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Abstract: Lysine deacetylases, like histone deacetylases (HDACs) and sirtuins (SIRTs), are involved in
many regulatory processes such as control of metabolic pathways, DNA repair, and stress responses.
Besides robust deacetylase activity, sirtuin isoforms SIRT2 and SIRT3 also show demyristoylase
activity. Interestingly, most of the inhibitors described so far for SIRT2 are not active if myristoylated
substrates are used. Activity assays with myristoylated substrates are either complex because of
coupling to enzymatic reactions or time-consuming because of discontinuous assay formats. Here
we describe sirtuin substrates enabling direct recording of fluorescence changes in a continuous
format. Fluorescence of the fatty acylated substrate is different when compared to the deacylated
peptide product. Additionally, the dynamic range of the assay could be improved by the addition
of bovine serum albumin, which binds the fatty acylated substrate and quenches its fluorescence.
The main advantage of the developed activity assay is the native myristoyl residue at the lysine
side chain avoiding artifacts resulting from the modified fatty acyl residues used so far for direct
fluorescence-based assays. Due to the extraordinary kinetic constants of the new substrates (Kyy
values in the low nM range, specificity constants between 175,000 and 697,000 M~!s~1) it was possible
to reliably determine the ICs5) and K values for different inhibitors in the presence of only 50 pM of
SIRT2 using different microtiter plate formats.

Keywords: histone deacetylases; sirtuins; fluorescence quenching; sirtuin inhibitors; myristoylated
substrates; continuous activity assay; bovine serum albumin effect

1. Introduction

Acylation of lysine side chains in proteins is a widespread posttranslational modi-
fication that is modulated by the enzymatic activity of acetyltransferases and enzymes
known as histone deac(et)ylases (HDACs). HDACs are divided into 4 classes based on
their sequence homology. Class I (HDACI, 2, 3, and 8), class Ila (HDAC4, 5, 7 and 9),
class IIb (HDACS6 and 10), and class IV (HDAC11) are grouped within the Zn?* dependent
hydrolases. Class III enzymes (called sirtuins; human SIRT1-SIRT?7) require NAD" as
a co-substrate to transfer an acyl moiety from the lysine side chain to the ADP-ribosyl
fragment of the co-substrate generating 2-O-acetyl-ADP-ribose and nicotinamide as the
second and third reaction product, respectively [1].

HDAC s are involved in a number of patho(physiological) processes including can-
cer progression, obesity, and immune function. Consequently, several HDAC inhibitors
(HDAC]) have already been approved by the Food and Drug Administration for the
treatment of cancer (including vorinostat, romidepsin, belinostat, and panobinostat) and
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a number of clinical trials with sirtuin inhibitors (either natural products or synthetic
small molecules) are ongoing. Robust and continuous sirtuin/HDAC activity assays
compatible with high-throughput screening (HTS) are, however, required for further
drug development.

Several enzymatic assays have been developed to monitor the lysine deacylase activity
of HDACs/SIRTs as reviewed in [2,3]. Most of these activity assays are discontinuous
(HPLC-based or mass spectrometry-based assays), or suffer from complexity due to coupled
enzymatic [4-11] or chemical reactions [12] (reviewed in [13,14]).

Activity assays for lysine deacylase are often linked to a separation step enabling
quantification of the peptide substrate and a reaction product. The following separation
methods were used: capillary electrophoresis [15], microchip electrophoresis [16], microflu-
idic mobility [17,18], polyacrylamide gel electrophoresis [19], high- performance liquid
chromatography [20-23], thin layer chromatography [24], charcoal binding [25], binding to
boronic acid resins [26], and extraction with organic solvents [27]. However, these activ-
ity assays are discontinuous and time consuming. Mass spectrometry could be used for
quantification of substrates and products subsequent to separation in the gas phase [28-31].
Alternatively, biological reagents and chemical reactions could be used for detection of
acetylated substrates, such as acetyllysine-recognizing antibodies [32-37], or reaction prod-
ucts, such as the released primary amino function of the lysine side chain. Described are
acylations with biotin-containing compounds or fluorescent dyes [38], alkylations with
fluorescamine [39], or intra-molecular reactions, such as transesterification with a coumarin
dye [40—42] or release of bioluminescent luciferin subsequent to an intra-molecular cleavage
of an ester bond [43] or intramolecular aldimine formation [44,45].

To develop a more robust activity assay that is suitable for the different lysine deacylase
isoforms, it is important to consider the influence of the acyl residue on substrate specificity.
For example, nearly all sirtuins have demyristoylation activity [46], and it has been shown
that HDAC11 also has a high demyristoylase activity [47-49]. We recently demonstrated
that the myristoylated lysine residue (Figure 1, R1) in TNFa-derived substrate peptides can
be replaced by a 2-aminobenzoylated-11-amino-undecanoylated lysine residue (Figure 1,
R4), generating a substrate derivative that enables continuous activity measurement of
both sirtuins and HDAC11 [50,51].
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Figure 1. Structure of acyl residues used for different deacylase activity assays.

It has also been shown that an increase in the size of the fluorophore, which allows
fluorescence measurements at longer wavelengths, leads to decreased substrate specificity
and decreased kinetic properties for sirtuins [50] and HDAC11 [51]. Because sirtuins can
accept relatively large fluorophores within the peptide sequence, we addressed this issue
by designing substrates where the fluorophore and quencher positions are switched [3].
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Replacing the 2-aminobenzoyl residue by a 2-amino-5-nitro-benzoyl quencher resulted
in SIRT2 substrates with very similar specificity constants [50]. In the search for smaller
quenchers, we exploited the ability thioamides to quench fluorescence by photoinduced
electron transfer (PET) [52]. We showed that replacement of the amide scissile bond in
fluorescently labeled HDAC substrates by a thioamide bond enabled continuous activity
determination of HDAC8 and HDAC11 [53]. Unfortunately, thioamide bonds were poor
targets for sirtuins because of the generation of a so-called stalled intermediate [54], and
thiomyristoyl residues (Figure 1, R2) are components of efficient inhibitors of SIRT1-3
and SIRT6 [55-57]. To overcome this problem, we introduced a thioamide bond into the
myristoylated lysine residue (Figure 1, R3) and were able to generate substrates for sirtuins
and HDAC11 that showed superior catalytic constants in a continuous and direct activity
assay [3].

Additionally, Kawaguchi et al. showed that SIRT1-3 and SIRT6 are able to recognize
the sterically more demanding DABCYL moiety in the acyl chain (Figure 1, R5), enabling
monitoring of sirtuin activity in living cells [58]. New fluorescence probes for sirtuin activ-
ity measurements were generated by replacing the DABCYL quencher with disperse red
dye (Figure 1, R6) [59]. Unfortunately, all of the continuous activity assays described suffer
from the need for modified acyl moieties on the lysine side chain which can cause assay
artifacts [60]. Therefore, to overcome this limitation, we searched for alternative methods to
change the fluorescence intensity of a peptide substrate when compared to the correspond-
ing deacylated product. Here, we describe the use of myristoylated peptides, representing
the naturally occurring acyl modification, in combination with environmentally sensitive
fluorophores for continuous and sensitive detection of sirtuin activity. Furthermore, we
show that the use of bovine serum albumin (BSA) as a fluorescence quencher for the
substrate dramatically enhances the dynamic range of the defatty acylase activity assay.

2. Results

To test whether the sirtuin/HDAC-mediated release of the hydrophobic myristoyl
residue from a peptide substrate could be sensed by fluorophores, we synthesized a TNFx-
derived peptide [3,50] that comprised a myristoylated lysine residue in combination with
a coumaryl based amino acid at the position —2 (Figure 2, Mcm1) or +2 (Figure 2, Mcm2,
Table S1). In a systematic fluorophore scan, these two positions were found to be less sen-
sitive to substitution with sterically demanding moieties [3]. Additionally, we synthesized
the corresponding fluorescently labeled peptide product of the SIRT/HDAC11-mediated
deacylation of Mcm2 (Mcm3, Figure 2 and Figure S1-S3). First, using an HPLC-based
activity assay, we analyzed how efficiently Mcm1 and Mcm2 were deacylated by different
SIRTs and HDACI11 (Figure 2B). Both compounds showed good substrate properties for all
the tested sirtuins (including SIRT5) and for HDAC11. Second, we recorded absorbance
and fluorescence spectra for Mcm1-3 (Figure 2C,D), and differences in the latter enabled us
to monitor the time-dependent demyristoylation of Mcm1 by SIRT2 (Figure 2E), which was
proportional to the enzyme concentration (Figure 2F). Non-linear analysis of the depen-
dence of the demyristoylation rate on the substrate concentration allowed us to calculate
Kwm and keat values (Figure 2G). The Ky value of 17 nM was relatively low, but was in
accordance with the low Ky value determined for the structurally related, TNFx-based
substrate with the thioacetylated 11-amino undecanoic acyl residue (Figure 1, R3) [3].

The suboptimal spectral properties of Mcm1 and Mcm2 prompted us to evaluate
substrates where Mcm residues are replaced with fluorescein covalently bound to the side
chain of cysteine (Figure 3B). A similar structural element has already been described in
combination with acetylated peptides derived from histone H4 to generate fluorescent
reporters for monitoring histone acetyltransferase activities [61]. Additionally, we have
recently shown that SIRT2 accepts fluorescein-labeled cysteine residue substrates [3]. We
synthesized substrates F1, F2, F4, and F5 that differed in the position of the fluorophore
(—2 or +2 position) and the nature of the fatty-acyl residue (either myristoyl (F1 and F4)
or palmitoyl (F2 and F5)) (Figure 3B and Figure S4-510). Additionally, we synthesized the
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expected fluorescently labeled peptide reaction products F3 (fluorophore in —2 position)
and F6 (fluorophore in +2 position) (Figure 3B).
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Figure 2. Direct and continuous activity assay for demyristoylation using the environmentally
sensitive fluorophore Mcm (7-Methoxycoumarin-4-yl-alanyl). (A) Structures of compounds Mcm1
to Mcm3 and control peptides C1 to C3. Y(NO,) corresponded to meta-nitrotyrosine. (B) Peptide
substrates at an initial concentration of 50 uM were treated with either 50 nM HDAC11, or with
SIRT2 (0.1 uM), SIRT3 (0.1 uM), SIRT5 (0.5 uM), or SIRT6 (0.5 uM) in the presence of 500 uM NAD*
at 37 °C for 60 min. Product formation was monitored via HPLC at 320 nm or 360 nm for C3. Values
were obtained from three independent replicates. (C) Absorbance spectra for Mcm1 to Mcm3 at
30 uM concentration. (D) Normalized fluorescence spectra of Mcm1 to Mem3 at 3 M concentration.
(E) Progress curves of Mcm1 deacylation (1 pM) by SIRT2 (1InM-30nM) at 25 °C (Agy = 330 = 75 nm
and Agy, =405 £ 8 nm) monitored in a 96-well plate format. (F) The reaction rate shows a linear
correlation with the SIRT2 concentration. (G) Michaelis-Menten kinetic analysis of Mecm1 deacylation
by SIRT2 obtained from three independent replicates.

As a control substrate, we synthesized a myristoylated, TNFa-derived peptide without
a fluorophore but with a meta-nitrotyrosine residue in the +1 position, allowing more
convenient detection in HPLC-based activity assays (C3 in Figure 3B) [50]. All peptides
were then evaluated as putative substrates for sirtuins 2, 3, 5, and 6, and HDAC11 and the
results are shown in Figure 3C. Peptides F4 and F5, both containing the fluorophore in the
+2 position, turned out to be very good SIRT2 substrates. Additionally, F4 proved to be a
surprisingly good substrate for SIRT5, which is known to be specific for negatively charged
acyl residues such as malonyl [62], succinyl [23], and glutaryl [63] residues. Nevertheless,



Int. . Mol. Sci. 2023, 24, 7416

50f19

the enzyme concentration for SIRT5 used was five-fold higher when compared to SIRT2
or SIRT3.
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Figure 3. BSA-based activity assay. (A) The principle of the BSA-based assay. A fluorescently
labeled and myristoylated peptide binds to BSA and the fluorescence is quenched. SIRT2 separates
the myristoyl residue from the fluorescently labeled peptide product, which is not able to bind to
BSA so tightly. (B) The structures of the peptides used for these experiments. Fl, or fluorescein
corresponds to 5-acetamidofluorescein coupled to a cysteine residue. (C) Product formation of
different peptide substrates at a concentration of 50 uM with subsequent treatment for 1h at 37 °C
with 50 nM HDAC11, or with SIRT2 (0.1 uM), SIRT3 (0.1 uM), SIRT5 (0.5 uM) or SIRT6 (0.5 uM) in
the presence of 500 ptM NAD™. Product formation was monitored via HPLC at 320 nm (or 360 nm for
C3). Values were obtained from three independent replicates. (D) Fluorescence spectra of F4 with
increasing concentrations of BSA resulting in a decrease in the fluorescence intensity of the substrate.
The excitation wavelength was 490 nm. (E) Similar experiment to that in D, with the product Fé6
showing only a slight decrease in fluorescence. The excitation wavelength was 490 nm. (F) Plotting
the relative fluorescence intensities from F4 and F6 directly from (D,E) at Ag,, = 517 nm against the
concentration of BSA yielded a Kp value of 1.2 uM for the F4/BSA complex. The Kp value was
obtained from one experiment (n = 1). (G) Determination of the dissociation constants of F4 and F6
complexes with BSA measured via fluorescence polarization. The Kp value was obtained from three
independent replicates.

In order to develop a continuous fluorescence-based activity assay for SIRTs/HDAC11
using substrates F1, F2, F4, and F5, we compared their fluorescence spectra with the spec-
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tra of their respective deacylation products F3 and F6 in a protein-free assay buffer, and
surprisingly we did not observe any significant differences. However, marked differences
in the fluorescence spectra of substrate/product pairs in a buffer containing bovine-serum
albumin (BSA), a typical component of our HDAC assay buffers, were noted. This observa-
tion suggested interactions between the substrates and BSA that were likely mediated by
binding sites for fatty acids on the BSA surface [64].

Figure 3A shows the reaction principle behind the idea to use BSA as a discriminator
between the fluorescently labeled substrate and the peptide product of the deacylase-
mediated reaction. Here, a fluorescently labeled and myristoylated peptide binds tightly to
BSA [64], and its fluorescence is quenched. Following deacylation by SIRTSs, the reaction
product is “released” from BSA, leading to a marked increase in fluorescence. Therefore, we
first determined the dissociation constant of the F4/BSA complex using either fluorescence
spectroscopy (Figure 3F) or fluorescence polarization measurements (Figure 3G). The Kp
values were 1.2 uM and 1.6 uM, respectively. At the same time, the calculated dissociation
constant for the peptide reaction product F6 was more than 100-fold higher in both cases.

This remarkable discrimination could be visualized by recording fluorescence spectra
of F4 and F6 in the presence of different BSA concentrations (Figures 3D and 3E, respec-
tively) and demonstrates a strong fluorescence quenching for F4 bound to BSA. Because of
its high Kp value, fluorescence quenching of F6 caused by binding to BSA was negligible
within the concentration range used. Thus, deacylase-mediated removal of the fatty-acyl
residue from the lysine side chain resulted in a fluorophore-labeled peptide product that
no longer bound to BSA, yielding a robust increase in fluorescence over time (Figure 4A).

Deacylation of the substrate F4 could also be monitored by measuring differences in
the absorbance spectra (Figure 4B) either at 510 nm (signal decrease) or at 489 nm (signal
increase) (Figure 4C). Figure 4D shows the progress curves for F4 deacylation by SIRT2
in the assay buffer in the absence or presence of 30 uM of BSA using a 96-well microtiter
plate (MTP) format, which was corrected using a control assay using the same buffer but
without SIRT2. Almost no change in fluorescence intensity was observed without BSA in
the reaction solution. In contrast, a strong increase in fluorescence over time in the presence
of BSA could be detected. We analyzed samples of the reaction solutions with HPLC
using both UV-Vis and fluorescence readouts and compared them with the results from the
MTP-based format. Our data show that the fluorescence intensity in the presence of BSA in
the MTP-based experiment correlated well with the product formation calculated from the
HPLC-based experiments (Figure 4E). In contrast, there was no correlation between the
MTP-fluorescence and HPLC readouts in the absence of BSA. This discrepancy could be
explained by the effect of BSA shown in Figure 3A. SIRT2 was able to cleave the substrate
in the absence of BSA, as shown by HPLC measurements, but despite the virtually identical
fluorescence intensities of the substrate/product pair, no increase in fluorescence signal
could be detected over time in the MTP format.

These positive results prompted us to follow the SIRT2-mediated cleavage of F4 over
a range of enzyme concentrations between 100 pM and 20 nM (Figure 4FG) using the
fluorescence readout (Figure 4F,G). The signal intensity showed a linear correlation with
the SIRT2 concentration within the range of 100 pM to 10 nM. To our knowledge, this
represents one of the most sensitive SIRT2 activity assays described so far.

In the assay solution, SIRT2 and BSA compete for binding to the fluorescently labeled
substrate. Therefore, we next analyzed the binding of the substrate F4 to SIRT2 in the
absence of NAD* but in the presence of different BSA concentrations using fluorescence
polarization measurements (Figure 4H-K). The aim of this experiment was to elucidate any
impact of BSA concentration on the Kp value of the SIRT2/F4 interaction. The calculated
Kp value for binding of F4 to the active site of SIRT2 was between 7 nM and 18 nM for
BSA concentrations varying from zero to 300 pM. Thus, binding to BSA did not influence
the formation of the Michaelis complex between SIRT2 and F4. Encouraged by these
results, we determined the kinetic constants of the novel substrates for SIRT2 and SIRT3
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(Table 1). SIRT5, SIRT6, and HDAC11 were not functional in this assay format because of
the suboptimal affinities to the substrates F1, F2, F4, and F5.
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Figure 4. Continuous activity assay for SIRT2 using F4 as a substrate. (A) Fluorescence spectra of
1uM F4 subsequent to treatment with 30 nM SIRT2 in the presence of 500 pM NAD* and 30 uM
BSA. The green line shows the first, and the red line the last, spectrum recorded (total recording time
30 min). (B) Absorbance spectra of 10 uM of F4 after the addition of 100 nM of SIRT2 in the presence
of 500 uM of NAD™. The green line shows the first, and the red line the last, spectrum recorded
(total recording time 30 min). (C) Progress curves at two different wavelengths extracted from (B).
(D) Progress curves of SIRT2-mediated cleavage of F4 measured in a 96-well plate format as changes
in fluorescence intensities. After 1800 s, the measurement was interrupted, and the reaction mixture
from individual wells was analyzed by HPLC. The fluorescence detection was continued afterwards.
(E) Determination of the product formation of the reaction solution of (D) using HPLC with an
absorbance detection at 450 nm and the fluorescence intensity readout of a 96-well MTP reader.
Product formation in the MTP experiment was calculated using the total change in the fluorescence
intensity as 100%. (F) Cleavage of 0.25 uM of F4 mediated by different concentrations of SIRT2 in
the presence of 500 uM of NAD™ at room temperature. Detection was performed via changes in
fluorescence intensity with Agy = 485 £ 14 nm and Agy, = 535 £ 25 nm. All fluorescence values
were corrected with a negative control without enzymes. The rate of this reaction was plotted
as a function of the SIRT2 concentration in (G), and shows a linear relationship up to a SIRT2
concentration of 10 nM. (H-K) Binding curves of F4 (10 nM) to SIRT2 in the absence of NAD" at
different concentrations of BSA, monitored via fluorescence polarization and with three independent
replicates. FB signifies the fraction bound to SIRT2.
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Table 1. Kinetic constants for SIRT2, SIRT3, and SIRT5 for selected substrates (Figures 2 and 3). SD
denotes the standard deviation of three independent replicates, and n.d. denotes not determined.

Enzyme Substrate Kpm £+ SD (nM) Keat £+ SD x 103 (s—1) Keat/ Ky M~1s—1)
F1 16 £3 84419 536,000
F2 39+5 6.7 £1.0 175,000
SIRT2 F4 33+5 23+3 697,000
F5 43 +£5 15+£2 335,400
Mcm1 17 £2 6.8+15 400,000
F1 >20 uM >17 n.d.
F2 >20 uM >6 n.d.
SIRT3 F4 530 + 70 2346 44,000
F5 990 £70 27 £6 27,000
Two major conclusions can be drawn from these data. First, palmitoyl residues at the
lysine side chain were accepted by SIRT2 and SIRT3, but with slightly increased Ky values,
resulting in an approximately 2-3-fold decreased in specificity constants. Acceptance
of a palmitoylated lysine residue by SIRT2 has been reported, but was not compared
to myristoylated lysines [65]. Second, SIRT3 seemed to be sensitive to the position of
the fluorophore in the substrate sequence. While SIRT2 did not distinguish between
the —2 and +2 positions, SIRT3 accepted the bulky fluorophore in the +2 position only
(Table 1). Determination of the kinetic constants for F4 and SIRT2 using different MTP
formats (Figure 5A) revealed a good correlation with excellent Z'-factors and signal to
noise (S/N) ratios between 25 (1536-well MTPs) and higher than 90 (96-well and 384-well
MTPs) (Figure 5).
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[F4] (uM) [F4] (uM) [cmp 12] (nM)
plate type Kwm (UM) kcat (s™) keat!/Km (M1s™) Z' factor | S/N ratio
96 well 0.033 £ 0.005 0.023 £ 0.003 697000 0.893 93.1
384 well 0.027 £ 0.002 0.022 + 0.001 785000 0.906 95.3
1536 well 0.060 £ 0.009 0.027 £ 0.002 447000 0.798 24.3

Figure 5. v/[S] plots of SIRT2 with F4 under different conditions. (A) The kinetic parameters for
SIRT2 and F4 in a 96-well MTP format compared to 384- and 1536-well MTP formats. The resulting
kinetic parameters and the Z'-factors together with the respective S/N ratios for a 90% processed
reaction mixture with SIRT2 and F4 at a 1 uM concentration are summarized in the table under the
figure. Data points used for the Z'-factor calculation can be found in Figure S11. The values in the
table represent the mean of three independent replicates. (B) v/[S] plot of SIRT2 (1 nM) with different
concentrations of F4, 500 uM of NAD", and different concentrations of cmp12 [66]. A nonlinear
regression analysis was done according to the Michaelis-Menten equation. Lineweaver-Burk and
Hanes-Woolf plots for these data can be found in Figure S14. (C) Plot of the Ky values from panel B
as a function of the inhibitor concentration. The intercept with the abscissa represents the negative
K; value.
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Several known SIRT2 inhibitors (e.g., AGK2 and SirReal2 [67]) are very potent when
acetylated substrates are used, but are much less effective with myristoylated substrates [68].
It should therefore be feasible to use the assay developed here to identify inhibitors of
sirtuin-mediated defatty acylation in a continuous and direct format using naturally occur-
ring acyl chains in the substrates.

Recently, novel derivatives of SirReal have been described (i.e., cmp12; the structure is
shown in Figure S13) which potently inhibit SIRT2-mediated demyristoylation reactions
in vitro and in cells [66]. We determined the respective K; value for cmp12 using the
substrate F4 and SIRT2. Figure 5B shows the v/[S]-plots for different concentrations of
the inhibitor, indicating competitive inhibition of SIRT2 when the myristoylated peptide
substrate was used. This finding is in line with the proposed binding mode of the inhibitor.
Additionally, the calculated K; value of 13 nM (Figure 5C) for cmp12 was lower than any
other K; value reported for small molecule SIRT2 inhibitors [66]. In order to validate the
substrate F4, we compared ICs values of known SIRT2 inhibitors (including AGK2 [69],
KK-22 [70], S2iL5 [71], and SMyr [55]) using different substrates described in continu-
ous and discontinuous activity assays and with both acetylated and myristoylated lysine
residues (Table 2). The substrate S1 represents a peptide derivative with an aminobenzoy-
lated 11-aminoundecanoylated lysine side chain (Figure 1, R4, and Figure S11) described
in [50]. The substrate S2 represents a fluorescently labeled peptide with a thioacetylated
11-aminoundecanoylated lysine side chain (Figure 1, R3, and Figure S11) as a PET quencher
described in [3]. In order to correct for the nanomolar Ky, values of the substrates F4 and
S1 [3], we performed these measurements either at 1 M or at concentrations close to the
Kwm value of the respective substrate. Substrates C1 and C2 (Figure 2A) with acetylated
and myristoylated lysines, respectively, were included because such fluorescently labeled
derivatives are often used in a discontinuous assay format with trypsin as a developer
protease. As seen in Table 2, inhibition potency for compounds thought to bind in the vicin-
ity of the lysine channel (i.e., KK-22, SMyr, S2iL5, and cmp12) increased with decreasing
concentration of myristoylated substrates F4 or S2. In contrast, NAM inhibition showed
the opposite effect, specifically for substrates F4 and S2 (Table 2).

Table 2. IC5( values for SIRT2 using different substrates and SIRT2 inhibitors. The structures of all
substrates are shown in Figure 512, and the structures of the inhibitors used are shown in Figure
S13. Mcm1_T denotes a buffer containing 0.1% Tween20 (w/v) instead of BSA. SD values denote the
standard deviations of at least two independent replicates.

cmp ICsp Value + SD in uM or Inhibition in % at a Given Concentration
K [E] . .
[S] (uM) (M) NAM S2iL5 cmpl2 SMyr KK-22 SirReal2 AGK2
00/0 00/0
F4 (1 uM) 0.033 10 100 +£5 0.34 £ 0.02 0.32 £ 0.04 0.015 + 0.001 16+12 @20 UM @20 UM
0.00078 + 25 £ 2% 42 + 4%
F4 (40 nM) 0.033 1 211+ 7 0.034 + 0.004 0.015 + 0.002 0.00005 15+1 @20 uM @20 uM
18 + 2% 0%
S2 (1 uM) 0.0053 10 340+ 7 1.3+0.3 093 £0.2 0.028 + 0.005 30+2 @20 UM @20 uM
600 + 0.00058 + 32+ 2%
S2 (10 nM) 0.0053 0.5 70 0.028 £+ 0.015 0.019 + 0.006 0.00013 21+0.1 1.1+0.1 @20 uM
7 £ 3% 0% 0%
Mcm1 (1 uM) 0.017 10 43+6 24405 1.7+£0.2 0.093 + 0.002 @20 uM @20 uM @20 uM
0% 0% 0%
Mcm1_T (1 uM) 0.017 10 45+3 19+0.1 14+3 0.058 + 0.025 @20 uM @20 uM @20 uM
120 £ 33+5%
S1 (1 uM) 0.15 10 10 0.56 + 0.02 0.41 £+ 0.04 0.0099 + 0.003 12+ 05 55+ 0.8 @20 uM
0.089 £
C1 (20 pM) - 100 1241 0.21 £ 0.01 0.048 + 0.005 0.056 + 0.011 0.41 £0.03 0.009 1241
o 22 + 3% 6+ 6%
C2 (1 uM) - 100 42+6 0.42 £+ 0.02 0.24 £+ 0.03 0.33 £ 0.01 24 + 1% @20 uM @6 uM

Interestingly, we detected some weak inhibition for SirReal2 using substrates S1 (ICsg
of 5.5 uM) and S2 (ICsy = 1pM), which both contained a hydrophobic acyl residue which
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was structurally related to the myristoylated lysine (Figure S12). Clearly, substrates S1
and S2 were more sensitive to inhibition, similar to acetylated substrates. When SirReal2
was analyzed with histone H3-derived substrates bearing a myristoylated lysine side
chain at position 9 using an HPLC-based activity assay, no inhibition could be detected
(IC50 > 100 uM) [68]. We analyzed SirReal2 inhibition using a 100 nM substrate concen-
tration, which was most probably higher than the expected Ky value. Using either F4 or
Mcm1 at concentrations above their respective Ky constants failed to reveal any inhibition
of SIRT2 by SirReal2 (Table 2, data lines 1, 5, and 6). When we lowered the substrate con-
centration of F4 to close to the Ky value, the estimated ICs value for SirReal2 was close to
20 uM (Table 2, data line 2). These data demonstrate that, in contrast to the substrates S1
and S2, our novel substrates F4 and Mcm1 behaved comparably with the themyristoylated
peptides used in HPLC-based discontinuous assays, and could be used to determine the
inhibition potency of compounds for SIRT2-catalyzed demyristoylation reactions.

3. Discussion

It was demonstrated that enzymes could be used to monitor changes in the substrates
or products of sirtuin/HDAC reactions. One of the first continuous sirtuin assays was de-
veloped using a combination of nicotinamidase and glutamate dehydrogenase for indirect
spectrophotometric determination of sirtuin-mediated release of nicotinamide [11]. Ina
similar way, a cascade of enzymatic reactions was used to quantify the remaining sirtuin
cosubstrate NAD™ [17]. These two assay principles were shown to be independent of the
chemical nature of the acyl residue, thereby allowing activity measurements with the native
acyl chain, such as myristoylated substrates. Nevertheless, the combination of several
enzymatic reactions with the sirtuin/HDAC reaction resulted in a complex assay setup
with a limited linear range which made the assay more susceptible to artifacts by additional
modulation of the enzymatic activity of the helper enzymes. This effect was demonstrated
for the Sirt5 inhibitor GW5074, which affected the enzymatic activity of the helper enzyme
glutamate dehydrogenase [72]. Alternatively, the deacylated peptide product of the sir-
tuin reaction could be quantified by coupling to the action of a protease specific for free
lysine [22,73-75]. A fluorophore in the +1 position of the sirtuin substrate is necessary for
such reagents to generate bright fluorescence subsequent to protease-mediated cleavage
of the lysyl-fluorophore amide bond [5-10]. Proteolytic instability of different HDACs
and sirtuins forced a discontinuous assay format, but for some sirtuin isoforms, this assay
could be performed in a continuous manner [76,77]. Nevertheless, the protease-coupled
assay format allowed sirtuin activity measurements using native acyl residues at the ly-
sine. For most of the published sirtuin assays, the substrate properties are suboptimal
with regard to both Ky; and ke, values, resulting in specificity constants in the range of
10 M~1s71-10,000 M~ s~ 1. These constraints result in high substrate and sirtuin concen-
trations. Assay protocols using enzyme concentrations in the range of 500 nM (sirtuin 2) to
2 uM for sirtuin 6 reduce the validity of the Michaelis-Menten equation and prevent the
determination of ICs, values for inhibitors binding with affinities below 250 nM.

In contrast to most HDACs, sirtuins are able to accept longer acyl chains at the lysine side
chain [46]. Based on the observation that sirtuins are able to recognize fatty acyl chains [46],
several direct and fluorescence-based activity assays have been developed [50,58,59]. One of
these assays was adapted to monitor HDAC11 activity [51]. A small fluorophore (or a small
quencher) was fused to the acyl moiety linked to the lysine side chain (Figure 1, R3 and R4,
substrate S1). The resulting substrates had good properties for Sirt2 and HDAC11, with
Keat /Ky values up to 175,000 M 1s71and 11,000 M~ 151, respectively [50]. Additionally,
we replaced the scissile bond with a thioamide bond and were able to show that such
a modification was tolerated by HDAC isoforms such as HDAC8 and HDAC11, yield-
ing internally fluorescence-quenched HDACS substrates with specificity constants up to
450,000 M~1s~!. Because a similar thioamide substitution resulted in very slow substrates
for sirtuins [54], we wondered if a thioamide bond within the fatty acyl residue (Figure 1,
R3) would result in a small quencher. In combination with a respective fluorophore in the
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peptide chain, the thioacylated 11-aminoundecanoylated lysine derivatives (Figure 1, R3)
showed extremely low Ky values, down to 1 nM for sirtuin 2 [3]. The known Ky values
for continuous assay substrates for sirtuin 2 are 120 nM [50], 520 nM [58], and 41 nM [59].
The data presented in Table 2 show that substrates with modified fatty acyl residues such
as S1 and S2 do not match the properties of the native myristoyl residue. Determination of
the ICs( values of SirReal?2 for the sirtuin 2-catalyzed reaction showed obvious inhibition
when hydrophobic substrates S1 and S2 were used, but no inhibition when F4 or Mcm1
were utilized. Therefore, our novel substrates only reflect the influence of compounds on
the demyristoylation activity of sirtuin 2 and other isoforms.

Based on the low Ky value of F4, SIRT2 activity could be reliably detected in microtiter-
plate formats with enzyme concentrations as low as 100 pM and a substrate concentration
of 40 nM. To the best of our knowledge, this represents one of the most sensitive SIRT2
substrates described so far, enabling highly effective inhibitor screening projects because
of the reagent-saving activity assay format. Additionally, substrates F1 and F2 could be
used for selective monitoring of sirtuin 2 activity in more complex biological fluids such as
cell lysates or within cells, because in contrast to F3 and F4, they could not be cleaved by
SIRT3 (Table 1). Nevertheless, metabolic stability must be increased. Cleavages of peptide
bonds between the fluorophore and the fatty acylated lysine by proteases yielded a false
positive signal. Replacement of amino acid residues by either D-amino acids or N-methyl
amino acids are known to prevent proteolytic cleavage. In a systematic study, we were able
to demonstrate broad acceptance of such modifications in sirtuin substrates. For cell-based
experiments, the metabolically stabilized substrate could be fused to oligo-arginines for
better cell penetration. We know that sirtuins recognize peptide substrates fused via the
N-terminus to oligo(deca)-D-arginine, opening the way for such substrates to be applied in
living cells. Two different methods have been described for sirtuin activity measurements
in living cells. Sirtuin activity could either be monitored by spontaneous chromophore
maturation after deacetylation of lysine 85 in enhanced green fluorescent protein [78], or
by replacing the lysine 529 in the active site by an acetylated lysine in firefly luciferase
results in an enzymatically inactive enzyme variant. Sirtuin-mediated deacetylation could
be monitored in a continuous assay format by restored luciferase activity [79].

In summary, we were able to demonstrate that environmentally sensitive fluorophores
could be helpful for the development of efficient sirtuin substrates, which were useful for
continuous activity measurements with microtiter plate-based equipment. The superior
kinetic constants of substrate F4 enabled the determination of inhibition constants with
substrate concentrations in the low nanomolar range, and SIRT2 concentrations down to
100 pM. Moreover, the developed substrates such as F1 and F2 represent a starting point
for the generation of probes enabling monitoring of SIRT2 activity in vivo.

4. Materials and Methods
4.1. Enzymes and Chemicals

Sirtuins and HDAC11 were expressed and purified as described previously [3,47]. All
chemicals were purchased from Sigma-Aldrich (St. Louis, MO, USA) unless otherwise
indicated. N,N-dimethylformamid (DMF), piperidine, ethyl(hydroxyamino)cyanoacetate
(OxymaPure), pentafluorophenol, and rink amide MBHA were purchased from Iris Biotech
(Markredwitz, Germany). The 9-fluorenylmethoxy-carbonyl- (Fmoc)-protected amino
acid derivatives and O-(benzotriazol-1-y1)-N,N,N’,N’-tetramethyluronium hexafluorophos-
phate (HBTU) were purchased from Merck (Darmstadt, Germany). Trifluoroacetic acid
(TFA) was obtained from Roth (Karlsruhe, Germany). Fmoc-protected (-(7-methoxy-
coumarin-4-yl)-alanine (Mcm) was purchased from Bachem (Bubendorf, Switzerland).
KK22, cmp12, S2iL5, Fmoc-Lys(Ns)-OH, and SMyr were synthesized as described previ-
ously [50,66,70]. SirReal2 was purchased from Biomol (Hamburg, Germany). AGK2 was
purchased from Selleckchem (Houston, TX, USA).

For all HPLC purifications and analyses, a system of water (solvent A) and acetoni-
trile (solvent B), both supplemented with 0.1% (v/v) trifluoroacetic acid (TFA), was used.
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Purification of compounds was done using a Shimadzu LC System (Kyoto, Japan) with
a Phenomenex (Torrance, CA, USA) Kinetex™ 5 pm XB-C18 column (250 x 21.1 mm,
100 A) at a flow rate of 15 mL/min. Different gradients were used depending on the
compound, with a runtime of 45 min. Analytical HPLC runs were performed using an
Agilent 1100 HPLC system (Santa Clara, CA, USA) with a well plate autosampler and a
diode-array detector.

UPLC-MS analysis was carried out using either a Waters Acquity UPLC-MS system
or a Waters XEVOTQD UPLC-MS system (Milford, MA, USA) with a Waters Acquity-
UPLC-MS-BEH C18 column of 1.7 uM (2.1 x 50 mm; 30 A). A system of water (solvent A)
and acetonitrile (solvent B) supplemented with 0.1% (v/v) formic acid was used for LC
analysis, with a typical gradient from 5 to 95% of solvent B within 6 min, and a flowrate of
0.6 mL/min. Data analysis was done using the Waters software MassLynx 4.1.

4.2. Synthesis

The peptides were synthesized using an automated microwave peptide synthesizer,
Liberty Blue™ from CEM Corporation (Matthews, NC, USA). A Fmoc-based solid-phase
peptide synthesis (SPPS) strategy with rink amide MBHA resin was used. The amino
acid coupling was performed twice for every amino acid at 90 °C for 2 min with Oxyma-
Pure/DIC in DMF. Fmoc-deprotection was done with 20% (v/v) piperidine for 1 min
at 90 °C, and the final N-terminal deprotection was done with a 1:2:7 mixture of acetic
anhydride/DIPEA/DMEF (v/v) for 1 h at room temperature.

4.3. Mcm1-Mcm3

The Mcm fluorophore was introduced as a Fmoc-f3-(7-methoxy-coumarin-4-yl)-Ala-
OH building block via SPPS, and the myristoyl modification of the e-amino group of the
lysine was introduced as a Fmoc-Lys(Myr)-OH building block.

4.4. F1-F6

The peptides were synthesized via SPPS, and the resin modification a 2-nitrobenz-
enesulfonyl (nosyl) protected lysine (Fmoc-Lys(Ns)-OH) was introduced during syn-
thesis. The nosyl-protecting group was cleaved using a 1,8-diazabicyclo[5.4.0Jundec-7-
en/thiophenol/DMF solution (1.5/1/7.5 v/v) for 90 min, and the procedure was repeated
a second time. F3 and F6 were cleaved after washing. After washing with DMF, coupling
of the myristoyl residue (F1 and F4) was done with 4 equivalents of Myristoyl chloride
for 1h, and coupling of the palmitoyl residue (F2 and F5) was done with 4 equivalents of
palmitoyl chloride. After washing with DCM (4 x 5 min), methanol (2 X 5 min) and DCM
(4 x 5 min) peptides were cleaved of the resin with a TFA /TIPS/H,0 (95/2.5/2.5 v/v)
solution twice for 1 h. TFA was removed in vacuo, and the residual solution was dissolved
in water/acetonitrile solution (1/1 v/v) and purified via HPLC. Pure peptide-containing
fractions were combined and lyophilized. A total of 5 mg of 5-iodoacetamido fluorescein
was coupled with 1.2 equivalents of pure peptide and 6 equivalents of DIPEA in DMF
for 1 h. The solution was injected directly into the HPLC system, and peptide-containing
fractions were collected, frozen and lyophilized.

4.5. Recording of Fluorescence and Absorbance Spectra

All spectra were recorded in a SIRT assay buffer consisting of 20 mM of Tris-HCI,
pH 7.8, 150 mM of NaCl, and 5 mg/mL of MgCl,. The absorbance spectra were recorded
at room temperature in a cuvette with a pathlength of 10 mm using an Agilent CARY
3500 UV-Vis spectrometer. A compound concentration of 30 uM for Mcm-containing
compounds or 10 uM for fluorescein-containing compounds was used. The fluorescence
spectra were recorded in a fluorescence cuvette with a pathlength of 10 mm x 5 mm with
a Horiba Fluoromax 4 (Kyoto, Japan). The compound concentration was 3 M for Mcm-
containing peptides and 1 uM for fluorescein-containing peptides. Excitation wavelengths
were chosen according to the absorbance maximum of the individual compounds.
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4.6. Quenching Efficiency Determination

Quenching efficiency was determined from the fluorescence emission spectra with the
following equation at a wavelength of 515 nm. Fi,cy is the fluorescence intensity of the
fluorescence peptide with a myristoyl residue, and Fige, is the fluorescence intensity of the
deacylated counterpart.

Fi
Qg = 100 * <1 aCy])

Fifree

4.7. HPLC Based Deacylation Analysis

The HPLC analysis was done in a total volume of 70 uL of SIRT assay buffer (compo-
sition above) supplemented with 2 mg/mL BSA for sirtuins, or in HDACI11 assay buffer
(20 mM HEPES, 70 uM TCEP, and 2 mg/mL BSA, pH 7.4 adjusted with NaOH) for HDAC11.
The reaction mixture with 50 M of peptide and 500 uM of NAD™ (only for sirtuins) was
incubated for 5 min at 37 °C, and the reaction was started with the addition of an enzyme
([SIRT2] and [SIRT3] = 100 nM, [SIRT5] and [SIRT6] = 500 nM, and [HDAC11] = 50 nM final
concentration). After 0.5 h and 1 h, the reaction was quenched by adding 20 uL of a stop
solution (5% acetonitrile (v/v) and 1% TFA (v/v) in water), and the solution was injected
directly into the HPLC-system. Separation of the substrate and product was done with a
linear gradient from 5% to 95% of solvent B within 6 min and at a flow rate of 0.6 mL/min.
Detection was done at a wavelength of 320 nm for Mem1, Mcm2, and C1 and C2, at 360 nm
for C3, and at 450 nm for F1, F2, F4, and F5. Product formation was calculated as the ratio
of product peak area to total peak area.

4.8. Steady-State Kinetics

The steady-state measurements were done using the sirtuin-mediated fluorescence
change through product formation. The reaction took place in a black 96-well fluorescence
plate in a total volume of 100 pL. The peptide was incubated at different concentrations
(depending on the substrate properties) with 500 uM of NAD™ (final concentration) in
SIRT assay buffer (composition above) supplemented with 2 mg/mL of BSA (0.1 % (w/v)
Tween20 for Mcm1) for at least 5 min at 25 °C. The reaction was started by the addition of
an enzyme (1 nM SIRT2 or 10 nM SIRT3 for F4 and F5; 20 nM SIRT3 for F1; and 50 nM for
F2), and the fluorescence change was monitored continuously with a PerkinElmer Envision
2104 multilabel plate reader (Waltham, MA, USA). The excitation wavelength was set to
Apx =485 £ 14 nm, and the emission wavelength was set to Agy,, = 535 &= 25 nm for F1 to F6,
and to Agx = 320 + 14 nm and Agy, = 405 + 8 nm for Mcm1. The fluorescence intensities
were plotted as a function of time, and the slope of the linear part of this curve represented
the reaction rate (steady state velocity). The product concentration was calculated using
calibration lines, the reaction rate was plotted against the substrate concentration, and a
fit according to the Michaelis-Menten equation was done to determine the Ky and the
keat values.

4.9. Determination of IC5y Values

The inhibition experiments were done using different assays depending on the sub-
strate. For peptides F4, Mcm1, S1, and S2, the enzyme activity was determined in a
continuous manner. For C1 and C2, a trypsin-coupled discontinuous endpoint assay was
used. For all assays, a dilution series of the inhibitor was done in DMSO.

The continuous assays were performed in a black 384-well fluorescence plate in a total
volume of 40 uL of SIRT assay buffer (composition above) supplemented with 2 mg/mL of
BSA for F4, Mcm1, S2, and S1, or 0.1% Tween20 for Mcm1. A total of 2 uL of the inhibitor
dilutions were incubated with 14 uL of the peptide substrate (final concentration 1 pM
for F4, Mcm1, S1, and S2, 40 nM for F4, or 10 nM for S2) and 14 pL of SIRT2 solution
(final concentration 10 nM for F4, Mcm1, S1, and S2, 1 nM for F4, or 0.5 nM for S2) for
5 min at room temperature. In addition to the inhibitor-containing samples, a sample
without inhibitors was measured as a positive control, and a sample without enzymes was
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measured as a negative control. The DMSO concentration was set to 5 % (v/v). The reaction
was started with the addition of 10 uL of NAD"* (final concentration 500 M), the product
formation was monitored by the change of the fluorescence intensity, and the reaction rate
(see above) represented the activity. Fluorescence readouts for S2 were performed at the
same wavelengths as F4, and readouts for S1 were performed at the same wavelengths as
Mcml1. The activity was normalized using the positive control as 100% and the negative
control as 0%. The normalized activity (v/vgp) was plotted as a function of the logarithm of
the inhibitor concentration [I], and a nonlinear fit was performed according to the following
equation to determine the ICs, value.

v o 100
vo 1 + 101 -1ogICs;

The discontinuous fluorescence assay was performed in a black 384-well fluorescence
plate in a total volume of 21 puL (for the sirtuin reaction) with C1 (for the deacetylation
reaction) and C2 (for the demyristoylation reaction) used as peptide substrates. A total of
1.05 pL inhibitor solution was incubated with 9.95 ul. SIRT?2 solution (final concentration of
100 nM) for 5 min at room temperature, and the reaction was started with the addition of
substrate solutions with final concentrations of [C1] = 20 uM or [C2] = 1 uM and 500 uM
NAD*. Additionally, a positive control without inhibitor and a negative control without
enzyme were performed in the same plate. After 2 h incubation at 37 °C for C1and 1 h
for C2, the reaction was stopped, and the fluorescence signal was developed upon the
addition of 21 uL of developer solution containing trypsin (0.5 mg/mL final concentration)
and nicotinamide (1 mM final concentration) and additional incubation for 1 h. The
fluorescence readout was performed with the 2104 Envision Multilabel plate reader with
Apx =380 & 10 nm and Agy, = 475 + 8 nm. The fluorescence signal of the positive control
was set to 100%, the fluorescence signal of the negative control was set to 0%, and the other
values were normalized using these two values. The normalized fluorescence intensities
represent the activity. The ICsg calculation was done as described above.

4.10. Determination of the K; Values

Determination of the K; values was done in the same way as the IC5) determination,
but with different substrate concentrations and in a black 96-well plate. The total volume
was 100 pL per well. The inhibitor was incubated with peptide substrate S2 or F4 and
0.5 nM or 1 nM SIRT?2 for 5 min at room temperature, and the reaction was started with
the addition of NAD*. The progress of the reaction was monitored via the fluorescence
intensity, as described above. The reciprocal reaction rate was plotted as a function of
the reciprocal substrate concentration for each inhibitor concentration to determine the
inhibition type. For the competitive inhibitor cmp12, the slope of these plots at different
inhibitor concentrations was plotted against the inhibitor concentration, and the linearity
of these plots determined the inhibition type. The intercept with the abscissa represents the
negative K; value.

4.11. Binding Experiments

All binding experiments were performed in a black 384-well plate with a reduced
volume (total volume of 20 uL). The experiment was done in SIRT assay buffer, containing
20 mM of Tris-HCl, pH 7.8, 150 mM of NaCl, and 5 mM of MgCl,. The unlabeled binding
partner was diluted in serial dilution, starting with 752 uM of BSA and 1.6 M of SIRT2
in a total volume of 50 pL. The fluorescently labeled peptide was added with a volume
of 50 uL to the diluted binding partner with a final concentration of 50 nM of BSA and
10 nM of SIRT2. The solution was transferred to the 384-well plate, and the fluorescence
intensity readout was performed with an Envision 2104 Multilabel plate reader with
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Apx =485 + 14 nm and Agy,, = 535 £ 40 nm (one S-polarized and one P-polarized). The
anisotropy (A) was calculated with the following equation:

A _ Fis—Fip
°bs ™ Fig + 2 - Fip

where Fig is the measured fluorescence intensity with the parallel filter and Fip is the
measured fluorescence intensity with the perpendicular filter. The bound fraction [FB] was
calculated from the resulting anisotropy (A.ps) using the following equation:

Aobs — Af

FB| =
[ ] (Ab 7A0bs) 'Q+A0bs 7Af

where A represents the anisotropy of free F4 without a binding partner, A, the anisotropy of
F4 in the complex with the binding partner at saturation, and Q is the ratio of fluorescence
intensities of bound F4 versus free F4, which means that Q is < 1 when fluorescence
is quenched upon binding. The total fluorescence intensities (Fi) were calculated with
Fi = Fi(P-channel) + 2xFi(S-channel). [FB] was plotted as a function of the binding partner
concentration, and the Kp value was determined with a nonlinear curve fit of the quadratic
binding equation:

(Kp+Lr+Ry) — \/(KD +Lt+ RT)Z —4RtLt

[FB] = =

where Ry is the total concentration of the unlabeled binding partner, Lt is the total concen-
tration of the labeled peptide F4, and Kp is the dissociation constant. For a better overview,
the binding curves are shown in a semi-logarithmic plot where the data were fitted to the
following equation. This equation was also used to determine the Kp value of the sirtuin
binding curves.

Ymax — Ymin

[FB] = Ymin + 1+ 10(ogKp—R)n

4.12. Determination of Z' Value and S/N Ratio

The Z' factor was determined using a full 96-well plate (or 96 wells in a 384-well
plate and 96 wells in a 1536-well plate), and half the plate contained a reaction mixture
with 1 uM of F4, 500 uM of NAD", and 10 nM of SIRT2 representing 100%, and the
other wells contained the same reaction mixture without SIRT2 and represented the 0%
value. Fluorescence readouts were performed with the settings described above after
approximately 90% product formation (1 h). The Z’ factor was determined with the
following equation, where SD indicates the standard deviation of the 100% values and the
0% values.

71— 3SD1go% +35Doy,
|meangge, — meangs|

The signal to noise ratio (S/N) was determined using the values described above in
the following equation:
meanigpy, — meango,

S/N =
/ SDqq,

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/ijms24087416/s1.

Author Contributions: Conceptualization and methodology, M.S. and M.Z.; formal analysis, in-
vestigation and validation, M.Z., M.M. and S.H.; resources, M.]. and C.B.; writing—original draft
preparation, M.S. and M.Z.; writing—review and editing, C.S.-F., M.]. and C.B.; visualization, M.Z;
supervision and project administration, M.S.; funding acquisition, M.S. and C.B. All authors have
read and agreed to the published version of the manuscript.


https://www.mdpi.com/article/10.3390/ijms24087416/s1
https://www.mdpi.com/article/10.3390/ijms24087416/s1

Int. J. Mol. Sci. 2023, 24, 7416 16 of 19

Funding: This work was supported by grants from Deutsche Forschungsgemeinschaft (INST 271/336-
1 FUGG) to M.S, and in part by the CAS (RVO: 86652036) and the Czech Science Foundation (21-31806)
to C.B. MJ thanks the Deutsche Forschungsgemeinschaft (DFG; Ju-295/18-1) for funding.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Acknowledgments: The authors thank Gary Sawers for proofreading and language editing of the
manuscript, Ilona Kunze for excellent technical support, Sandra Liebscher for providing the sirtuins,
Thomas Kiefhaber and Frank Bordusa at the Martin Luther University of Halle-Wittenberg for
giving us access to the single-quadrupole LC-MS analyses and the core facility proteomics mass
spectrometry of the Martin Luther University of Halle-Wittenberg for technical assistance during the
triple-quadrupole LC-MS experiments.

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

References

1. Smith, B.C.; Hallows, W.C.; Denu, ].M. Mechanisms and molecular probes of sirtuins. Chem. Biol. 2008, 15, 1002-1013. [CrossRef]
[PubMed]

2. Schutkowski, M.; Fischer, EF; Roessler, C.; Steegborn, C. New assays and approaches for discovery and design of Sirtuin
modulators. Expert Opin. Drug Discov. 2014, 9, 183-199. [CrossRef] [PubMed]

3. Zessin, M.; Meleshin, M.; Simic, Z.; Kalbas, D.; Arbach, M.; Gebhardt, P.; Melesina, J.; Liebscher, S.; Bordusa, F.; Sippl, W.; et al.
Continuous Sirtuin/HDAC (histone deacetylase) activity assay using thioamides as PET (Photoinduced Electron Transfer)-based
fluorescence quencher. Bioorg. Chem. 2021, 117, 105425. [CrossRef]

4. Riester, D.; Hildmann, C.; Griinewald, S.; Beckers, T.; Schwienhorst, A. Factors affecting the substrate specificity of histone
deacetylases. Biochem. Biophys. Res. Commun. 2007, 357, 439—445. [CrossRef] [PubMed]

5. Wegener, D.; Hildmann, C.; Riester, D.; Schober, A.; Meyer-Almes, E-J.; Deubzer, H.E.; Oehme, I.; Witt, O.; Lang, S.; Jaensch, M.;
et al. Identification of novel small-molecule histone deacetylase inhibitors by medium-throughput screening using a fluorigenic
assay. Biochem. ]. 2008, 413, 143-150. [CrossRef]

6. Ciossek, T.; Julius, H.; Wieland, H.; Maier, T.; Beckers, T. A homogeneous cellular histone deacetylase assay suitable for compound
profiling and robotic screening. Anal. Biochem. 2008, 372, 72-81. [CrossRef] [PubMed]

7. Wegener, D.; Wirsching, F; Riester, D.; Schwienhorst, A. A fluorogenic histone deacetylase assay well suited for high-throughput
activity screening. Chem. Biol. 2003, 10, 61-68. [CrossRef] [PubMed]

8. Wegener, D.; Hildmann, C.; Riester, D.; Schwienhorst, A. Improved fluorogenic histone deacetylase assay for high-throughput-
screening applications. Anal. Biochem. 2003, 321, 202-208. [CrossRef]

9.  Bradner, J.E.; West, N.; Grachan, M.L.; Greenberg, E.F.; Haggarty, S.J.; Warnow, T.; Mazitschek, R. Chemical phylogenetics of
histone deacetylases. Nat. Chem. Biol. 2010, 6, 238-243. [CrossRef]

10. Lahm, A.; Paolini, C.; Pallaoro, M.; Nardi, M.C.; Jones, P.; Neddermann, P.; Sambucini, S.; Bottomley, M.].; Lo Surdo, P; Carfi, A,;
et al. Unraveling the hidden catalytic activity of vertebrate class Ila histone deacetylases. Proc. Natl. Acad. Sci. USA 2007, 104,
17335-17340. [CrossRef]

11.  Smith, B.C.; Hallows, W.C.; Denu, ].M. A continuous microplate assay for sirtuins and nicotinamide-producing enzymes. Anal.
Biochem. 2009, 394, 101-109. [CrossRef]

12.  Wei, W,; Zhang, J.; Xu, Z.; Liu, Z.; Huang, C.; Cheng, K.; Meng, L.; Matsuda, Y.; Hao, Q.; Zhang, H.; et al. Universal Strategy
to Develop Fluorogenic Probes for Lysine Deacylase/Demethylase Activity and Application in Discriminating Demethylation
States. ACS Sens. 2023, 8, 28-39. [CrossRef]

13. Tan, S.; Li, X. Small-Molecule Fluorescent Probes for Detecting HDAC Activity. Chem. Asian J. 2022, 17, €202200835. [CrossRef]
[PubMed]

14. Hori, Y.; Kikuchi, K. Chemical Tools with Fluorescence Switches for Verifying Epigenetic Modifications. Acc. Chem. Res. 2019, 52,
2849-2857. [CrossRef] [PubMed]

15. Fan, Y,; Scriba, G.K.E. Electrophoretically mediated microanalysis assay for sirtuin enzymes. Electrophoresis 2010, 31, 3874-3880.
[CrossRef] [PubMed]

16. Ohla, S.; Beyreiss, R.; Scriba, G.K.E.; Fan, Y.; Belder, D. An integrated on-chip sirtuin assay. Electrophoresis 2010, 31, 3263-3267.
[CrossRef] [PubMed]

17.  Liu, Y; Gerber, R.; Wu, J.; Tsuruda, T.; McCarter, ].D. High-throughput assays for sirtuin enzymes: A microfluidic mobility shift
assay and a bioluminescence assay. Anal. Biochem. 2008, 378, 53-59. [CrossRef]

18.  Blackwell, L.; Norris, J.; Suto, C.M.; Janzen, W.P. The use of diversity profiling to characterize chemical modulators of the histone

deacetylases. Life Sci. 2008, 82, 1050-1058. [CrossRef]


https://doi.org/10.1016/j.chembiol.2008.09.009
https://www.ncbi.nlm.nih.gov/pubmed/18940661
https://doi.org/10.1517/17460441.2014.875526
https://www.ncbi.nlm.nih.gov/pubmed/24382304
https://doi.org/10.1016/j.bioorg.2021.105425
https://doi.org/10.1016/j.bbrc.2007.03.158
https://www.ncbi.nlm.nih.gov/pubmed/17428445
https://doi.org/10.1042/BJ20080536
https://doi.org/10.1016/j.ab.2007.07.024
https://www.ncbi.nlm.nih.gov/pubmed/17868634
https://doi.org/10.1016/S1074-5521(02)00305-8
https://www.ncbi.nlm.nih.gov/pubmed/12573699
https://doi.org/10.1016/S0003-2697(03)00426-3
https://doi.org/10.1038/nchembio.313
https://doi.org/10.1073/pnas.0706487104
https://doi.org/10.1016/j.ab.2009.07.019
https://doi.org/10.1021/acssensors.2c01345
https://doi.org/10.1002/asia.202200835
https://www.ncbi.nlm.nih.gov/pubmed/36117388
https://doi.org/10.1021/acs.accounts.9b00349
https://www.ncbi.nlm.nih.gov/pubmed/31577127
https://doi.org/10.1002/elps.201000336
https://www.ncbi.nlm.nih.gov/pubmed/21064140
https://doi.org/10.1002/elps.201000220
https://www.ncbi.nlm.nih.gov/pubmed/22216443
https://doi.org/10.1016/j.ab.2008.02.018
https://doi.org/10.1016/j.lfs.2008.03.004

Int. . Mol. Sci. 2023, 24, 7416 17 of 19

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

Khan, A.N.; Lewis, PN. Unstructured conformations are a substrate requirement for the Sir2 family of NAD-dependent protein
deacetylases. . Biol. Chem. 2005, 280, 36073-36078. [CrossRef]

Jackson, M.D.; Denu, J.M. Structural identification of 2/- and 3’ -O-acetyl-ADP-ribose as novel metabolites derived from the Sir2
family of beta -NAD+-dependent histone/protein deacetylases. J. Biol. Chem. 2002, 277, 18535-18544. [CrossRef]

Tanner, K.G.; Landry, J.; Sternglanz, R.; Denu, ].M. Silent information regulator 2 family of NAD- dependent histone/protein
deacetylases generates a unique product, 1-O-acetyl-ADP-ribose. Proc. Natl. Acad. Sci. USA 2000, 97, 14178-14182. [CrossRef]
[PubMed]

Marcotte, P.A.; Richardson, P.L.; Guo, J.; Barrett, L.W.; Xu, N.; Gunasekera, A.; Glaser, K.B. Fluorescence assay of SIRT protein
deacetylases using an acetylated peptide substrate and a secondary trypsin reaction. Anal. Biochem. 2004, 332, 90-99. [CrossRef]
Du, J.; Zhou, Y,; Su, X.; Yu, J.].; Khan, S,; Jiang, H.; Kim, J.; Woo, J.; Kim, ].H.; Choi, B.H.; et al. Sirt5 is a NAD-dependent protein
lysine demalonylase and desuccinylase. Science 2011, 334, 806-809. [CrossRef] [PubMed]

Khan, A.N.; Lewis, PN. Use of substrate analogs and mutagenesis to study substrate binding and catalysis in the Sir2 family of
NAD-dependent protein deacetylases. J. Biol. Chem. 2006, 281, 11702-11711. [CrossRef]

Borra, M.T.; Denu, ].M. Quantitative assays for characterization of the Sir2 family of NAD(+)-dependent deacetylases. Methods
Enzymol. 2004, 376, 171-187. [CrossRef] [PubMed]

McDonagh, T.; Hixon, J.; DiStefano, P.S.; Curtis, R.; Napper, A.D. Microplate filtration assay for nicotinamide release from NAD
using a boronic acid resin. Methods 2005, 36, 346-350. [CrossRef]

Hoffmann, K.; Heltweg, B.; Jung, M. Improvement and Validation of the Fluorescence-Based Histone Deacetylase Assay Using an
Internal Standard. Arch. Pharm. Pharm. Med. Chem. 2001, 334, 248-252. [CrossRef]

Shao, D.; Yao, C.; Kim, M.H.; Fry, J.; Cohen, R.A.; Costello, C.E.; Matsui, R.; Seta, F.; McComb, M.E.; Bachschmid, M.M. Improved
mass spectrometry-based activity assay reveals oxidative and metabolic stress as sirtuin-1 regulators. Redox Biol. 2019, 22, 101150.
[CrossRef]

Holzhauser, S.; Freiwald, A.; Weise, C.; Multhaup, G.; Han, C.-T.; Sauer, S. Discovery and characterization of protein-modifying
natural products by MALDI mass spectrometry reveal potent SIRT1 and p300 inhibitors. Angew. Chem. Int. Ed. Engl. 2013, 52,
5171-5174. [CrossRef]

Rye, P.T.; Frick, L.E.; Ozbal, C.C.; Lamarr, W.A. Advances in label-free screening approaches for studying sirtuin-mediated
deacetylation. J. Biomol. Screen. 2011, 16, 1217-1226. [CrossRef]

Fischer, F.; Gertz, M.; Suenkel, B.; Lakshminarasimhan, M.; Schutkowski, M.; Steegborn, C. Sirt5 deacylation activities show
differential sensitivities to nicotinamide inhibition. PLoS ONE 2012, 7, e45098. [CrossRef]

Machleidt, T.; Robers, M.B.; Hermanson, S.B.; Dudek, ].M.; Bi, K. TR-FRET cellular assays for interrogating posttranslational
modifications of histone H3. . Biomol. Screen. 2011, 16, 1236-1246. [CrossRef]

Degorce, F.; Card, A.; Soh, S.; Trinquet, E.; Knapik, G.P.; Xie, B. HTRF: A technology tailored for drug discovery—A review of
theoretical aspects and recent applications. Curr. Chem. Genomics 2009, 3, 22-32. [CrossRef] [PubMed]

Dudek, ].M.; Horton, R.A. TR-FRET biochemical assays for detecting posttranslational modifications of p53. J. Biomol. Screen.
2010, 15, 569-575. [CrossRef]

Robers, M.B.; Loh, C.; Carlson, C.B.; Yang, H.; Frey, E.A.; Hermanson, S.B.; Bi, K. Measurement of the cellular deacetylase activity
of SIRT1 on p53 via LanthaScreen® technology. Mol. Biosyst. 2011, 7, 59-66. [CrossRef]

Rauh, D,; Fischer, F.; Gertz, M.; Lakshminarasimhan, M.; Bergbrede, T.; Aladini, F.,; Kambach, C.; Becker, C.EW.; Zerweck, J.;
Schutkowski, M.; et al. An acetylome peptide microarray reveals specificities and deacetylation substrates for all human sirtuin
isoforms. Nat. Commun. 2013, 4, 2327. [CrossRef] [PubMed]

Kutil, Z.; Skultetyova, L.; Rauh, D.; Meleshin, M.; Snajdr, I.; Novakova, Z.; Mikesova, J.; Pavlicek, J.; Hadzima, M.; Baranova, P;
et al. The unraveling of substrate specificity of histone deacetylase 6 domains using acetylome peptide microarrays and peptide
libraries. FASEB J. 2019, 33, 4035-4045. [CrossRef]

Heltweg, B.; Dequiedt, F.; Verdin, E.; Jung, M. Nonisotopic substrate for assaying both human zinc and NAD+-dependent histone
deacetylases. Anal. Biochem. 2003, 319, 42-48. [CrossRef]

Toro, T.B.; Watt, T.J. KDACS substrate specificity quantified by a biologically relevant, label-free deacetylation assay. Protein Sci.
2015, 24, 2020-2032. [CrossRef] [PubMed]

Xie, Y;; Ge, ].; Lei, H.; Peng, B.; Zhang, H.; Wang, D.; Pan, S.; Chen, G.; Chen, L.; Wang, Y.; et al. Fluorescent Probes for Single-Step
Detection and Proteomic Profiling of Histone Deacetylases. J. Am. Chem. Soc. 2016, 138, 15596-15604. [CrossRef]

Baba, R.; Hori, Y.; Kikuchi, K. Intramolecular long-distance nucleophilic reactions as a rapid fluorogenic switch applicable to the
detection of enzymatic activity. Chemistry 2015, 21, 4695-4702. [CrossRef]

Baba, R.; Hori, Y.; Mizukami, S.; Kikuchi, K. Development of a fluorogenic probe with a transesterification switch for detection of
histone deacetylase activity. J. Am. Chem. Soc. 2012, 134, 14310-14313. [CrossRef] [PubMed]

Wang, C.; Du, W.; Zhang, T.; Liang, G. A Bioluminescent Probe for Simultaneously Imaging Esterase and Histone Deacetylase
Activity in a Tumor. Anal. Chem. 2020, 92, 15275-15279. [CrossRef] [PubMed]

Rooker, D.R.; Klyubka, Y.; Gautam, R.; Tomat, E.; Buccella, D. Peptide-Based Fluorescent Probes for Deacetylase and Decrotonylase
Activity: Toward a General Platform for Real-Time Detection of Lysine Deacylation. Chembiochem 2018, 19, 496-504. [CrossRef]
Rooker, D.R.; Buccella, D. Real-time detection of histone deacetylase activity with a small molecule fluorescent and spectrophoto-
metric probe. Chem. Sci. 2015, 6, 6456—6461. [CrossRef]


https://doi.org/10.1074/jbc.M508247200
https://doi.org/10.1074/jbc.M200671200
https://doi.org/10.1073/pnas.250422697
https://www.ncbi.nlm.nih.gov/pubmed/11106374
https://doi.org/10.1016/j.ab.2004.05.039
https://doi.org/10.1126/science.1207861
https://www.ncbi.nlm.nih.gov/pubmed/22076378
https://doi.org/10.1074/jbc.M511482200
https://doi.org/10.1016/S0076-6879(03)76011-X
https://www.ncbi.nlm.nih.gov/pubmed/14975305
https://doi.org/10.1016/j.ymeth.2005.03.005
https://doi.org/10.1002/1521-4184(200107)334:7&lt;248::AID-ARDP248&gt;3.0.CO;2-K
https://doi.org/10.1016/j.redox.2019.101150
https://doi.org/10.1002/anie.201207325
https://doi.org/10.1177/1087057111420291
https://doi.org/10.1371/journal.pone.0045098
https://doi.org/10.1177/1087057111422943
https://doi.org/10.2174/1875397300903010022
https://www.ncbi.nlm.nih.gov/pubmed/20161833
https://doi.org/10.1177/1087057110365898
https://doi.org/10.1039/C0MB00026D
https://doi.org/10.1038/ncomms3327
https://www.ncbi.nlm.nih.gov/pubmed/23995836
https://doi.org/10.1096/fj.201801680R
https://doi.org/10.1016/S0003-2697(03)00276-8
https://doi.org/10.1002/pro.2813
https://www.ncbi.nlm.nih.gov/pubmed/26402585
https://doi.org/10.1021/jacs.6b07334
https://doi.org/10.1002/chem.201406093
https://doi.org/10.1021/ja306045j
https://www.ncbi.nlm.nih.gov/pubmed/22917182
https://doi.org/10.1021/acs.analchem.0c04227
https://www.ncbi.nlm.nih.gov/pubmed/33170646
https://doi.org/10.1002/cbic.201700582
https://doi.org/10.1039/C5SC02704G

Int. . Mol. Sci. 2023, 24, 7416 18 of 19

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.
65.
66.

67.

68.

69.

70.

Feldman, J.L.; Baeza, J.; Denu, ].M. Activation of the protein deacetylase SIRT6 by long-chain fatty acids and widespread
deacylation by mammalian sirtuins. J. Biol. Chem. 2013, 288, 31350-31356. [CrossRef]

Kutil, Z.; Novakova, Z.; Meleshin, M.; Mikesova, J.; Schutkowski, M.; Barinka, C. Histone Deacetylase 11 Is a Fatty-Acid Deacylase.
ACS Chem. Biol. 2018, 13, 685-693. [CrossRef] [PubMed]

Moreno-Yruela, C.; Galleano, I.; Madsen, A.S.; Olsen, C.A. Histone Deacetylase 11 Is an e-N-Myristoyllysine Hydrolase. Cell
Chem. Biol. 2018, 25, 849-856. [CrossRef]

Cao, J.; Sun, L.; Aramsangtienchai, P.; Spiegelman, N.A.; Zhang, X.; Huang, W.; Seto, E.; Lin, H. HDAC11 regulates type I
interferon signaling through defatty-acylation of SHMT?2. Proc. Natl. Acad. Sci. USA 2019, 116, 5487-5492. [CrossRef]

Schuster, S.; Roessler, C.; Meleshin, M.; Zimmermann, P.; Simic, Z.; Kambach, C.; Schiene-Fischer, C.; Steegborn, C.; Hottiger,
M.O.; Schutkowski, M. A continuous sirtuin activity assay without any coupling to enzymatic or chemical reactions. Sci. Rep.
2016, 6, 22643. [CrossRef]

Kutil, Z.; MikeSova, J.; Zessin, M.; Meleshin, M.; Novakova, Z.; Alquicer, G.; Kozikowski, A.; Sippl, W.; Bafinka, C.; Schutkowski,
M. Continuous Activity Assay for HDAC11 Enabling Reevaluation of HDAC Inhibitors. ACS Omega 2019, 4, 19895-19904.
[CrossRef]

Petersson, E.J.; Goldberg, ].M.; Wissner, R.F. On the use of thioamides as fluorescence quenching probes for tracking protein
folding and stability. Phys. Chem. Chem. Phys. 2014, 16, 6827-6837. [CrossRef]

Zessin, M.; Kutil, Z.; Meleshin, M.; Novdkova, Z.; Ghazy, E.; Kalbas, D.; Marek, M.; Romier, C.; Sippl, W.; Bafinka, C.; et al. One-
Atom Substitution Enables Direct and Continuous Monitoring of Histone Deacylase Activity. Biochemistry 2019, 58, 4777-4789.
[CrossRef]

Smith, B.C.; Denu, ].M. Mechanism-based inhibition of Sir2 deacetylases by thioacetyl-lysine peptide. Biochemistry 2007, 46,
14478-14486. [CrossRef] [PubMed]

He, B.; Hu, J.; Zhang, X.; Lin, H. Thiomyristoyl peptides as cell-permeable Sirt6 inhibitors. Org. Biomol. Chem. 2014, 12, 7498-7502.
[CrossRef] [PubMed]

Jing, H.; Hu, J.; He, B.; Negron Abril, Y.L.; Stupinski, J.; Weiser, K.; Carbonaro, M.; Chiang, Y.-L.; Southard, T.; Giannakakou, P.;
et al. A SIRT2-Selective Inhibitor Promotes c-Myc Oncoprotein Degradation and Exhibits Broad Anticancer Activity. Cancer Cell
2016, 29, 297-310. [CrossRef]

Spiegelman, N.A.; Hong, ].Y,; Hu, J; Jing, H.; Wang, M.; Price, I.R.; Cao, J.; Yang, M.; Zhang, X.; Lin, H. A Small-Molecule SIRT2
Inhibitor That Promotes K-Ras4a Lysine Fatty-Acylation. ChemMedChem 2019, 14, 744-748. [CrossRef] [PubMed]

Kawaguchi, M.; Ikegawa, S.; Ieda, N.; Nakagawa, H. A Fluorescent Probe for Imaging Sirtuin Activity in Living Cells, Based on
One-Step Cleavage of the Dabcyl Quencher. Chembiochem 2016, 17, 1961-1967. [CrossRef] [PubMed]

Nakajima, Y.; Kawaguchi, M.; Ieda, N.; Nakagawa, H. A Set of Highly Sensitive Sirtuin Fluorescence Probes for Screening
Small-Molecular Sirtuin Defatty-Acylase Inhibitors. ACS Med. Chem. Lett. 2021, 12, 617-624. [CrossRef]

Kannan, S.; Melesina, ].; Hauser, A.-T.; Chakrabarti, A.; Heimburg, T.; Schmidtkunz, K.; Walter, A.; Marek, M.; Pierce, R.J.; Romier,
C.; et al. Discovery of inhibitors of Schistosoma mansoni HDAC8 by combining homology modeling, virtual screening, and
in vitro validation. J. Chem. Inf. Model. 2014, 54, 3005-3019. [CrossRef]

Wu, J.; Zheng, Y.G. Fluorescent reporters of the histone acetyltransferase. Anal. Biochem. 2008, 380, 106-110. [CrossRef]

Peng, C.; Lu, Z.; Xie, Z.; Cheng, Z.; Chen, Y.; Tan, M,; Luo, H.; Zhang, Y.; He, W.; Yang, K.; et al. The first identification of lysine
malonylation substrates and its regulatory enzyme. Mol. Cell. Proteom. 2011, 10, M111.012658. [CrossRef] [PubMed]

Tan, M.; Peng, C.; Anderson, K.A.; Chhoy, P; Xie, Z.; Dai, L.; Park, J.; Chen, Y.; Huang, H.; Zhang, Y.; et al. Lysine glutarylation is
a protein posttranslational modification regulated by SIRT5. Cell Metab. 2014, 19, 605-617. [CrossRef] [PubMed]

Spector, A.A. Fatty acid binding to plasma albumin. J. Lipid Res. 1975, 16, 165-179. [CrossRef]

Moniot, S.; Schutkowski, M.; Steegborn, C. Crystal structure analysis of human Sirt2 and its ADP-ribose complex. J. Struct. Biol.
2013, 182, 136-143. [CrossRef]

Vogelmann, A.; Schiedel, M.; Wossner, N.; Merz, A.; Herp, D.; Hammelmann, S.; Colcerasa, A.; Komaniecki, G.; Hong, J.Y.; Sum,
M.; et al. Development of a NanoBRET assay to validate inhibitors of Sirt2-mediated lysine deacetylation and defatty-acylation
that block prostate cancer cell migration. RSC Chem. Biol. 2022, 3, 468-485. [CrossRef]

Rumpf, T.; Schiedel, M.; Karaman, B.; Roessler, C.; North, B.J.; Lehotzky, A.; Olah, J.; Ladwein, K.I.; Schmidtkunz, K.; Gajer, M.;
et al. Selective Sirt2 inhibition by ligand-induced rearrangement of the active site. Nat. Commun. 2015, 6, 6263. [CrossRef]
Spiegelman, N.A.; Price, LR; Jing, H.; Wang, M.; Yang, M.; Cao, J.; Hong, ].Y.; Zhang, X.; Aramsangtienchai, P.; Sadhukhan,
S.; et al. Direct Comparison of SIRT2 Inhibitors: Potency, Specificity, Activity-Dependent Inhibition, and On-Target Anticancer
Activities. ChemMedChem 2018, 13, 1890-1894. [CrossRef] [PubMed]

Outeiro, T.F; Kontopoulos, E.; Altmann, S.M.; Kufareva, I; Strathearn, K.E.; Amore, A.M.; Volk, C.B.; Maxwell, M.M.; Rochet,
J.-C.; McLean, PJ.; et al. Sirtuin 2 inhibitors rescue alpha-synuclein-mediated toxicity in models of Parkinson’s disease. Science
2007, 317,516-519. [CrossRef]

Kalbas, D.; Meleshin, M.; Liebscher, S.; Zessin, M.; Melesina, J.; Schiene-Fischer, C.; Biilbiil, E.F; Bordusa, F,; Sippl, W,;
Schutkowski, M. Small Changes Make the Difference for SIRT2: Two Different Binding Modes for 3-Arylmercapto-Acylated
Lysine Derivatives. Biochemistry 2022, 61, 1705-1722. [CrossRef]


https://doi.org/10.1074/jbc.C113.511261
https://doi.org/10.1021/acschembio.7b00942
https://www.ncbi.nlm.nih.gov/pubmed/29336543
https://doi.org/10.1016/j.chembiol.2018.04.007
https://doi.org/10.1073/pnas.1815365116
https://doi.org/10.1038/srep22643
https://doi.org/10.1021/acsomega.9b02808
https://doi.org/10.1039/C3CP55525A
https://doi.org/10.1021/acs.biochem.9b00786
https://doi.org/10.1021/bi7013294
https://www.ncbi.nlm.nih.gov/pubmed/18027980
https://doi.org/10.1039/C4OB00860J
https://www.ncbi.nlm.nih.gov/pubmed/25163004
https://doi.org/10.1016/j.ccell.2016.02.007
https://doi.org/10.1002/cmdc.201800715
https://www.ncbi.nlm.nih.gov/pubmed/30734528
https://doi.org/10.1002/cbic.201600374
https://www.ncbi.nlm.nih.gov/pubmed/27542094
https://doi.org/10.1021/acsmedchemlett.1c00010
https://doi.org/10.1021/ci5004653
https://doi.org/10.1016/j.ab.2008.05.030
https://doi.org/10.1074/mcp.M111.012658
https://www.ncbi.nlm.nih.gov/pubmed/21908771
https://doi.org/10.1016/j.cmet.2014.03.014
https://www.ncbi.nlm.nih.gov/pubmed/24703693
https://doi.org/10.1016/S0022-2275(20)36723-7
https://doi.org/10.1016/j.jsb.2013.02.012
https://doi.org/10.1039/D1CB00244A
https://doi.org/10.1038/ncomms7263
https://doi.org/10.1002/cmdc.201800391
https://www.ncbi.nlm.nih.gov/pubmed/30058233
https://doi.org/10.1126/science.1143780
https://doi.org/10.1021/acs.biochem.2c00211

Int. . Mol. Sci. 2023, 24, 7416 19 of 19

71.

72.

73.

74.

75.

76.

77.

78.

79.

Yamagata, K.; Goto, Y.; Nishimasu, H.; Morimoto, J.; Ishitani, R.; Dohmae, N.; Takeda, N.; Nagai, R.; Komuro, I.; Suga, H.; et al.
Structural basis for potent inhibition of SIRT2 deacetylase by a macrocyclic peptide inducing dynamic structural change. Structure
2014, 22, 345-352. [CrossRef]

Suenkel, B.; Fischer, F.; Steegborn, C. Inhibition of the human deacylase Sirtuin 5 by the indole GW5074. Bioorg. Med. Chem. Lett.
2013, 23, 143-146. [CrossRef] [PubMed]

Dose, A.; Jost, J.O.; Spief3, A.C.; Henklein, P.; Beyermann, M.; Schwarzer, D. Facile synthesis of colorimetric histone deacetylase
substrates. Chem. Commun. 2012, 48, 9525-9527. [CrossRef] [PubMed]

Halley, F; Reinshagen, J.; Ellinger, B.; Wolf, M.; Niles, A.L.; Evans, N.J.; Kirkland, T.A.; Wagner, ].M.; Jung, M.; Gribbon, P; et al. A
bioluminogenic HDAC activity assay: Validation and screening. J. Biomol. Screen. 2011, 16, 1227-1235. [CrossRef]

Milne, ].C.; Lambert, P.D.; Schenk, S.; Carney, D.P.,; Smith, ].].; Gagne, D.J.; Jin, L.; Boss, O.; Perni, R.B.; Vu, C.B.; et al. Small
molecule activators of SIRT1 as therapeutics for the treatment of type 2 diabetes. Nature 2007, 450, 712-716. [CrossRef]

Roessler, C.; Tiiting, C.; Meleshin, M.; Steegborn, C.; Schutkowski, M. A Novel Continuous Assay for the Deacylase Sirtuin 5 and
Other Deacetylases. J. Med. Chem. 2015, 58, 7217-7223. [CrossRef]

Galleano, I.; Schiedel, M.; Jung, M.; Madsen, A.S.; Olsen, C.A. A Continuous, Fluorogenic Sirtuin 2 Deacylase Assay: Substrate
Screening and Inhibitor Evaluation. J. Med. Chem. 2016, 59, 1021-1031. [CrossRef]

Xuan, W.; Yao, A.; Schultz, P.G. Genetically Encoded Fluorescent Probe for Detecting Sirtuins in Living Cells. J. Am. Chem. Soc.
2017, 139, 12350-12353. [CrossRef]

Spinck, M.; Ecke, M; Sievers, S.; Neumann, H. Highly Sensitive Lysine Deacetylase Assay Based on Acetylated Firefly Luciferase.
Biochemistry 2018, 57, 3552-3555. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1016/j.str.2013.12.001
https://doi.org/10.1016/j.bmcl.2012.10.136
https://www.ncbi.nlm.nih.gov/pubmed/23195732
https://doi.org/10.1039/c2cc34422j
https://www.ncbi.nlm.nih.gov/pubmed/22902974
https://doi.org/10.1177/1087057111416004
https://doi.org/10.1038/nature06261
https://doi.org/10.1021/acs.jmedchem.5b00293
https://doi.org/10.1021/acs.jmedchem.5b01532
https://doi.org/10.1021/jacs.7b05725
https://doi.org/10.1021/acs.biochem.8b00483
https://www.ncbi.nlm.nih.gov/pubmed/29851343

	Introduction 
	Results 
	Discussion 
	Materials and Methods 
	Enzymes and Chemicals 
	Synthesis 
	Mcm1–Mcm3 
	F1–F6 
	Recording of Fluorescence and Absorbance Spectra 
	Quenching Efficiency Determination 
	HPLC Based Deacylation Analysis 
	Steady-State Kinetics 
	Determination of IC50 Values 
	Determination of the Ki Values 
	Binding Experiments 
	Determination of Z' Value and S/N Ratio 

	References

