at (Perkin Elmer, Waltman, MA, USA) 22 °C. Excitation was at 295 nm for tryptophan fluorescence
and at 450 nm for FAD fluorescence. The slit width for emission was set to 4.5 nm for tryptophan and
12.5 nm for FAD fluorescence. Spectra were not corrected for instrumental response.

4.7. Reactivity of FAD with Sulfite

Native 9His-rsLAAO1 (7.5 uM) or 9His-rsLAAQO]1 activated with 1.5 mM SDS (15 uM) were
incubated with different amounts of sodium sulfite in 100 mM HEPES buffer pH 7.0 for 15 min at
room temperature in the dark. Absorption spectra were recorded in a 10 mm cuvette with a Shimadzu
UV-2450 UV /vis spectrophotometer (Shimadzu, Kyoto, Japan) at room temperature.

Supplementary Materials: The following are available online.

Acknowledgments: We thank Mai-Britt [Ise and Kilian Krupinski for excellent technical assistance. This study was
supported by funds from Universitit Bielefeld. T.K. acknowledges support by the German Research Foundation
via a Heisenberg Fellowship (KO-3580/4-1).

Author Contributions: KH., YH., TH. and G.Ev.M. conceived and designed the experiments; K.H., Y.H. and S.B.
performed the experiments; K.H., YH., S.B., TK,, T.H. and G.Ev.M. analyzed the data; K.H., YH., TK., TH. and
G.F.v.M. wrote the paper.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Bender, A.E.; Krebs, H.A. The oxidation of various synthetic a-amino-acids by mammalian D-amino-acid
oxidase, L-amino-acid oxidase of cobra venom and the L-amino-acid and D-amino-acid oxidases of
Neurospora crassa. Biochem. J. 1950, 46, 210-219. [CrossRef] [PubMed]

2. Geueke, B., Hummel, W. A new bacterial L-amino acid oxidase with a broad substrate specificity: Purification
and characterization. Enzyme Microb. Technol. 2002, 31, 77-87. [CrossRef]

3. Nuutinen, ].T.; Timonen, S. Identification of nitrogen mineralization enzymes, L-amino acid oxidases, from
the ectomycorrhizal fungi Hebeloma spp. and Laccaria bicolor. Mycol. Res. 2008, 112, 1453-1464. [CrossRef]
[PubMed]

4.  Pollegioni, L.; Motta, P,; Molla, G. L-Amino acid oxidase as biocatalyst: A dream too far? Appl. Microbiol. Biotechnol.
2013, 97,9323-9341. [CrossRef] [PubMed]

5. Yang, C.A,; Cheng, C.H.; Lo, C.T; Liu, S.Y,; Lee, ].W.; Peng, K.C. A Novel L-Amino Acid Oxidase from
Trichoderma harzianum ETS 323 Associated with Antagonism of Rhizoctonia solani. |. Agric. Food Chem. 2011,
59, 4519-4526. [CrossRef] [PubMed]

6.  Pollegioni, L.; Molla, G. New biotech applications from evolved D-amino acid oxidases. Trends Biotechnol.
2011, 29, 276-283. [CrossRef] [PubMed]

7. Martinez-Rodriguez, S.; Martinez-Gomez, A.L; Rodriguez-Vico, F; Clemente-Jimenez, ].M.; Heras-Vazquez, F].L.
Natural Occurrence and Industrial Applications of D-Amino Acids: An Overview. Chem. Biodivers. 2010, 7,
1531-1548. [CrossRef] [PubMed]


http://dx.doi.org/10.1042/bj0460210
http://www.ncbi.nlm.nih.gov/pubmed/16748663
http://dx.doi.org/10.1016/S0141-0229(02)00072-8
http://dx.doi.org/10.1016/j.mycres.2008.06.023
http://www.ncbi.nlm.nih.gov/pubmed/18675352
http://dx.doi.org/10.1007/s00253-013-5230-1
http://www.ncbi.nlm.nih.gov/pubmed/24077723
http://dx.doi.org/10.1021/jf104603w
http://www.ncbi.nlm.nih.gov/pubmed/21456553
http://dx.doi.org/10.1016/j.tibtech.2011.01.010
http://www.ncbi.nlm.nih.gov/pubmed/21397351
http://dx.doi.org/10.1002/cbdv.200900245
http://www.ncbi.nlm.nih.gov/pubmed/20564568

Molecules 2017, 22, 2272 15 of 16

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Tashiro, Y.; Rodriguez, G.M.; Atsumi, S. 2-Keto acids based biosynthesis pathways for renewable fuels and
chemicals. J. Ind. Microbiol. Biotechnol. 2015, 42, 361-373. [CrossRef] [PubMed]

Hossain, G.S.; Li, J.; Shin, H.-D.; Du, G.; Liu, L.; Chen, J. L-Amino acid oxidases from microbial sources:
Types, properties, functions, and applications. Appl. Microbiol. Biotechnol. 2014, 98, 1507-1515. [CrossRef]
[PubMed]

Geueke, B.; Hummel, W. Heterologous expression of Rhodococcus opacus L-amino acid oxidase in
Streptomyces lividans. Protein Expr. Purif. 2003, 28, 303-309. [CrossRef]

Tong, H.C.; Chen, W.; Shi, W.Y,; Qi, F.X.; Dong, X.Z. SO-LAAO, a novel L-amino acid oxidase that enables
Streptococcus oligofermentans to outcompete Streptococcus mutans by generating HyO, from peptone. J. Bacteriol.
2008, 190, 4716-4721. [CrossRef] [PubMed]

Nuutinen, J.T.; Marttinen, E.; Soliymani, R.; Hilden, K.; Timonen, S. L-Amino acid oxidase of the fungus
Hebeloma cylindrosporum displays substrate preference towards glutamate. Microbiology 2012, 158, 272-283.
[CrossRef] [PubMed]

Hahn, K.; Neumeister, K.; Mix, A.; Kottke, T.; Groger, H.; Von Mollard, G. Recombinant expression and
characterization of a L-amino acid oxidase from the fungus Rhizoctonia solani. Appl. Microbiol. Biotechnol.
2017, 101, 2853-2864. [CrossRef] [PubMed]

Berne, B.J.; Pecora, R. Dynamic Light Scattering; John Wiley & Sons, Inc.: Hoboken, NJ, USA, 1976.
Provencher, S.W. A constrained regularization method for inverting data represented by linear algebraic or
integral-equations. Comput. Phys. Commun. 1982, 27,213-227. [CrossRef]

Provencher, S.W. CONTIN—A general-purpose constrained regularization program for inverting noisy
linear algebraic and integral-equations. Comput. Phys. Commun. 1982, 27, 229-242. [CrossRef]

Hellweg, T.; Hinssen, H.; Eimer, W. The CaZ*-induced conformational change of gelsolin is located in the
carboxyl-terminal half of the molecule. Biophys. J. 1993, 65, 799-805. [CrossRef]

Dubin, S.B.; Clark, N.A.; Benedek, G.B. Measurement of rotational diffusion coefficient of lysozyme by
depolarized light scattering—Configuration of lysozyme in solution. J. Chem. Phys. 1971, 54, 5158-5164.
[CrossRef]

Eimer, W.; Niermann, M.; Eppe, M.A_; Jockusch, B.M. Molecular shape of vinculin in aqueous-solution.
J. Mol. Biol. 1993, 229, 146-152. [CrossRef] [PubMed]

Mukerjee, P.; Mysels, K.J. Critical Micelle Concentration of Aqueous Surfactant Systems; NSRDS-NBS 36;
U.S. Department of Commerce National Bureau of Standards: Washington, DC, USA, 1971.

Sammalkorpi, M.; Karttunen, M.; Haataja, M. Ionic Surfactant Aggregates in Saline Solutions: Sodium
Dodecyl Sulfate (SDS) in the Presence of Excess Sodium Chloride (NaCl) or Calcium Chloride (CaCl,).
J. Phys. Chem. B 2009, 113, 5863-5870. [CrossRef] [PubMed]

Deleage, G.; Geourjon, C. An interactive graphic program for calculating the secondary structure-content of
proteins from circular-dichroism spctrum. Comput. Appl. Biosci. 1993, 9, 197-199. [PubMed]

Holmgren, A. Tryptophan fluorescence study of conformational transitions of oxidized and reduced form of
thioredoxin. J. Biol. Chem. 1972, 247, 1992-1998. [PubMed]

Massey, V.; Curti, B. A new method of preparation of D-amino acid oxidase apoprotein and a conformational
change after its combination with flavin adenine dinucleotide. . Biol. Chem. 1966, 241, 3417-3423. [PubMed]
Massey, V.; Muller, E; Feldberg, R.; Schuman, M.; Sullivan, PA.; Howell, L.G.; Mayhew, S.G.; Matthews, R.G.;
Foust, G.P. Reactivity of flavoproteins with sulfite—Possible relevance to problem of oxygen reactivity.
J. Biol. Chem. 1969, 244, 3999-4006. [PubMed]

Massey, V.; Hemmerich, P. Active-site probes of flavoproteins. Biochem. Soc. Trans. 1980, 8, 246-257.
[CrossRef] [PubMed]

Saeidian, S.; Keyhani, E.; Keyhani, J. Effect of ionic detergents, nonionic detergents, and chaotropic agents
on polyphenol oxidase activity from dormant saffron (Crocus sativus L.) corms. J. Agric. Food Chem. 2007, 55,
3713-3719. [CrossRef] [PubMed]

Sugumaran, M.; Nellaiappan, K. On the latency and nature of phenoloxidase present in the left colleterial
gland of the cockroach Periplaneta americana. Arch. Insect Biochem. Physiol. 1990, 15, 165-181. [CrossRef]
[PubMed]

Nellaiappan, K.; Sugumaran, M. On the presence of prophenoloxidase in the hemolymph of the horseshoe
crab, Limulus. Comp. Biochem. Physiol. Part B Biochem. Mol. Biol. 1996, 113, 163-168. [CrossRef]


http://dx.doi.org/10.1007/s10295-014-1547-8
http://www.ncbi.nlm.nih.gov/pubmed/25424696
http://dx.doi.org/10.1007/s00253-013-5444-2
http://www.ncbi.nlm.nih.gov/pubmed/24352734
http://dx.doi.org/10.1016/S1046-5928(02)00701-5
http://dx.doi.org/10.1128/JB.00363-08
http://www.ncbi.nlm.nih.gov/pubmed/18469105
http://dx.doi.org/10.1099/mic.0.054486-0
http://www.ncbi.nlm.nih.gov/pubmed/21998160
http://dx.doi.org/10.1007/s00253-016-8054-y
http://www.ncbi.nlm.nih.gov/pubmed/27986991
http://dx.doi.org/10.1016/0010-4655(82)90173-4
http://dx.doi.org/10.1016/0010-4655(82)90174-6
http://dx.doi.org/10.1016/S0006-3495(93)81121-4
http://dx.doi.org/10.1063/1.1674810
http://dx.doi.org/10.1006/jmbi.1993.1014
http://www.ncbi.nlm.nih.gov/pubmed/8421297
http://dx.doi.org/10.1021/jp901228v
http://www.ncbi.nlm.nih.gov/pubmed/19344100
http://www.ncbi.nlm.nih.gov/pubmed/8481823
http://www.ncbi.nlm.nih.gov/pubmed/4552684
http://www.ncbi.nlm.nih.gov/pubmed/4380447
http://www.ncbi.nlm.nih.gov/pubmed/4389773
http://dx.doi.org/10.1042/bst0080246
http://www.ncbi.nlm.nih.gov/pubmed/7399046
http://dx.doi.org/10.1021/jf063749n
http://www.ncbi.nlm.nih.gov/pubmed/17407318
http://dx.doi.org/10.1002/arch.940150305
http://www.ncbi.nlm.nih.gov/pubmed/2134024
http://dx.doi.org/10.1016/0305-0491(95)02047-0

Molecules 2017, 22, 2272 16 of 16

30.

31.

32.

33.

34.

35.

36.

Wittenberg, C.; Triplett, E.L. A detergent-activated tyrosinase from Xenopus-laevis 2. Detergent activation
and binding. J. Biol. Chem. 1985, 260, 2542-2546.

Golbeck, ].H.; Cammarata, K.V. Spinach thylakoid polyphenol oxidase—Isolation, activation, and properties
of the native chloroplast enzyme. Plant Physiol. 1981, 67, 977-984. [CrossRef] [PubMed]

Kanade, S.R.; Paul, B.; Rao, A.G.A.; Gowda, L.R. The conformational state of polyphenol oxidase from field
bean (Dolichlos lablah) upon SDS and acid-pH activation. Biochem. ]. 2006, 395, 551-562. [CrossRef] [PubMed]
Espin, J.C.; Wichers, H.J. Activation of a latent mushroom (Agaricus bisporus) tyrosinase isoform by sodium
dodecyl sulfate (SDS). kinetic properties of the SDS-activated isoform. ]. Agric. Food Chem. 1999, 47,
3518-3525. [CrossRef] [PubMed]

Bradford, M.M. Rapid and sensitive method for quantitation of microgram quantities of protein utilizing
principle of protein-dye binding. Anal. Biochem. 1976, 72, 248-254. [CrossRef]

Koppel, D.E. Analysis of macromolecular polydispersity in intensity correlation spectroscopy—Method of
cumulants. J. Chem. Phys. 1972, 57, 4814-4820. [CrossRef]

Kelly, S.M.; Price, N.C. The Use of Circular Dichroism in the Investigation of Protein Structure and Function.
Curr. Protein Pept. Sci. 2000, 1, 349-384. [CrossRef] [PubMed]

Sample Availability: Samples of the expression plasmid encoding MBP-P-9His-7sLAAQ] are available from
the authors.

@ © 2017 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1104/pp.67.5.977
http://www.ncbi.nlm.nih.gov/pubmed/16661805
http://dx.doi.org/10.1042/BJ20051509
http://www.ncbi.nlm.nih.gov/pubmed/16393141
http://dx.doi.org/10.1021/jf981275p
http://www.ncbi.nlm.nih.gov/pubmed/10552678
http://dx.doi.org/10.1016/0003-2697(76)90527-3
http://dx.doi.org/10.1063/1.1678153
http://dx.doi.org/10.2174/1389203003381315
http://www.ncbi.nlm.nih.gov/pubmed/12369905
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Effects of Detergents and Fatty Acids on 9His-rsLAAO1 Activity 
	9His-rsLAAO1 Behaved as a Dimer in the Native and SDS-Activated State 
	Indications for Conformational Changes in SDS-Activated 9His-rsLAAO1 

	Discussion 
	Materials and Methods 
	Expression and Purification of 9His-rsLAAO1 
	Enzyme Assay 
	Molecular Mass Determination by Size-Exclusion Chromatography 
	Photon Correlation Spectroscopy (PCS) 
	Circular Dichroism Spectroscopy 
	Fluorescence Spectroscopy 
	Reactivity of FAD with Sulfite 


