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Centrin is a member of the EF-hand superfamily of calcium-binding proteins, which is involved in the
nucleotide excision repair (NER). Reversible phosphorylation of centrin is an important regulatory
mechanism in vivo and is closely related to many physiological processes. To explore the possible role of
centrin in NER, the endonuclease-like activity of human centrin 2 (HsCen?2) regulated by phosphorylation
in the absence or presence of Tb®" was investigated by spectroscopy techniques, gel electrophoresis,
and molecular docking simulation in 10 mM Hepes, pH 7.4. The results showed that phosphorylation
weakened the binding of Tb** to HsCen2 and enhanced the binding of DNA to HsCen2. Phosphorylation
improves the endonuclease-like activity of HsCen2. In addition, Tb®* is favorable for DNA binding and
endonuclease-like activity of HsCen2 before and after phosphorylation. These results provide clear
insights into the effects of phosphorylation on the properties of HsCen2 and offer important clues for
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1 Introduction

Centrin was first identified in unicellular green algae, such as
Tetraselmis striata and Chlamydomonas reinhardtii, as major
components of several types of basal body associated and Ca*'-
sensitive contracting fibers.'” It is a relatively small molecular
mass (about 20 kDa), acidic, and highly conserved Ca**-binding
protein belonging to the EF-hand superfamily.* Generally, cen-
trin contains four helix-loop-helix topology structures, the so-
called EF-hand subdomain.® The EF-hand structural motif was
devised in 1973.° It is the most common Ca®" binding motif
found in proteins.® Centrin is a typical calcium-binding protein.
Each domain of centrin has two potential Ca®>* binding sites.
However, four EF-hand structural primitives of centrin have
different affinities for Ca**.”** The binding of Ca®" results in
a major transformation of the centrin conformation from
a “closed” to an “open” state.'* Some non-polar amino acid
residues are exposed to form a hydrophobic pocket, which
provides a good condition for the interaction between the
protein and downstream target protein to achieve its biological
function. At the same time, the Ca®>" signal is transmitted
through the conformational transformation of proteins.'> Cen-
trin is mainly concentrated around microtubule organizing
centers (MTOCs) and is closely related to centrosomes and
matrix functions.” Centrin is not only located in the centro-
some but also distributed in the nucleus or cell matrix."*
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further exploration of how phosphorylation affects protein-driven functions.

Centrin is also primarily involved in other cellular processes,
including participation in nucleotide excision repair (NER),
paramecium ciliary Ca*>" channel voltage-gated activity, light
transmission of light receptor cells, and the nuclear mRNA
export machinery.” Human centrins comprise four different
types, namely centrin 1, centrin 2, centrin 3 and centrin 4
(abbreviation: HsCen1, HsCen2, HsCen3, and HsCen4, respec-
tively). HsCen2 and HsCen3 are generally expressed in human
cells. HsCenl1 is only located in male germ cells, neurons, and
ciliary cells. HsCen4 is found in human brain neurons.'®"

HsCen2 has 172 amino acid residues and is without trypto-
phan (Trp) or cysteine (Cys). The only tyrosine (Tyr) is located at
the end of the C-terminal of HsCen2. It contains four EF-hand
domains. However, there are only two EF-hand domains local-
ized at the C-terminal domain to bind the metal ion (PDB
2GGM)."®* Biochemical and biophysical studies suggest that
the centrin and its downstream target proteins jointly partici-
pate in the process of nucleotide recognition, resection, and
repair, among which xeroderma pigmentosum complement
protein C (XPC) is a critical target protein of centrin.”**” The
XPC-hHR23B-HsCen2 heterotrimer performs the task of DNA
damage identification in global gene NER,** thereby recruiting
downstream proteins to initiate nucleotide resection and repair
process. In addition, it also found some evidence of direct
contact between HsCen2 and DNA.*

Protein reversible phosphorylation is a part of the most
common post-translational modifications (PTMs) in eukaryotic
proteins. It is the most common and main mechanism for
regulating cell signal transduction, protein activity, and func-
tion.> About 30% of proteins in eukaryotes are phosphorylated
in the body.** In the process of phosphorylation regulation, cell
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morphology and functions are changed.** Reversible phos-
phorylation involves almost all physiological and pathological
processes, including the cell cycle, regulation of gene tran-
scription and DNA replication, metabolic pathways, neuron
growth, signal transduction, and memory processes.*” Both
human centrin and green algae centrin can be phosphorylated
in vivo.>** Under normal circumstances, molecular modifica-
tions and interactions, including phosphorylation or dephos-
phorylation, play a very precise role in regulating the
centrosome cycle and overall cell proliferation. Once this
balance is disrupted, cells may become cancerous or die.*®
Studies show that many human diseases are closely related to
abnormal protein phosphorylation, such as cancer,*” diabetes,*®
and Alzheimer's.*® Therefore, it is necessary to study the effect
of phosphorylation on the function of proteins. The HsCen2
phosphorylation is related to the replication of the centro-
some.*”"" Our previous research proves that the interaction
between HsCen2 and XPC peptide is double-regulated by
phosphorylation and Ca**.*

As terbium ions (Tb**) have similar chemical hardness, ion
radius, coordination number, and electrostatic coordination
characteristics to Ca**,*»** Tb®>" has been widely used as a fluo-
rescent probe to study Ca®>"-binding proteins.

Indeed, phosphorylation plays a very important regulatory
role in the functions of HsCen2. The functions of HsCen2 often
depend on the participation of the cooperator, such as metal
ions and DNA.** However, the functions of HsCen2 after phos-
phorylation have been less studied. In the study, the effects of
phosphorylation on the binding of Tb** to HsCen2, binding of
DNA to HsCen2, and endonuclease-like activity of HsCen2 in
the absence or presence of Tb*>" are investigated using spec-
troscopy techniques, gel electrophoresis methods, and molec-
ular docking simulation in 10 mM Hepes, pH 7.4. This work is
beneficial for further understanding the effect of phosphoryla-
tion regulations or mechanisms.

2 Experimental
2.1 Reagents

4-(2-Hydroxyethyl)-1-piperazineethanesulfonic acid (Hepes),
ampicillin  (Amp), and isopropyl-p-b-thiogalactopyranoside
(IPTG) were purchased from Sangon in Shanghai of China.
Adenosine triphosphate disodium salt (ATPNa,) was purchased
from Solarbio Corporation. Tb*" solution was obtained from
Tb,0,. Tb,O; was dissolved in concentrated hydrochloric acid
and using xylenol orange as an indicator, the solution was
titrated with standard EDTA complexation in HAc/NaAc buffer
at pH 5.7. Protein kinase A (PKA) is self-purified.”* DNA (pBR322
DNA, calf thymus DNA) was purchased from Sigma. Biochem-
ical reagents in the construction, expression, and purification of
proteins were obtained from Trans Gene. Other chemicals were
of the highest purity available from local sources.

2.2 Preparation of DNA

The stock solution of calf thymus DNA (CT-DNA) was prepared
in 10 mM Hepes, pH 7.4. The concentration of DNA was

© 2022 The Author(s). Published by the Royal Society of Chemistry
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determined by the absorbance at 260 nm using a molar
extinction coefficient of ¢,o = 6600 M~ * ecm ™. The DNA solu-
tion exhibited an ultraviolet absorbance ratio (A260/A280) of
1.89, demonstrating that DNA was sufficiently free from
protein.*” The DNA solution used in all experiments was CT-
DNA, except for that in agarose gel electrophoresis experiments.

2.3 Protein preparation

The protein of human centrin 2 (HsCen2) was cloned,
expressed, and purified as previously reported.*® Using HsCen2
gene as template, HsCen2 was required by polymerase chain
reaction (PCR) technique. The PCR product was connected to
the pGEX-6p-1 vector enzymatically, and the cloning results
were confirmed by DNA sequence detection. The recombinant
plasmids were expressed, isolated, and purified by biotech-
nology according to a literature procedure.** To remove the
contaminating bound cations, the protein of HsCen2 was firstly
pretreated with EDTA forming apoHsCen2 and then passed
through a Sephadex G-25 column equilibrated in buffer 10 mM
Hepes, at pH 7.4. Protein concentration of HsCen2 was
measured using a molar extinction coefficient of 1490 M ' cm ™"
at 280 nm. The production of proteins was confirmed using
SDS-PAGE.

HsCen2 was phosphorylated by PKA (0.5 p uL™ ") in 1.1 mM
ATP, 5.0 mM MgCl,, and 10 mM Hepes (pH 7.4) at 30 °C for 5 h.
The prepared sample was processed with a PD-10 column to
remove excess ATP and Mg”*. The concentration of HsCen2p
was measured using a molar extinction coefficient at 280 nm.

2.4 Aromatic residue-sensitized Th** fluorescence

Aromatic residue-sensitized Tb** fluorescence experiments
were carried out using HITACHI F-2700 spectrofluorometer in
10 mM Hepes at pH 7.4 and at room temperature. Both slit
widths for excitation and emission were 10 nm. To avoid
secondary Rayleigh scattering, the excitation wavelength was set
at 295 nm, a 360 nm filter was used, and the Tb*" emission
fluorescence spectra were obtained in the range from 470 to
650 nm. The proteins (10 uM) were titrated with Tb** solution (1
mM), adding 5u for each drop, and the corresponding emission
spectra were recorded after incubation for 3 min.

The binding constant between the ligand (L) and HsCen2 can
be calculated according to eqn (1)-(6), and the binding constant
and the number of binding sites of protein — L, can be ob-
tained. Firstly, the free concentration is replaced by the total
concentration of L in the calculation, which obviously will make
calculations deviate from the actual result. Therefore, the free
concentration of [L]is corrected by eqn (7). Then, fitting of log
[Fo — Fi)/[F; — Fo] with log[L]swas performed again by using the
obtained [L], until the K value approached the approximate
value for the n™ time and the (n + 1) time, which is the so-
called iteration method. The more accurate binding constant
and the number of binding sites of protein — L, are calculated
through iteration calculation.

protein + nL — protein — L, (1)
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a temperature-control system. CD spectra were recorded from
190 to 320 nm at room temperature using 1 mm quartz cells.
Baseline correction was performed by subtracting the Hepes
buffer.

2.7 Fluorescence spectroscopy

The interactions between the DNA with protein in the absence
or presence of Tb>" were measured using a HITACHI F-2700
spectrofluorometer. For the affinity of DNA towards protein
(10 uM), the excitation wavelength was set at 280 nm. Titration
was carried out with increasing concentrations of DNA (0-20
uM) to the protein of HsCen2 or HsCen2p, and the corre-
sponding emission spectra were recorded. To detect the effect of
Th*" on DNA binding to protein, protein (10 uM) was incubated
with Tb** 1:2 for 10 min at 4 °C, and the Tb,-protein was

(IL], + [protein], + K) — \/(ILI,

+ [protein], + K )2 — 4([L],[protein],)

[L]f =

[L]f is the free concentration of L, [protein]; is the free
concentration of protein, [protein — L,], is the complex final
concentration of [protein — L,]. Fo, F and F, represent the
fluorescence intensity of proteins in the absence of L, in the
presence of L, and the saturated intensity (at the saturation
concentration), respectively. [L], is the total concentration of L
and [protein], is the total concentration of protein.

When n is 2, it is assumed that the two binding sites are
independent and identical in the protein. Firstly, [L], took the
place of [L]j, fit of log[F; — Fo)/[F» — Fj] against log[L], was per-
formed using SigmaPlot 10.0 software to the two sites binding
model, and the binding constants can be calculated according
to eqn (6). Secondly, according to K and eqn (7), [L]f was
calculated. Then, fitting log[F, — F;}/[F; — F| against log[L];was
performed again by using the obtained [L]. The more accurate
binding constant of protein with L is calculated through more
iteration calculations.

2.5 Resonance light scattering measurements

The protein sample resonance light scattering (RLS) detection
using synchronous fluorescence from 250-600 nm was analyzed
by the HITACHI F-2700 spectrophotometer, and the excitation
and the emission slits were set at 10 nm. The proteins (10 uM)
were titrated with Tb** solution, and the corresponding RLS
spectra were recorded after 3 min. The dilution effect of titra-
tion was deducted in the data processing. All fluorescence
experiments were performed in 10 mM Hepes at pH 7.4 and
room temperature.

2.6 Circular dichroism spectroscopy

Circular dichroism (CD) measurements of DNA interaction with
proteins (HsCen2 or HsCen2p) in the absence or presence of
Tbh** were carried out with Applied Photophysics qCD (France)
continuously purged by high N, and equipped with
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titrated by gradually increasing the DNA concentration from
0 to 10 uM. The excitation wavelength was set to 295 nm, and
the scanning range was 310-500 nm. Both the slit widths for
excitation and emission were 10 nm. The reported constants are
averages of three experiments.

Binding of the protein (HsCen2 or HsCen2p or Tb,-HsCen2
or Tb,-HsCen2p) with 2-p-toluidinylnaphthalene-6-sulfonate
(TNS) was monitored by a fluorescence spectrometer. After
incubation of the proteins with TNS for 10 min at 4 °C in the
absence or presence of DNA, the mixed solutions were excited at
320 nm, and the scanning range was 330-650 nm.

2.8 Gel electrophoresis

0.005 pg pL ™' pBR322 DNA was mixed with protein or Tb,-
protein, and the samples were incubated for a certain period of
time. All samples were loaded in a 1% agarose gel, containing 4S
Red Plus Nucleic Acid Stain. The electrophoresis was carried out
at a constant pressure of 130 eV for about 30 min in 1 X TAE (tris-
acetic-EDTA). DNA reaction products were analyzed with the
ultraviolet visible transmission reflectometer instrument (WFH-
201B]J) at 300 nm.

2.9 Molecular docking simulation

All docking studies were carried out with ZDOCK 3.0.2 (https://
zdock.umassmed.edu).”” The crystal structures of DNA duplex
(PDB 1DJD) and HsCen2 (PDB 2GGM) were obtained from the
PDB database. The modeled HsCen2p structure was
established using Discovery Studio 2.5. For the prediction of
possible complications, the server proceeds in three steps.
Firstly, on the initial submission page, the user provides two
input structures to be docked. The next step is the selection of
residues for each submitted crystal structure, which is aided
by JMol visualization of each molecule that highlights

© 2022 The Author(s). Published by the Royal Society of Chemistry
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selected residues for the user. Finally, a link to the results is
emailed to the user.

3 Results and discussion

3.1 Phosphorylation reduced the binding of protein to metal
ions

3.1.1 Forster resonance energy transfer between HsCen2
and Tb*'. Forster resonance energy transfer (FRET) is the
physical process by which energy is transferred non-radiatively
from an excited molecular chromophore (the donor, D) to
another chromophore (the acceptor, A) by means of intermo-
lecular long-range dipole-dipole coupling.***°

Metal ion plays an important role in maintaining the
advanced structure of the protein. Metal ions combine with
appropriate proteins to form metalloproteins that drive
different biological functions in the body.*

In order to visually detect the interaction between Tb>" and
protein, FRET from the tyrosine residue on protein to bound
Tb*" was measured. When Tb*" is added to HsCen2, the non-
radiative energy transfer from tyrosine residue on HsCen2 to
the bound Th*" resulted in the fluorescence sensitization of four
weak characteristic peaks of Tb*" at 490, 545, 585, and 620 nm
(Fig. 1A). With increasing Tb** in HsCen2 solution, the fluo-
rescence intensity of the four characteristic peaks of Tb**
gradually increases. When the concentration of Tb®" reaches
saturation, the peak intensity does not change. Similarly,
HsCen2p binding to Tb*" displays the same phenomenon as
HsCen2 (Fig. S17). The titration curves are obtained by plotting
the Tb*'-sensitized fluorescence intensity at 545 nm against
[Tb**]/[protein] (Fig. 1B). It can be seen that there are two
sequential binding processes, each with a stoichiometric
parameter n = 1. According to eqn (6), the binding constants
can be calculated through three iterations, and the plots of log
[F; — Fo)/[F. — F;] at 545 nm against the log[Tb®"]-of HsCen2 (a)
and HsCen2p (b) are shown in Fig. 1C. From Fig. 1C, the average
binding constants of HsCen2 and HsCen2p can be calculated,
Kuiscena/mb* (1.10 £ 0.04) x 10° M and Kyscenap/rv® (3.10 £

>
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Table1 The binding constants of Tb** binding to HsCen2 or HsCen2p

Protein K (error) (M)

HsCen2 (1.10 + 0.04) x 10>
(1.60 + 0.05) x 10°?

HsCen2p (3.10 £ 0.21) x 10*
(1.40 £ 0.11) x 10"

“ Data from spectrofluorimetric titrations. ” Data from RLS titrations.

0.21) x 10* M, respectively. The binding constants are listed
in Table 1. The introduction of the phosphate group reduces the
binding of Tb** to HsCen2.

3.1.2 HsCen2 RLS signal changes. The size difference and
charge-coupled transfer of the scatterers before and after the
interaction due to the electrostatic or hydrophobic interactions
will result in the enhancement of the RLS signal.*® In addition,
the change in ionic strength of the medium would change the
charges of both interacting components and the conformation
of biological molecules, which will also cause the change in the
RLS signal.®® The RLS spectra of the interaction between Tb**
and HsCen2 are shown in Fig. 2A. RLS signal continues to
increase with the increase in Tb>" concentration. The combi-
nation of HsCen2p and Tb*" also shows the same phenomenon
as HsCen2 (Fig. S2AT). Fig. 2B shows the titration curves of RLS
intensity of proteins at 285 nm against [Tb**]/[protein], in which
curve a is the titration curve of HsCen2 and curve b is the
titration curve of HsCen2p. From Fig. 2B curve a, the RLS signal
increases gradually from 0 to 1 of [Tb**])/[HsCen2]. With the
further addition of Tb®", the RLS signal increases continuously.
In the range of 1 to 2 for [Tb*"]/[HsCen2], the RLS signal
increased remarkably, and beyond [Tb**]/[HsCen2] above 2, the
signal intensity of RLS reached the maximum and did not
change with increasing Tb** concentration. The binding ratio of
Th*" to HsCen2 is 2 : 1. After phosphorylation modification, the
RLS intensity of HsCen2p was significantly reduced compared
to HsCen2 (curve b in Fig. 2B). Fig. S2Bf are the plots of log[RLS;
— RLS,J/[RLS,. — RLS;] at 285 nm against the log[Tb*']; of

800 800 C o4
a: HsCen2 a: HsCen2
[ ] b: HsCen2
; 700 e e 02 i °
3 0o Qe000ee
o £ > i b: HsCen2p
S, 600 £ 600 ° 0.0
H 2 &
7 < L
H 0 500 ° n? 02
£ © =
-— (] ® —
5 400 S 400 w” 04
o ° r_
c [ [T
e & 300 o0 =
8 o ) o -0.6
£ 200 o
o S 200 °
3 o °® -0.8
°
v 100
° A0 6
0 . " " n n
. . . . . " n n o — . 50 -49 -48 47 46 -45 44
480 500 520 540 560 580 600 620 640 0 1 2 3 4
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[Tb**)/[protein]

log[Tb3*f

Fig.1 (A) Tb®"-sensitized fluorescence spectra of HsCen2 with increasing concentration of Tb>* in 10 mM Hepes at pH 7.4. (B) Titration curves
of fluorescence intensity for HsCen2 (a) and HsCen2p (b) at 545 nm against [Tb>*]/[protein] in 10 mM Hepes at pH 7.4. (C) The best fit of loglF;, —
Fol/lFw — Fil at 545 nm against log[Tb**]; for HsCen?2 (curve a) and HsCen2p (curve b), respectively.
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Fig. 2 (A) Resonance light scattering (RLS) spectra of HsCen2 in the
different concentrations of Tb*". (B) Titrating curves of RLS intensity
for HsCen2 (curve a) or HsCen2p (curve b) at 285 nm against [Tb>*1/
[protein]. All the experiments in 10 mM Hepes (pH 7.4) at room
temperature.

HsCen?2 (a) and HsCen2p (b), with the data derived from Fig. 2B.
The evaluated average binding constants are calculated to be
Kixscena/tb*s (1.60 £ 0.05) x 10° and Kiscenap/rv*, (1.40 £ 0.11)
x 10* M™" (Fig. S2B7). Detailed binding constants are listed in
Table 1. They are consistent with the results of Th*" sensitiza-
tion fluorescence.

HsCen2 can bind to two Tb**, and the binding of Tb** can
cause the RLS signal enhancement. After phosphorylation
modification, the binding of Tb>* to HsCen2p is weakened, and
the binding constant is reduced by at least one order of
magnitude. The RLS intensity of HsCen2 induced by Tb*" is
reduced by phosphorylation by about 46%, i.e., phosphorylation
inhibits the RLS intensity induced by Tb*".

3.1.3 Tb*-induced secondary changes of HsCen2. The
binding of metal ions can induce the conformation change of
protein. As shown in Fig. 3, the far-UV CD spectrum of HsCen2
(curve a) showed two negative peaks at 208 and 222 nm, which
is typical for a well-folded protein with an a-helical secondary
structure.” The change in molar ellipticity (monitored at 208
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Fig. 3 Far-UV CD spectra of HsCen2 (curve a) or Tb,-HsCen2 (Tb>*-
saturated HsCen2, curve al) or HsCen2p (curve b) or Tby-HsCen2p
(curve bl) using 1 mm path length quartz cells in 10 mM Hepes, pH 7.4
at 25 °C, curve c is a blank control.

nm) occurred upon the addition of 2 equivalent Th*" (curve a1),
with the change in molar ellipticity of HsCen2 increasing by
20.4%. Curve b is the CD spectrum of HsCen2p. The binding of
HsCen2p to Tb>* also leads to an increase in the o-helical
content of the protein after adding 2 equivalent Tb** (curve b1)
to HsCen2p, with the change in molar ellipticity of HsCen2p
increasing by 9.7%. Compared with the changes in a-helix
content induced by Tb*" binding before and after phosphory-
lation of HsCen2, the results showed that the introduction of
the phosphate group weakened the conformational changes of
HsCen2 induced by Tb*".

The molecular interactions between proteins are mediated
probably by electrostatic and hydrophobic forces.**~** Due to the
phosphorylation modification of the protein, the negative
charge of the protein increases, and the exposure of the
hydrophobic cavity decreases,** which changes the electrostatic
and hydrophobic interaction between the proteins. So, phos-
phorylation not only reduces the binding of Tb*" to HsCen2 but
also changes the conformation of HsCen2 induced by Tb**.

3.2 The binding of protein to DNA and its endonuclease-like
activity

3.2.1 The characterization of protein interacting with DNA.
The analysis of the binding property of HsCen2 to DNA is useful
for understanding the function of centrin. To verify the effect of
phosphorylation on the binding property of HsCen2 to DNA in
the absence or presence of Tb*, the fluorescence spectra of the
tyrosine luminescence of HsCen2 at 306 nm were also used. As
revealed in Fig. 4A, with the additional concentration of DNA, the
fluorescence peak of HsCen2 at 306 nm is quenched gradually.
The inset of Fig. 4A shows the titration curve obtained from the
plot of fluorescence intensity of HsCen2 at 306 nm against [DNA]/
[HsCen2]. With the addition of DNA and when [DNA]/[HsCen2] is
1, the titration curve gradually flattens out. The fluorescence

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig.4 Fluorescence spectra of HsCen2 (A) and HsCen2p (B) with the increase in DNA concentration in 10 mM Hepes at pH 7.4. Inset, the titrating
curves of fluorescence intensity for HsCen2(A) or HsCen2p (B) at 306 nm against [DNA]/[protein]. (C) The best fits of log[F; — Fol/[Fe — Fi at
306 nm against log[DNA], for HsCen2 (a) or Th,-HsCen2 (al) or HsCen2p (b) or Tb,-HsCen2p (bl), respectively. (D) Schematic representation of
HsCen2 (PDB 2GGM) interaction with DNA (PDB 1DJD, cartoon: yellowish-brown) and modeled HsCen2p interaction with DNA (cartoon: blue)
by ZDOCK 3.0.2. Ser is shown as stick models (Ser170 is in yellowish-brown sticks).

intensity of HsCen2 is quenched to a minimum and no longer
changes. It means that HsCen2 and DNA form a complex, and
one molecule of protein can bind to one DNA. The fluorescence
spectra of the interaction between HsCen2p and DNA are shown
in Fig. 4B. It can be seen that with the increase in DNA concen-
tration, the fluorescence intensity of HsCen2p at 306 nm is
continuously quenched, and an inflection point appears near the
ratio of [DNA]/[HsCen2p] = 1 (inset of Fig. 4B). In the presence of
metal ions (Tb>"), the same trend of interaction between proteins
and DNA is shown (the fluorescence spectra are shown in
Fig. S371). The plots of log[F; — F,]/[F- — F;] at 306 nm against log
[DNA],for HsCenz2 (curve a) or Tb,-HsCen2 (curve a1) or HsCen2p
(curve b) or Tb,-HsCen2p (curve b1) are shown in Fig. 4C.
According to the method given in the experimental part, after
more iterations, the binding constant of HsCen2 or HsCen2p or
Tb,-HsCen2 or Tb,-HsCen2p with DNA can be obtained, Kiscenz/
pas (6.30 £ 0.01) X 10” 0r Kigscenzp/onas (5.70 £ 0.03) x 10 or

© 2022 The Author(s). Published by the Royal Society of Chemistry

Krp,-Hscen2/DNA (2.63 = 0.04) x 10* or Kb, HsCenzp/DNA) (6.30 £
0.05) x 10° M, respectively. The binding constants are listed in
Table 2. The results showed that phosphorylation promotes the
binding of DNA to HsCen2, and the presence of metal ions is
further beneficial to the binding of DNA to protein.

The binding mode of protein and DNA is mainly through the
hydrogen bond or its complementary spatial structure with DNA
structure or DNA special base sequence combination.** Fig. 4D

Table 2 The binding constants of DNA interaction with different
proteins (data from spectrofluorimetric titrations)

Protein n K (error) (M)

HsCen2 0.85 (6.30 = 0.01) x 10°

HsCen2p 0.70 (5.70 + 0.03) x 10*

Tb,-HsCen2 0.73 (2.63 + 0.04) x 10*
(

Tb,-HsCen2p 0.98 6.30 + 0.05) x 10°
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is the overall superposition model structure of the interaction
between HsCen2 and HsCen2p with DNA using ZDOCK 3.0.2.
Structurally, the interaction between HsCen2 and DNA (cartoon:
yellowish-brown) is such that the phosphate skeleton of DNA is
stuck in the cavity formed between the EF3 and EF4 domains of
HsCen2, and Ser170 in the C-terminal of HsCen2 is close to the
base pair of the DNA. Although the way of interaction between
HsCen2p and DNA (cartoon: blue) does not change signifi-
cantly, there is a little difference in the direction and the posi-
tion of DNA, which is shifted up. Since the phosphorylation
modification introduces two units of negative charge at the
Ser170 of HsCen2, the electrostatic force between the positive
electricity of base pairs and Ser170 enhances and makes the
binding between DNA and HsCen2p stronger than HsCen2. In
addition, the binding of metal ions changes the conformation
of protein from a “closed” to an “open” state, and the exposure

A 2
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of hydrophobic cavity increases," which is more conducive to
the binding of DNA and protein.

3.2.2 Conformational changes of DNA and protein. The
structural changes of proteins induced environmentally were
determined using CD spectroscopy, which is based on the
different forms of primary and secondary structural elements
found in proteins.*® The binding of DNA with HsCen2 was
monitored using CD spectra. It can be seen from Fig. 5A (curve a)
that DNA has a positive peak at 277 nm due to base stacking, and
the right-handed helix of DNA has a negative peak at 245 nm,
which is the characteristic peak of a typical B-type DNA struc-
ture.*® The drastic change can be observed after adding HsCen2
to DNA (curve b). The negative peak at 245 nm and the positive
peak at 277 nm enhanced significantly due to the addition of
HsCen2, indicating that the double helix structure of DNA
changes and a new complex of HsCen2/DNA may form. Similar

E; 20
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Fig.5 HsCen2 binding DNA. Far-UV CD spectra of DNA bound to HsCen2 (A, 5 uM) or HsCen2p (B, 5 uM) in the absence or presence of Tb** (10
1M) in 10 mM Hepes, pH 7.4, the concentration of DNA was 5 uM. The Tb®* and protein mixed solution was equilibrated for 5 min before the
addition of DNA. (A) Curve a: DNA alone in buffer, curve b: DNA + HsCen2, curve c: DNA + Tb,-HsCen2, curve d: blank control. (B) Curve a: DNA
alone in buffer, curve b: DNA + HsCen2p, curve c: DNA + Tb,-HsCen2p. (C) Fluorescence spectra of TNS interacting with different proteins of
HsCen2 (a, 10 uM) or HsCen2/DNA complex (al, 10 pM) or Tbh,-HsCen2 (b, 10 uM) or Tb,-HsCen2/DNA complex (b1, 10 pM). TNS alone (c, 100
puM) and TNS + DNA (d, 10 uM) excited at 320 nm in 10 mM Hepes at pH 7.4. (D) Fluorescence spectra of TNS in the presence of HsCen2p (a, 10
puM) or HsCen2p/DNA complex (al, 10 uM) or Tb,-HsCen2p (b, 10 uM) or Tb,-HsCen2p/DNA complex (b1, 10 uM) excited at 320 nm in 10 mM
Hepes at pH 7.4.
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to the binding of HsCen2 to DNA, after mixing Tb,-HsCen2 with
DNA (curve c), the DNA negative peak at 245 nm and the positive
peak at 277 nm were weakened, which might be because of the
presence of Tb** damaging the structure of DNA. The results also
showed that Tb,-HsCen2 also interacted with DNA.

As for as HsCen2p (Fig. 5B), HsCen2p displays different
effects on DNA double helix to HsCen2. Comparing curve a and
curve b in Fig. 5B, when HsCen2p is mixed with DNA, no
obvious conformational changes from DNA at 277 nm have
been obtained. However, the negative peak at 245 nm is
broadened and blue-shifted to 243 nm, which is a characteristic
of the destruction of the double helix structure of DNA. It shows
that HsCen2p forms a complex with DNA to change the double
helix structure of DNA. After mixing Tb,-HsCen2p with DNA
(curve ¢), the negative peak at 245 nm also becomes wider and
changes the double helix structure of DNA. It indicates that Tb,-
HsCen2 also interacts with DNA.

Conformational changes of protein caused by the addition of
DNA were detected by TNS fluorescence emission. The exposure
of hydrophobic surfaces on HsCen2 or HsCen2p or Tb,-HsCen2
or Th,-HsCen2p after binding with DNA was investigated.
Fig. 5C is the fluorescence spectra of TNS interaction with
HsCen2 or Th,-HsCen2 in the absence or presence of DNA. As
shown in Fig. 5C, the TNS alone fluorescence is weak at 500 nm
in Hepes (curve c). After binding with HsCen2 (curve a), the
fluorescence emission peak of TNS increased significantly with
a blue-shift from 500 nm to about 435 nm. It can be inferred
that the micro-environments of TNS were changed from polar to
non-polar.”” Compared with TNS binding to HsCen2, after
binding TNS to HsCen2/DNA complex (curve al), the fluores-
cence emission decreased significantly with a blue shift (6 nm)
from 435 to 429 nm. This may be due to the fact that DNA binds
to the protein and occupies the hydrophobic cavity of the
protein, reducing the exposure of the hydrophobic cavity of the
protein. After Tb** binds to the protein, the conformation of the
protein changes from a “closed” to an “open” state, and the
exposure of the hydrophobic cavity increases.” Curve b is the
spectra of the interaction between TNS and Tb,-HsCen2.
Compared with curve a, the fluorescence of TNS is slightly
increased, indicating that the exposure of the hydrophobic
cavity of HsCen2 is increased, which is consistent with the
previous conclusion. After binding TNS to the Tb,-HsCen2/DNA
complex (curve b1) the fluorescence emission decreased
significantly with a blue shift (7 nm) from 435 to 428 nm. The
results show that the presence of metal ions makes HsCen2 in
a more hydrophobic environment, which is conducive to the
binding of HsCen2 to DNA.

Fluorescence spectra of TNS interaction with HsCen2p or
Tb,-HsCen2p in the presence or absence of DNA are shown in
Fig. 5D. From Fig. 5D, it can also be concluded that the binding
of DNA reduces the exposure of the hydrophobic cavity of the
protein, and the metal ions have a certain promotion effect on
the binding of the protein and DNA. Comparing curve a in
Fig. 5C and D, the fact that fluorescence emission of TNS in the
presence of HsCen2p is weaker than that in the presence of
HsCen2 shows that the introduction of the phosphate group on
HsCen2 leads to a decrease of hydrophobic areas on protein.*”

© 2022 The Author(s). Published by the Royal Society of Chemistry
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The fluorescence emission of TNS combined with HsCen2p/
DNA (curve al) shows a blue shift from 431 to 417 nm (16
nm). Comparing the conformational changes of HsCen2
binding to DNA (blue shift 6 nm) and HsCen2p binding to DNA
(blue shift 16 nm) (curve a1l in Fig. 5C and D), it can be
concluded that the introduction of phosphate groups makes the
environment of the protein more hydrophobic after the DNA
binds to protein.

3.2.3 Phosphorylation promoting the endonuclease-like
activity of HsCen2. As previously reported, EoCen has
endonuclease-like activity, and the cleavage mechanism of
EoCen to pBR322 DNA might be the hydrolysis mechanism.*
HsCen2 has 62% sequence homology with EoCen, and HsCen2
is involved in the NER process.>**” Whether HsCen2 has similar
endonuclease-like activity to EoCen is worthy of investigation.
Therefore, the endonuclease-like activity and the regulation of
phosphorylation on the endonuclease-like activity of HsCen2
were explored. HsCen2/HsCen2p (35 uM) and pBR322 DNA
(0.005 pg uL™") were incubated at 4 °C for 2 h. Agarose gel
electrophoresis results are shown in Fig. 6A. pBR322 DNA is
a supercoiled nucleic acid macromolecule (i.e., Form I DNA).
From Fig. 64, it can be seen that Form I DNA (supercoiled DNA)
(lane 1) is cleaved by HsCen2 into Form II DNA (a circular DNA
strand with a gap) (lane 2), while HsCen2p can cleave Form I
DNA into Form II and Form III DNA (linear DNA) (lane 3).
Obviously, the endonuclease-like activity of HsCen2p is much
higher than that of HsCen2 under the same conditions. The
results of agarose gel electrophoresis of the hydrolysis of
pBR322 DNA by HsCen2 in the absence or presence of Tb>" are
shown in Fig. 6B. The pBR322 DNA (0.005 pg pL ') was incu-
bated with Tb,-HsCen2 (lane 2) and HsCen2 (lane 3) (30 uM) for
2 h at 4 °C. As can be seen from Fig. 6B, Form I DNA (lane 1) is
cleaved by HsCen2 or Tb,-HsCen2 into Form II DNA. However,

A

DNA HsCen2 HsCen2p

Fig. 6 (A) The agarose gel electrophoresis of pBR322 DNA (0.005 ng
uL™Y after incubation with HsCen2 (35 pM) or HsCen2p (35 uM) for 2 h
at 4 °C in 10 mM Hepes buffer (pH 7.4), lane 1: control untreated
supercoiled DNA, lane 2: DNA + HsCen2, lane 3: DNA + HsCen2p. (B)
Agarose gel electrophoresis of pBR322 DNA (0.005 pg pL™Y) after
incubation with different species for 2 h in 10 mM Hepes buffer (pH
7.4) at 4 °C. Lane 1: control untreated supercoiled DNA, lane 2: DNA +
Th,-HsCen2, lane 3: DNA + HsCen?2, lane 4: DNA + Tb>*, [Tb**] = 60
uM, [protein] = 30 uM.
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Fig. 7 (A) Agarose gel electrophoresis of pBR322 DNA (0.005 pg pl™Y) after incubation with HsCen2 (A1) or HsCen2p (A2) or Tb,-HsCen2 (A3) or Tb,-
HsCen2p (A4) for 5 h at 4 °C. (al) The plots of DNA content of Form | (red square is HsCen2, and the blue square is Tb,-HsCen?2), Form Il (red triangle
represents HsCen2 and the blue triangle is Tb,-HsCen2) and Form Il (red pentagram represents HsCen2 and the blue pentagram is Th,-HsCen?2) against
concentrations of HsCen2 and Tb,-HsCen2, data derived from (Al and A3), red, blue lines are the fitting results according to single-exponential fitting
procedures. (a2) The plots of DNA content of Form | (red square is HsCen2p, and the blue square is Th,-HsCen2p), Form Il (red triangle represents HsCen2p
and the blue triangle is Th,-HsCen2p) and Form lll (red pentagram represents HsCen2p and the blue pentagram is Th,-HsCen2p) against the concentration
of HsCen2p and Th,-HsCen2p, with data from (A2 and A4), red, blue lines are the fitting results according to single-exponential fitting procedures. (B)
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Table 3 Protein concentration when different proteins catalyze DNA
hydrolysis by 50% (ICsq value)

Protein ICso (LM)
HsCen2 113.86
HsCen2p 1.93
Tb,-HsCen2 30.62
Tb,-HsCen2p 1.79

Table 4 Rate constants of DNA hydrolysis by different proteins

Protein keat (error) 10> (h™'M™1)
HsCen2 (1 mM) 0.62 £ 0.06
HsCen2p (9 uM) 74.48 + 0.05
Th,-HsCen2 (0.5 mM) 1.73 £ 0.06
Th,-HsCen2p (4 uM) 234.00 + 0.09

the content of Form II DNA increased significantly in the
presence of Tb*". In contrast, under the same conditions and in
the presence of metal ions (lane 4), pBR322 DNA did not
produce any split products. The results showed that the pres-
ence of Th®" increased the endonuclease activity of HsCenz2.

Next, the optimal conditions for different proteins of
HsCen2 or HsCen2p or Tb,-HsCen2 or Th,-HsCen2p to cleave
the supercoiled DNA were explored. The agarose gel electro-
phoresis results of DNA cleavage after incubation with different
concentrations of proteins of HsCen2 or HsCen2p or Tb,-
HsCen2 or Tb,-HsCen2p and DNA for 5 h are shown in Fig. 7A1-
A4. Different concentrations of HsCen2 and DNA were incu-
bated at 4 °C for 5 h, and the agarose gel electrophoresis results
are shown in Fig. 7A1. When HsCen2 is not added, the super-
coiled DNA is a complete band (lane 1); when 250 uM HsCen2 is
added, supercoiled DNA is cleaved into notched and linear DNA
(lane 6); when 1000 pM of HsCen2 is added, the supercoiled
DNA disappears and is completely cleaved into notched and
linear DNA (lane 9). Similarly, we analyzed the concentration
gradient of HsCen2p and DNA incubated at 4 °C for 5 h. From
Fig. 7A2, we found that while 9 uM of HsCen2p is added, the
supercoiled DNA disappears and is completely cleaved into
notched and linear DNA. By comparing Fig. 7A1 and A2, after
protein phosphorylation, the protein concentration of 9 uM can
completely cleave DNA. It can be concluded that the introduc-
tion of phosphate groups greatly enhanced the endonuclease-
like activity of HsCen2. The agarose gel electrophoresis results
of pBR322 DNA cleavage by Tb,-HsCen2 (0-750 pM) and Tb,-
HsCen2p (0-7 uM) at different concentrations are shown in
Fig. 7A3 and A4. The results showed that the presence of Tb*" is
conducive to the cleavage of DNA by proteins.

The plots of contents of Form I, Form II, and Form III DNA
against the concentration of HsCen2 or Th,-HsCen2 are shown in
Fig. 7al, and against the concentration of HsCen2p or Tb,-
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Fig. 8 The model structure of HsCen2 or HsCen2p interaction with
DNA (PDB 1DJD). The distance between Thrl69 of HsCen2 (A) or
HsCen2p (B) and the DNA phosphate center is shown in the dash line,
respectively.

HsCen2p are shown in Fig. 7a2, respectively. It is assumed that
Form I supercoiled DNA is cleaved by 50%, and the required
protein concentration is defined as the ICsq value. The ICs, of
HsCen2 is 113.86 uM, and the IC5, of Tb,-HsCen2 is 30.62 uM. The
IC5 values are listed in Table 3. After phosphorylation, the ICs, of
HsCen2p is 1.93 uM, and the ICs, of Tb,-HsCenz2 is 1.79 pM. Since
the concentration of phosphorylated protein required for complete
hydrolysis of DNA is very small, ICs, has little effect in the absence
or presence of Tb>". The concentration of HsCen2 is 59 times
higher than that of HsCen2p. Phosphorylation significantly
increases the endonuclease-like activity of HsCen2 and further
supports the strong binding ability of HsCen2p to DNA (Table 2).

To further evaluate the ability of HsCen2 or HsCen2p or Tb,-
HsCen2 or Tbh,-HsCen2p to cleave pBR322 DNA, DNA cleavage
by proteins over time was explored (Fig. 7B1-B4). Fig. 7B1 is the
agarose gel electrophoresis results of HsCen2 (1000 uM) and
DNA (0.005 pg pL~") incubation at different times. With the
increase in incubation time, Form I of supercoiled DNA is

Agarose gel electrophoresis of pBR322 DNA (0.005 ug ul ™) after incubation with HsCen? (B1, 1 mM) or HsCen2p (B2, 9 uM) or Th,-HsCen2 (B3, 0.5 mM) or
Tb,-HsCen2p (B4, 4 uM) for different times, respectively. The plots of DNA content of Form |, Form Il, and Form lll against time for HsCen2 (b1) or HsCen2p

(b2) or Thy-HsCen2 (b3) or Thy-HsCen2p (b4), data derived from (B1-B4).

© 2022 The Author(s). Published by the Royal Society of Chemistry
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cleaved to Form II DNA; then, the Form II DNA is again cleaved
into Form III, linear DNA. When incubation time reaches 4.5 h,
the Form I of supercoiled DNA is completely cleaved by HsCen2
and achieves the best endonuclease-like activity. The time
gradient agarose gel electrophoresis results of HsCen2p (9 pM)
cleavage pBR322 DNA (0.005 pg pL ') are shown in Fig. 7B2. It
can be seen that only in 4 h, Form I supercoiled DNA can be
completely cleaved by HsCen2p. The gel electrophoresis results
of the time gradient for Tb,-HsCen2 or Tb,-HsCen2p cleavage of
DNA are shown in Fig. 7B3 and B4. The results showed that only
in 5 h supercoiled DNA can be completely cleaved by HsCen2p
(500 uM) or Tb,-HsCen2p (4 uM), respectively.

The plots of DNA content of Form I, Form II, and Form III
against time for HsCen2 (b1) or HsCen2p (b2) or Tb,-HsCen2
(b3) or Tb,-HsCen2p (b4) are shown in Fig. 7b1-b4, with the
data from (B1-B4). Taking the Form I supercoiled DNA cleavage
as a marker, the curves, of which the contents of Form I
supercoiled DNA plots against the time, are fitted with the aid of
a single exponential fitting program. For the convenience of
comparison, the rate constant is converted into a molar rate
constant. The constant for HsCen2p (9.00 & 2.40) x 10* M~"
h™) is 145 times that of HsCen2 (0.62 & 0.06) x 10> M~ ' h™%),
and the constant for Tb,-HsCen2 (1.73 4 0.06) x 10° M *h™")is
2.8 times that of HsCen2 (0.62 + 0.06) x 10> M~ " h™") (Table 4).
It can be concluded that both phosphorylation and Tb**
binding can increase the endonuclease-like activity of HsCen2.

DNA binding is a critical step for subsequent cleavage. The
hydrolysis of DNA by centrin is related to Ser and/or Thr in the
protein.** The hydroxyl groups of Ser and/or Thr attack the
phosphorus center in a nucleophilic way, resulting in the
formation of a pentacoordinate phosphorus transition state
and efficient DNA cleavage taking place.* When the HsCen2 is
combined with DNA, the hydroxyl group of Thr169 is close to
the phosphorus center of the phosphate skeleton in DNA. The
distance between the carbon (-CH-OH) of Thr169 and the
phosphorus of the phosphate skeleton in DNA is 2.7 A (Fig. 8A).
If Thr169 is the active center of the endonuclease-like activity of
HsCen2, the hydroxyl group of Thr169 attacks the phosphorus
center in a nucleophilic way and causes the cleavage of the DNA.
After phosphorylation, the distance between the carbon (-CH-
OH) of Thr169 and the phosphorus of the phosphate skeleton in
DNA becomes 2.3 A (Fig. 8B); the hydroxyl group of Thr169
easily attacks the phosphorus center in a nucleophilic way and
results in the hydrolysis of DNA efficiently. Phosphorylation
enhances the endonuclease-like activity of HsCen2. After the
protein binds to metal ions, the conformational changes that
occur are more conducive to the protein cleaving the DNA. In
addition, the binding of Tb®" to the protein may facilitate the
ionization of adjacent residues of the protein, which will also
affect the cleavage efficiency of the protein.***

4 Conclusions

In summary, phosphorylation regulates the properties of
HsCen2, including the binding of metal ions and participation
in the process of NER. The average binding constants of Tb** to
HsCen2 or HsCen2p are 1.10 x 10° M~ " and 3.10 x 10* M,
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respectively. The introduction of the phosphate group weak-
ened the binding of Tb*" to HsCen2 and reduced the binding
capacity by 1 order of magnitude. DNA can form a 1 : 1 complex
with HsCen2 or HsCen2p with the binding constant of 6.30 x
10° M™" and 5.70 x 10* M, respectively. Phosphorylation
enhances the binding of DNA to HsCen2. HsCen2 shows
a certain endonuclease-like activity that could hydrolyze DNA.
The rate constants of HsCen2 and HsCen2p catalyzing super-
coiled DNA are 0.62 x 10° h™ M™* and 90.0 x 10> h"* M},
respectively. Phosphorylation improves the endonuclease-like
activity of HsCen2. Additionally, in the presence of Tb*', it
will enhance the binding of DNA to protein and improve the
endonuclease-like activity of the protein.
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