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Abstract: Human protein kinase CK2 has emerged as promising target for the treatment of neoplastic
diseases. The vast majority of kinase inhibitors known today target the ATP binding site, which is
highly conserved among kinases and hence leads to limited selectivity. In order to identify non-ATP
competitive inhibitors, a 12-mer peptide library of 6 × 105 variants was displayed on the surface of
E. coli by autodisplay. Screening of this peptide library on variants with affinity to CK2 was performed
by fluorophore-conjugated CK2 and subsequent flow cytometry. Single cell sorting of CK2-bound
E. coli yielded new peptide variants, which were tested on inhibition of CK2 by a CE-based assay.
Peptide B2 (DCRGLIVMIKLH) was the most potent inhibitor of both, CK2 holoenzyme and the
catalytic CK2α subunit (IC50 = 0.8 µM). Using different ATP concentrations and different substrate
concentrations for IC50 determination, B2 was shown to be neither ATP- nor substrate competitive.
By microscale thermophoresis (MST) the KD value of B2 with CK2α was determined to be 2.16 µM,
whereas no binding of B2 to CK2β-subunit was detectable. To our surprise, besides inhibition of
enzymatic activity, B2 also disturbed the interaction of CK2α with CK2β at higher concentrations
(≥25 µM).

Keywords: autodisplay; human protein kinase CK2; non ATP-competitive inhibitor; peptide

1. Introduction

Human protein kinase CK2 is a heterotetrameric enzyme, consisting of two catalytic (CK2α or
CK2α′) and two regulatory subunits (CK2β). The interaction between the CK2 subunits is highly
dynamic and the balance between separation and interaction of the subunits to create a functional
holoenzyme is crucial in the control of many cellular processes [1]. CK2 has a key role in cell signaling
networks. It influences cell growth and proliferation, as numerous growth related proteins are
substrates of CK2 [2]. The highly pleiotropic serine/threonine-kinase CK2 is constitutively active and
present in nearly all tissues, cell types and most cell compartments. There is growing evidence for
the involvement of deregulated CK2 activity in a variety of human cancers such as breast cancer [3],
prostate cancer [4] and colorectal cancer [5]. Elevated CK2 activity has been associated with the
malignant transformation of several tissues [6] and is supposed to serve as prognostic marker in several
diseases such as acute myeloid leukemia [7] or Parkinson’s disease [8]. Therefore CK2 has emerged as
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a potential therapeutic target for cancer treatment [9]. Drug discovery programs were launched aiming
at the identification of specific inhibitors of CK2 reducing the elevated CK2 activity in cancer cells to
a non-pathogenic level. To date, several lead structures of small molecule CK2 inhibitors are known,
which in nearly all cases are competitive with respect to the co-substrate ATP [10]. One relevant
representative is the halogenated benzimidazole derivative 4,5,6,7-tetrabromo-benzotriazole (TBB)
with a Ki of 0.4 µM [11]. The flavonoid quercetin (IC50 = 0.55 µM) and the anthraquinone emodin
(Ki = 1.85 µM) [10] are representatives of natural compounds which show CK2 inhibition. Other
potent inhibitors with IC50 values in the nanomolar range have a pyrazolotriazine scaffold [12] or
an indoloquinazoline scaffold such as IQA (IC50 = 0.39 µM) [13]. To date one inhibitor was able to
complete successfully phase I clinical trials. Silmitasertib (CX-4945) is an oral small molecule inhibitor
of CK2, showing a selective anti-proliferative activity [14]. Currently silmitasertib is in phase II
clinical trials for the treatment of cholangiocarcinoma. The high degree of conservation of the ATP
binding site throughout the human kinome [2] is often a disadvantage of ATP-competitive inhibitors.
As a consequence, ATP competitive kinase inhibitors, including those targeting CK2, are poorly specific
and also affect other kinases. The development of inhibitors with a different mode of action promises to
impact CK2 activity more selectively. The first studies revealed CK2 inhibiting compounds not directly
competing with ATP. By screening of highly diverse chemical libraries it was found that inorganic
polyoxometalates (POMs) are nanomolar inhibitors of the CK2 holoenzyme and CK2α subunit [15].
However the active structure of the most potent POM with an IC50 of 5 nM) was not identified so
far. The authors speculated that POMs target an exosite of the CK2α subunit as allosteric inhibitors.
Other approaches are the development of inhibitors which interfere with the assembly of the subunits.
It was found that—at least in vitro—the free catalytic subunit and the holoenzyme exhibit divergent
substrate preferences [16]. The disassembly and reassembly of the CK2 holoenzyme seems to be a likely
point of regulation of many cellular processes [16]. An inhibitor (W16) of the CK2 subunit interaction
(IC50 = 40 µM) was found by screening a library of podophyllotoxine indole-analogs [17]. The kinase
activity of the CK2 holoenzyme was not affected by W16, but the activity of CK2α (IC50 = 20 µM) was
inhibited. The authors assumed that W16 docks to the CK2α/CK2β interface inducing an allosteric
conformational change in CK2α that affects its activity. For azonaphthalene derivatives a non-ATP
competitive inhibition of both the α-subunit and the heterotetrameric CK2 holoenzyme was shown
(most potent inhibitor: IC50 = 0.4 µM) [18]. Azonaphthalene derivates were shown to decrease
tumor genesis in vitro and in vivo. The exact binding site on CK2 is not known, but it was shown
that the inhibitor caused a large conformational change of CK2α, thereby blocking the binding of
substrates. A different class of emerging non-ATP competitive inhibitors is comprised of peptides.
Among peptides a binding at the ATP cave is unlikely, taking into account the rigid structure of
ATP-competitive inhibitors, usually consisting of heterocycles [19]. The Pc peptide is a cyclic 11-mer
identified by a screening of conformational constrained peptides mimicking the binding interface
of CK2β with CK2α. It is able to antagonize (IC50 = 3 µM) and to disassemble (IC50 = 6.5 µM) the
formation of the CK2 holoenzyme complex [20]. In contrast to W16 the Pc peptide shows no inhibition
of CK2α, but it acts as CK2β antagonist, inhibiting phosphorylation of CK2β dependent substrates.
Another peptide-derived inhibitor is CIGB-300. It consists of two domains, the cyclic 9-mer P15,
which inhibits CK2-catalyzed phosphorylation by blocking the interaction with the substrate and
the Tat-peptide for enabling membrane translocation [21]. Antitumor effects were shown, among
others, on patients with cervical malignancies [22] and meanwhile CIGB-300 has also entered phase II
clinical trials. Nevertheless the interaction of CIGB-300 and CK2 is not understood on a molecular
level. The 18-mer peptide P1 was isolated by screening of a combinatorial peptide aptamer library.
It binds to an N-terminal domain on CK2β (KD = 0.4 µM) [23]. The interaction of P1 with CK2β
neither dissociates the CK2 holoenzyme complex nor prevents its formation and did not inhibit the
phosphorylation of two protein substrates exclusively targeted by the CK2 holoenzyme. The authors
assumed that binding of P1 to the N-terminal domain of CK2β compete for a common binding site on
the protein for unknown endogenous ligands or protein kinase substrates that are essential for cell
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survival [24]. In different mammalian cell lines apoptosis through the recruitment of a p53-dependent
apoptosis pathway was induced.

The aim of this study was to screen a surface displayed library of peptides for a non-ATP
competitive CK2 inhibitor. A major advantage of screening randomized libraries is that new structures
for specific targets can be identified without needing to know the exact peptide-surface interaction.
Since the invention of phage display twenty years ago, display technologies have turned out to be
a successful tool for broad biotechnology applications [25,26]. By surface display of libraries on cell
surfaces the variants are available for screening without a purification step. It is possible to create
a high number of cells with every single cell carrying a different peptide on the surface in high
numbers. After selection the sequence of the peptide or protein can be easily determined, due to the
fact that every cell carries an internal label, the DNA sequence. Surface display systems have shown
to be a promising tool in the development of peptide inhibitors. They were used for identification
of protease inhibitors [27,28], as also for discovery of antiviral peptides [29,30]. Autodisplay which
was used in this study was shown to be a flexible surface display system for presenting polypeptide
libraries on the surface of E. coli cells [31–33]. In combination with flow cytometry it yielded a new
lead structure for human cathepsin G inhibitors (IC50 = 11.7 µM) [31]. Autodisplay based transport of
peptides or proteins is facilitated by the natural autotransporter secretion mechanism of Gram negative
bacteria [34] (Figure 1).

In the present study a 12-mer peptide library of up to 6× 105 variants was displayed on the surface
of E. coli cells via autodisplay. A flow cytometry-based screening based on the affinity of fluorescence
coupled CK2 yielded a new allosteric inhibitor of CK2 with an IC50 value in the submicromolar range.
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Figure 1. Secretion mechanism of library variants by autodisplay.The autotransporters are synthesized
as precursor proteins containing all structural requirements for the transport to the cell surface. With the
aid of the signal peptide, the polyprotein precursor is translocated across the inner membrane. Arriving
at the periplasm, the precursor folds as a porin-like structure, the so called β-barrel within the outer
membrane and the passenger is transmitted to the cell surface. To obtain full surface exposure, a linker
region between the passenger and the β-barrel is required. SP: Signalpeptide.

2. Results

2.1. Autodisplay of Human αS1-Casein and Cellular Labeling with CK2-FITC

Casein was one of the first substrates reported for CK2 [35]. Previous western blot experiments
with an anti-phosphoserine antibody proved that human αS1-casein is a substrate of CK2 (data not
shown). Due to the fact that a target enzyme has affinity to its substrate it was expected that CK2
would show affinity to human αS1-casein. The binding of surface displayed human αS1-casein by
fluorophore-coupled CK2 was supposed to be detectable in vitro via flow cytometry. Therefore,



Pharmaceuticals 2017, 10, 6 4 of 21

αS1-casein was inserted as passenger into an autotransporter-fusion protein and presented on the cell
surface of E. coli (encoded by plasmid pKP10, Figure 2C).
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Figure 2. Structure of the autotransporter fusion proteins encoded by plasmid pCRBib (12mer
peptide library, A), plasmid pKP6 (αS1-casein peptide, B) and plasmid pKP10 (αS1-casein, C) used for
autodisplay. (A) The autodisplay passenger of plasmid pCRBib consists of 36 randomized nucleotides.
The passenger region, the fusion sites to the signal peptide and the linker region of the autotransporter
are given as DNA-sequences. The oligonucleotides CR21 and CR22 were hybridized and filled up to
a double strand and then inserted by the underlined restriction sites. The fusion protein has a calculated
molecular weight of 50.2 kDa after cleavage of the signal peptide. (B) Human αS1-casein as autodisplay
passenger of plasmid pKP10 has a length of 510 nt. (C) The autodisplay passenger of plasmid pKP6 is
αS1-casein peptide encoded by 48 nt. The passengers encoding sequences were inserted in frame into
the autotransporter encoding gene. SP = signal peptide.

The surface display of αS1-casein was proven by protease accessibility and immunofluorescence
using a polyclonal rabbit serum against αS1-casein [36]. The αS1-casein displaying cells were incubated
with fluorescein-isothiocyanate (FITC) coupled CK2 holoenzyme. The amount of bound CK2
determined the overall fluorescence intensity of αS1-casein-displaying cells. Cells with increased
fluorescence could be detected by flow cytometry indicating high affinity of CK2 to the surface
presented αS1-casein. As can be seen in Figure 3A, cells displaying human αS1-casein on their
surface (E. coli UT5600(DE3) pKP10) showed a tenfold higher fluorescence intensity than control
cells (E. coli UT5600(DE3).

The tenfold higher amount of CK2 bound to surface displayed αS1-casein cells indicated the
affinity of human αS1-casein to CK2. For the screening of a peptide library, it was indispensable
to show that the affinity of CK2 to a surface-displayed peptide is detectable by flow cytometry
as well. Therefore, as an additional control, a 16mer αS1-casein derived peptide known to bind
CK2 (αS1-casein peptide) was surface displayed and analyzed by fluorescence labeled CK2 and
flow cytometry as well (Figure 3B). For this purpose plasmid pKP6 was constructed (Figure 2B).
After verification of expression and surface display (data not shown), cells of E. coli UT5600(DE3)
pKP6 were incubated with fluorophore coupled CK2 and subjected to flow cytometry as done before
for full-length αS1-casein. As shown in Figure 3B, αS1-casein peptide-displaying cells indeed had
a significantly higher fluorescence than host cells without plasmid. This indicated that autodisplay of
a peptide is sufficient for affinity labeling of cells by fluorophore coupled CK2.
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Figure 3. Flow cytometer analysis of E. coli cells displaying αS1-casein (170 aa) (A) and αS1-casein
peptide (16 aa) (B) after incubation with fluorophore coupled CK2. By the use of a FACSAria flow
cytometer 50,000 cells were analyzed with an exication wavelength of 488 nm and an emission
wavelength between 527 and 530 nm. The host strain E. coli UT5600(DE3) was outlined in the same
manner (grey line). (A): E. coli UT5600(DE3) pKP10; (B): E. coli UT5600(DE3) pKP6.

2.2. Design of a Bacterial Surface Display Library

For the construction of the peptide library, a PCR primer containing a fully random sequence
of 12 codons was designed (Figure 2A). A 12-mer random peptide library was chosen, because the
already known peptidic inhibitors of CK2 had a length of nine, eleven and eighteen amino acids.
Beyond the random sequence the oligonucleotide primer of 82 nt length (CR22) contained a 5′- as well
as a 3′-extension. The 3′-entension was complementary to a shorter oligonucleotide primer (CR21),
which was used to fill up the random sequence of CR22 to a double strand by Klenow fragment
DNA polymerization. The 5′-extension of CR22 finally led to a double stranded DNA fragment that
could be easily identified in an agarose gel, to control the reaction. The XhoI/Acc65I restriction sites
flanking the random sequence were used to insert the library cassette into the open reading frame
of an autotransporter artificial gene construct in plasmid pCR19 (Figure 2A). E. coli UT5600(DE3)
electrocompetent cells were transformed with the resulting plasmid library, yielding a library size of
6 × 105 colony forming units.

2.3. Selecting Peptides with Affinity towards CK2 by FACS

The E. coli surface display library was grown for 1 h after transformation in SOC-medium. Protein
expression was induced with 1 mM IPTG. Subsequently, the complete library was incubated with
fluorophore coupled CK2 and subjected to flow cytometry as described above. In the histogram plot of
10,000 cells analyzed, two populations were clearly visible, one with a strongly increased fluorescence
and one with low fluorescence (Figure 4). A sorting gate was defined in order to isolate single cells
with the highest values of increased fluorescence from the positive subpopulation, finally comprising
0.54% of all cells (Figure 4).

Using this sort gate 22 single cell variants were placed on an agar plate for further analysis.
Out of this 22 variants, six variants (B1–B6) exhibited an increased affinity to fluorophore coupled CK2
when reanalysed by flow cytometry (Figure 5), indicating that 16 single cell variants appeared to be
false positives.



Pharmaceuticals 2017, 10, 6 6 of 21Pharmaceuticals 2017, 10, 6 6 of 21 

 

 
Figure 4. Flow cytometer analysis of E. coli cells displaying library peptides and sorting of cells with 
increased fluorescence. The analysis of 10,000 cells was accomplished with a FACSAria Cytometer 
with an integrated sorting module. The cells were incubated with fluorophore coupled CK2 and 
analyzed at a excitation wavelength of 488 nm and an emission wavelength between 527 and 530 nm. 
A sort gate was drawn around the population with an increased green fluorescence, which represent 
0.54% of all events. These cells were selected out and grown on a agar plate for further analysis.  

 
(A): B1 (B): B2 

 
(C): B3 (D): B4 

Figure 5. Flow cytometer based reanalysis of E. coli cells bearing library peptides (B1–B4) selected 
from the surface display library by FACS. The single cell variants, selected as single cell colonies, 
were incubated with fluorophore coupled CK2 as described. 50,000 cells were analyzed at a 
excitation wavelength of 488 nm and an emission wavelength between 527 and 530 nm by the use of 
a CyFlow Space (filled histograms). The host strain E. coli UT5600(DE3) was treated identically 
(unfilled histogram). (A): B1, E coli UT5600(DE3) pCR31; (B): B2, E. coli UT5600(DE3) pCR33; (C): B3, 
E. coli UT5600(DE3) pCR34; (D): B4; E. coli UT5600(DE3) pCR36. 

  

Sortgate
0,540%

0 102 103 104 105

green fluorescence

0

50

100

150

200

250

nu
m

be
r o

f c
el

ls

10-1 100 101 102 103

green fluorescence

0

200

400

600

800

1000

nu
m

be
r o

f c
el

ls

10-1 100 101 102 103

green fluorescence

0

200

400

600

800

1000

nu
m

be
r o

f c
el

ls

10-1 100 101 102 103

green fluorescence

0

200

400

600

800

1000

nu
m

be
r o

f c
el

ls

10-1 100 101 102 103

green fluorescence

0

200

400

600

800

1000

nu
m

be
r o

f c
el

ls

Figure 4. Flow cytometer analysis of E. coli cells displaying library peptides and sorting of cells with
increased fluorescence. The analysis of 10,000 cells was accomplished with a FACSAria Cytometer with
an integrated sorting module. The cells were incubated with fluorophore coupled CK2 and analyzed at
a excitation wavelength of 488 nm and an emission wavelength between 527 and 530 nm. A sort gate
was drawn around the population with an increased green fluorescence, which represent 0.54% of all
events. These cells were selected out and grown on a agar plate for further analysis.
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Figure 5. Flow cytometer based reanalysis of E. coli cells bearing library peptides (B1–B4) selected
from the surface display library by FACS. The single cell variants, selected as single cell colonies,
were incubated with fluorophore coupled CK2 as described. 50,000 cells were analyzed at a excitation
wavelength of 488 nm and an emission wavelength between 527 and 530 nm by the use of a CyFlow
Space (filled histograms). The host strain E. coli UT5600(DE3) was treated identically (unfilled
histogram). (A): B1, E coli UT5600(DE3) pCR31; (B): B2, E. coli UT5600(DE3) pCR33; (C): B3, E. coli
UT5600(DE3) pCR34; (D): B4; E. coli UT5600(DE3) pCR36.
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2.4. Peptide Expression and Sequence Analysis

The peptide encoding sequence of the four variants (B1–B6) was subjected to DNA sequence
analysis. The derived peptides all had different aa sequences with no apparent consensus motif,
however, the peptide sequence of B5 and B6 contained stop codons. After growing the cells and
induction of the protein expression with IPTG, bacterial outer membrane fractions containing the
autotransporter fusion proteins were isolated and analyzed by SDS-PAGE. Whereas B5 showed
expression of a protein of correct size, no protein expression was detectable in variant B6. In all other
samples, a protein band with a molecular weight of 50.2 kDa—as expected—was detectable. Western
blot with an AIDA-I-β-barrel specific antibody labelled the same band in all samples, indicating the
successful expression the peptide autotransporter fusion protein.

In outer membrane fractions of E. coli UT5600(DE3) pCR31 (B1), UT5600(DE3) pCR33 (B2) and
UT5600(DE3) pCR36 (B4) a protein band double the size of the expected molecular weight of the fusion
protein could be recognized under non-reducing conditions. These three variants contained a cysteine
residue (Table 1). The dimer band disappeared when reducing conditions in the SDS-PAGE sample
buffer were used and an increase of the band corresponding to the monomer of the expected fusion
protein was observed (data not shown). The β-barrel of the autotransporter is flexible within the outer
membrane, hence a dimerization of passengers on the cell surface is possible and has been shown by
many examples before [37].

Table 1. Inhibition of CK2 by peptides from bacterial surface display library screening.

Peptide Sequence Inhibition* (%) IC50 Value (µM)

B1 KHTKGPTAYCPL < 5 n.d.
B2 DCRGLIVMIKLH 79 0.8
B3 YRKPHWFIHTRI < 5 n.d.
B4 PCPAPRAPKLSI 29 n.d.

n.d. = not determined, * 10 µM final concentration.

2.5. CK2 Inhibitor Testing by Capillary Electrophoresis (CE)-Assay

Based on the aa sequences of variants B1–B4 (Table 1), the free peptides were synthesized and
tested on inhibition of CK2 holoenzyme. For this purpose a CE-based CK2 inhibition assay was
used as described before [38]. For initial testing CK2 was pre-incubated with the peptide in a final
concentration of 10 µM for 10 min at 37 ◦C. After addition of the substrate and ATP, the reaction ran
for 7 min and the amount of product was determined by CE. The amount of product obtained with
inhibitor was set into relation to the amount obtained with the enzyme without inhibitor. At 10 µM,
two of the peptides showed no inhibition (B1 and B3), one showed a weak inhibition of 29% (B4),
whereas peptide B2 could be identified as a strong CK2 inhibitor with an inhibition of 79% (Table 1).

Apparently three of the peptides bound CK2 holoenzyme, but had no or almost no effect on
enzymatic activity. For peptide B2 the IC50 value was determined using different concentrations
ranging from 0.001 µM to 100 µM for inhibition of CK2 holoenzyme, which turned out to be 0.8 µM
(Figure 6A). The IC50 value of B2 with the catalytic subunit CK2α alone was determined in a similar
manner and turned out to be identical (0.8 µM, Figure 6B). This was a first indication that B2 interacted
with CK2α directly and not via a conformational change of CK2β.



Pharmaceuticals 2017, 10, 6 8 of 21Pharmaceuticals 2017, 10, 6 8 of 21 

 

  

(A) (B) 

Figure 6. IC50 value determination of B2 by capillary electrophoresis measurements using CK2 
holoenzyme (A) and the catalytic subunit CK2α (B). (A) Inhibition of recombinant CK2 holoenzyme 
by peptide B2 was measured after incubation with eight different compound concentrations ranging 
from 0.01 to 31.6 µM. (B) Inhibition of CK2α was tested using nine different inhibitor concentrations 
ranging from 0.001 µM to 100 µM. Samples were analyzed by CE. The resulting fractional inhibition 
values were plotted versus inhibitor concentrations in a semi-logarithmic diagram. The individual 
data points represent means of an experiment run in triplicates, the error bars indicate the standard 
deviation. In both cases an IC50 value of 0.8 µM was obtained by extrapolation the compound 
concentration at a residual CK2 activity of 50%. The dotted line marks the concentration at the 
midpoint (50%) of CK2 inhibition. 

2.6. Mode of Inhibition 

In order to investigate whether B2 is competitive or non-competitive with respect to ATP the 
IC50 values were determined using six different concentrations of ATP (1 mM to 100 mM) [39]. 
However, as shown in Figure 7A, there was no linear increase of the IC50 values in dependence of the 
ATP concentration detectable, indicating that B2 is non-competitive with respect to ATP. 

(A) (B) 

Figure 7. Graphical determination of the IC50 values of B2 in dependence of the ATP concentration 
and the substrate concentration. (A) Determination of IC50 values for the inhibition of CK2 by B2 with 
various concentrations of ATP. IC50 values were plotted against the corresponding ATP 
concentrations (ranging from 1 mM to 100 mM); the abscissa was plotted on a logarithmic scale. The 
individual data points represent means of an experiment run in triplicates, the error bars indicate the 
standard deviation. (B) Lineweaver-Burk inhibition plots of CK2 by B2 at different substrate 
concentrations. A double reciprocal plot of reaction velocity against the substrate concentration was 
done. CK2 kinase activity was determined in the absence (0 µM) or in the presence of 0.5 µM and 1 
µM B2 with various concentration of peptide substrate. The individual data points represent means 
of an experiment run in triplicates, the error bars indicate the standard deviation. 
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holoenzyme (A) and the catalytic subunit CK2α (B). (A) Inhibition of recombinant CK2 holoenzyme by
peptide B2 was measured after incubation with eight different compound concentrations ranging from
0.01 to 31.6 µM. (B) Inhibition of CK2α was tested using nine different inhibitor concentrations ranging
from 0.001 µM to 100 µM. Samples were analyzed by CE. The resulting fractional inhibition values
were plotted versus inhibitor concentrations in a semi-logarithmic diagram. The individual data points
represent means of an experiment run in triplicates, the error bars indicate the standard deviation.
In both cases an IC50 value of 0.8 µM was obtained by extrapolation the compound concentration
at a residual CK2 activity of 50%. The dotted line marks the concentration at the midpoint (50%) of
CK2 inhibition.

2.6. Mode of Inhibition

In order to investigate whether B2 is competitive or non-competitive with respect to ATP the IC50

values were determined using six different concentrations of ATP (1 mM to 100 mM) [39]. However,
as shown in Figure 7A, there was no linear increase of the IC50 values in dependence of the ATP
concentration detectable, indicating that B2 is non-competitive with respect to ATP.
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Figure 7. Graphical determination of the IC50 values of B2 in dependence of the ATP concentration
and the substrate concentration. (A) Determination of IC50 values for the inhibition of CK2 by B2 with
various concentrations of ATP. IC50 values were plotted against the corresponding ATP concentrations
(ranging from 1 mM to 100 mM); the abscissa was plotted on a logarithmic scale. The individual
data points represent means of an experiment run in triplicates, the error bars indicate the standard
deviation. (B) Lineweaver-Burk inhibition plots of CK2 by B2 at different substrate concentrations.
A double reciprocal plot of reaction velocity against the substrate concentration was done. CK2 kinase
activity was determined in the absence (0 µM) or in the presence of 0.5 µM and 1 µM B2 with various
concentration of peptide substrate. The individual data points represent means of an experiment run
in triplicates, the error bars indicate the standard deviation.
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In the next step it was investigated, whether B2 could have a substrate competitive mode of action.
Therefore the reaction velocity for three different inhibitor concentrations (0 µM, 0.5 µM and 1 µM B2)
and varying substrate concentrations (11.4 µM, 22.8 µM, 57 µM and 228 µM peptide RRRDDDSDDD)
was determined. As shown in Figure 7B, the resulting diagram with the corresponding best-fit lines
intersected at a single point left from the y-axes. This is characteristic for a non-competitive mode of
inhibition [39]. The conclusion was that peptide B2 is non-competitive with respect to the substrate
peptide RRRDDDSDDD and non-competitive with respect to ATP. In this situation two dissociation
constants can be defined, one for the binary enzyme-inhibitor complex (Ki) and one for the ternary
enzyme-substrate-inhibitor complex (αKi). The best-fit lines in diagram 8 nearly converge at the x-axis.
In this case both dissociation constants are equal, hence α = 1. This means the inhibitor displays equal
affinity for both, the free enzyme and the enzyme-substrate complex. According to the Cheng and
Prusoff equation [40], in the case of non-competitive inhibition with α = 1, the dissociation constant is
equal to the IC50 value (Ki = IC50) [39].

2.7. In Vitro Pull Down Assay

An in vitro pull down analysis with GST-tagged CK2α and in vitro translated [35S]-labelled CK2β
was performed in order to get a hint of whether B2 could disturb the interaction of both CK2 subunits.
GST or GST-CK2α were expressed in E. coli, purified and immobilized on a GSH Sepharose resin.
The GST tag without CK2α served as a control for unspecific binding. To analyze the effect of the B2
peptide on the assembly of the subunits to a holoenzyme, the catalytic α-subunit was pre-incubated
with 25 or 100 µM peptide B2 before adding the labelled CK2β-subunit.
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Figure 8. B2 interferes with the assembly of CK2α and CK2β. About 10 µg GST or GST-CK2α were
incubated with 7.5 µL in vitro translated and [35S]methionine labelled CK2β protein in the presence
or the absence of 25 or 100 µM B2 peptide, respectively. The formed complex was coupled to GSH
sepharose. Proteins eluted from the affinity resins were analyzed on a 12.5% SDS polyacrylamide gel,
stained with Coomassie blue (A) and afterwards subjected to autoradiography (B).

Bound proteins were eluted subsequently with sample buffer and separated by SDS
polyacrylamide gel electrophoresis. The gel was stained with Coomassie brilliant blue and afterwards
subjected to autoradiography to visualize [35S]-labelled CK2β. The Coomassie stained gel showed that
equal amounts of GST-CK2α were applied in all lanes (Figure 8A). The autoradiography of the same gel
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also demonstrated that the GST control did not bind to the in vitro translated CK2β (Figure 8B, lane 1).
GST-CK2α interacted effectively with CK2β. However, in case B2 peptide was added, the interaction
was severely disturbed, resulting in significantly reduced amounts of CK2β eluted from the resin
bound to GST-CK2α (compare lanes 3 and 4 with lane 2 in Figure 8B). Thus, it was concluded that the
B2 peptide in concentrations of 25 µM and beyond interfered with the assembly of the holoenzyme.

2.8. MST Measurements

In order to support the idea that B2 binds to the catalytic CK2α subunit, the microscale
thermophoresis (MST) method was applied [41]. Based on a different thermophoresis of a fluorescent
protein after binding to an unlabeled interaction partner, it is possible to determine the dissociation
constant (KD). For this approach CK2α-pAzF, which exhibited the unnatural amino acid
p-azidophenylalanine (pAzF), was purified and coupled to the fluorophore DBCO-Sulfo-Cy5 by
click chemistry as described before [42].
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Figure 9. MST-measurements with B2 and CK2α or CK2β, respectively. For each subunit three
independent measurements were performed and analyzed by the MO. Affinity Analysis v2.1.3 software
(NanoTemper Technologies GmbH, München, Germany). (A) B2 was titrated in different concentrations
ranging from 7.6 nM to 125 µM to a constant amount of CK2α (100 nM). The relative fluorescence
signals of the thermophoresis of 15 different dilutions of B2 were recorded. (B) To a constant amount
of CK2β (100 nM) concentrations of B2 ranging from 7.6 nM to 250 µM were added. A change in the
relative fluorescence signals of the thermophoresis could only be detected in higher concentrations
(above 62.5 µM). (C) The change in the thermophoresis led to a sigmoidal plot based on an unbound
and a bound state of CK2α. This was done in three independent replicates. A mean KD value of
2.16 ± 0.79 µM was determined. (D) The normalized fluorescence signals of the thermophoresis of
CK2β1-193-Flu were plotted against the concentrations of B2 in three independent replicates.
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Afterwards, different concentrations of B2 ranging from 7.6 nM to 125 µM were titrated to
a constant amount of CK2α-DBCO-Sulfo-Cy5 (100 nM). A concentration dependent change in
thermophoresis of CK2α was observed, which clearly indicated binding of B2 to CK2α (Figure 9A).
The sigmoidal plot obtained by the differences in thermophoresis of the unbound state and the B2
bound state of CK2α was used to determine the KD value, which turned out to be 2.16 ± 0.79 µM
(Figure 9C). This was in good accordance with the inhibition of B2, either with CK2α or heterotetrameric
CK2 holoenzyme (α2β2). As a control the interaction between the regulatory CK2β subunit and B2 was
investigated by MST. For this purpose a truncated version of CK2β (CK2β1–193) was applied [43]
and the unnatural amino acid pAzF was incorporated in CK2β1–193 at position 174 instead of
tyrosine, based on the method of Chin et al. [44]. Purification of CK2β1–193-pAzF was performed
according to the purification of CK2α-pAzF [42] and subsequently CK2β1–193-pAzF was coupled to
fluorescein (Flu) by click chemistry. B2 was added in concentrations ranging from 7.6 nM to 250 µM
to constant a concentration of CK2β1–193-Flu (100 nM) and applied to MST measurements. Only in
very high concentrations (beyond 62.5 µM) a change in thermophoresis was detectable (Figure 9B,D).
The determination of a KD value was not possible by this strategy, and a KD value, if any at all would
be higher than 100 µM. In consequence the MST measurements clearly indicated the binding of B2 to
CK2α and not to CK2β.

3. Discussion

By surface display library screening a potent peptidic inhibitor of CK2 holoenzyme and
the α-subunit was identified. It was the 12-mer peptide B2, with the amino acid sequence
DCRGLIVMIKLH. By a blast search in the UniProt protein database, no protein containing a similar
sequence could be identified. B2 inhibited the catalytic activity of the α-subunit and the CK2
holoenzyme with an identical IC50-value of 0.8 µM. By microscale thermophoresis measurements it
was possible to determine the KD value of B2 with the catalytic α-subunit experimentally and it turned
out to be in the same order of magnitude. At higher concentrations beyond 25 µM, the peptide also
disturbed the interaction of the catalytic α-subunit with the β-subunit of CK2 to form the holoenzyme.
The question arises whether these two effects are facilitated by binding to the same allosteric binding
site or by binding of two different sites at the α-subunit. Comparison of the dose-response curves
used for the IC50-value determination with the α-subunit and the holoenzyme (Figure 6A,B) reveals
that—despite identical IC50 values—complete inhibition was only obtained with the α-subunit, but not
with the holoenzyme (max. 80% for the highest concentration of B2). This could be seen as an indication
for a second binding site. Nevertheless, co-crystallization experiments of B2 with the α-subunit would
help answering this question and are on the way at current.

The first step in the development of this new inhibitor was the surface display of a random
12-mer peptide library on the cell surface of E. coli by autodisplay. Beside the well-established
phage-display, surface display on bacteria and yeast has emerged to a promising tool in drug
discovery [45]. One advantage of bacteria in comparison to phage particles is that they are a big enough
for flow cytometry analysis. The combination of library display on E. coli and subsequent fluorescence
activated cell sorting is a powerful and rapid method, successfully applied in the development of new
antibodies [46–48] and in the identification of high affinity peptides for different target proteins [49,50].
In this study the strategy for identifying new non-ATP competitive inhibitors of CK2 based on
autodisplay, as autodisplay has been proven before suitable for the identification of new inhibitors
of drug targets [31]. With the presented strategy, it was possible to create surface-displayed peptide
libraries with up to 6 × 105 cell variants. After incubation with fluorescence-coupled CK2 the library
could be directly used for a screening with whole cells by fluorescence activated cell sorting by which
cells with increased green fluorescence were selected. After sorting, the coding sequences of the
peptides presented on the cell surface could be easily determined by DNA sequence analyses of the
co-selected plasmids. Within the selected variants, six peptide sequences were identified and four
were tested on inhibition of the kinase activity of CK2 holoenzyme. Peptide B2 is a potent inhibitor
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of CK2 with a Ki value of 0.8 µM. The other peptides showed no inhibition or only weak inhibition.
This was expectable, because the peptides were selected by their affinities towards CK2. Peptides
binding to the target enzyme without influencing the activity of the enzyme can be selected by this way
as well. Not expected was the high number of false positives selected by this strategy. False positives
in this sense means that cells forming colonies on the agar plates after FACS selection, turned out to
be negative after growing and re-labelling with CK2. This could have been due to several reasons
and needs optimization. For example, a positive and a negative cell could have passed the laser beam
in the detector so close that discrimination between the two was not possible, and both would have
been selected. A mutant variant, not displaying any peptide could have been selected in one event
with an active variant, and could have overgrown the peptide bearing strain during re-culturing.
It could have been possible as well, that a peptide mutant selected had some extent of toxicity for the
cells displaying it, again resulting in an overgrowing by cells not displaying it anymore. This will
require systematic investigation and optimization, using mixtures of positive and negative variants
with statistical analysis.

The ATP binding site is highly conserved throughout the human kinome. Thus most of the
known ATP competitive inhibitors of CK2 exhibit a low selectivity across human protein kinases.
By choosing a library of peptides, the development of a non-ATP competitive inhibitor was anticipated
expecting a higher selectivity. Up to now three peptides interacting with CK2 are known, two of them
are cyclic peptides, the Pc—peptide consist of 11 amino acids [20] and P15 is a 9-mer peptide [51]
and one peptide (P1) which consists of 19 amino acids [23]. They all act as non-ATP competitive
inhibitors thereby each showing a different mode of inhibition and inhibitory potency. Due to the
fact that in the present study an inhibitor of the CK2 holoenzyme was identified, a comparison of
effects of B2 to other described peptides with inhibitory activity towards CK2 is difficult. In the case of
peptide P15 there are no in vitro data existing about the inhibition of the CK2 holoenzyme catalyzed
phosphorylation of substrates [38] and it is not known if the inhibition is mediated by an interaction of
the peptide with the CK2 or other effects in the cells. The Pc-peptide just inhibits the phosphorylation
of CK2β-dependent substrates [17] and the peptide P1 shows no inhibition of CK2 holoenzyme activity
at all [20]. In this study for the first time a potent peptidic inhibitor of the CK2 holoenzyme could be
identified. The identified inhibitor B2 with a Ki value of 0.8 µM is the most potent peptidic non-ATP
competitive inhibitor of CK2 known until now. Peptide B2 also inhibits the kinase activity of the
alpha subunit with an IC50-value of 0.8 µM, thus we concluded that B2 targets the alpha subunit. CK2
exhibits different exosites distinct from the catalytic cavity that may be targeted by small molecules [52].
Based on the fact that B2 inhibits the CK2 holoenzyme and the alpha subunit with the same IC50 value,
it is rather unlikely that B2 targets the subunit interface in or near the CK2β binding pocket on CK2α.
The existence of two different classes of compounds targeting the CKα/CKβ interface is described [53].
For the podophyllotoxine W16, targeting the CKα/β interface, an inhibition of the alpha subunit
but no inhibition of the holoenzyme was observed. The authors assumed that unlike CK2β, docking
of W16 into this binding site might induce an allosteric conformational change of CK2α thereby
blocking a productive binding of substrates [17]. The Pc peptide is also targeting the CK2α/CK2β
interface, but showing another mode of inhibition. It acts as CK2β antagonist thereby inhibiting the
phosphorylation of CK2β dependent substrates by the holoenzyme [20]. Thus the Pc peptide is not
influencing the catalytic activity of CK2α. By sequence comparison of B2 with Pc, a similarity of less
than 30% was obtained. Based on these results it can be concluded, that B2 is belonging to neither
of the two classes. It is more likely that B2 binds to an allosteric cavity of CK2α, thereby changing
its conformation resulting in a decrease in activity of CK2α. This mode of inhibition was already
described for azonaphthalene derivatives [18] and POMS [15], both small-molecule inhibitors of CK2.
Azonaphthalene derivatives act as non-ATP competitive inhibitors, affecting the kinase activity of
CK2 holoenzyme and the alpha subunit in each case with the same IC50 value (0.4 µM). The exact
binding site of azonaphthalene derivatives is still unknown, but mutation analysis indicated that
they induce a conformational change of CK2α, resulting in a non-productive binding of substrates.
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POMs inhibit the kinase activity of CK2 holoenzyme and alpha subunit in the nanomolar range.
The authors identified inhibitor-interacting domains consisting of key structural elements of CK2α,
like the activation segment. They assume that by binding of the inhibitor the alpha subunit is locked in
an inactive conformation. Regarding the results for the binding studies performed for azonaphthalene
derivatives and POMs it can be hypothesized, that B2 docks to a similar exosite of CK2α. With B2
the first peptide could be identified which is supposed to bind to an allosteric binding site of CK2α,
thereby showing a potent inhibition of the activity of catalytic CKα and also of the CK2 holoenzyme.

4. Materials and Methods

4.1. Chemicals and Reagents

Glycerol, sodium dodecyl sulfate (SDS), Tris, skimmed milk powder, Tween 20, tryptone, yeast
extract and isopropyl β-D-1-thiogalactopyranoside (IPTG) were purchased from Roth (Karlsruhe,
Germany), bromphenol blue, NaCl and acetic acid from Fisher Scientific (Schwerte, Germany),
Coomassie brilliant blue R250 from Serva (Heidelberg, Germany), MgCl2, NaOH, kanamycin
and carbenicillin from Fluka (Buchs, Switzerland), polyvinylidene difluoride membranes from
Schleicher & Schuell (Dassel, Germany) and 1,4-dithiothreitol and goat-anti-rabbit IgG secondary
antibody (10.5 mg/mL) from Sigma (Deisenhofen, Germany). AIDA-I-β-barrel specific immune serum
was purchased from Davids Biotechnology (Freiburg, Germany), PageRuler™ Prestained Protein
Ladder and Klenow fragment from Fermentas (St. Leon-Rot, Germany), Mung-Bean-Nuclease, XhoI
and KpnI from New England Biolabs (Frankfurt, Germany). Plasmid pET-11d and pCOLA-duet1TM

were purchased from Merck KGaA (Darmstadt, Germany). Primers RM2, KP9, CR17 and CR18 were
purchased from Sigma Aldrich (St. Louis, MO, USA) and primers CR21 and CR22 from Eurofins
MWG Operon (Ebersberg, Germany). Peptides B1, B2, B3 and B4 for capillary electrophoresis (CE)
measurements were ordered at JPT (Berlin, Germany). CK2 substrate peptide (RRRDDDSDDD) was
synthesized by the biological medicinal research center Düsseldorf (Germany). Peptides had a purity
>90% and were analyzed by HPLC & MS. The peptides delivered freeze dried and were resuspended
in DMSO to a final concentration of 10 mM, subsequently they were stored at −20 ◦C. Human CK2α
was prepared as described before [54].

4.2. Bacteria, Plasmids, and Culture Conditions

E. coli strain UT5600(DE3) [F−, ara-14, leuB6, secA6, lacY1, proC14, tsx-67, ∆(ompT-fepC)266,
entA403, trpE38, rfbD1, rpsL109(Str), xyl-5, mtl-1, thi-1, λ(DE3)] was used for surface display of
the peptide library, of αS1-casein and the N-terminal shortened sequence of αS1-casein (αS1-casein
peptide). E. coli strain BL21(D3) [B, F−, dcm, ompT, lon, hsdS(rB

− mB
−), gal, λ(DE3)] was used

for the recombinant expression of human CK2 holoenzyme. Plasmid pET-Adx encodes all AIDA-I
autotransporter domains needed for surface display as described for plasmid pET-SH7 [55] and directs
Adrenodoxin [37], the passenger domain to the cell surface. The backbone is based on pET-11d.
Plasmid pKP10 was used for the autodisplay of αS1-casein [36]. The autotransporter region of plasmid
pCR3 derived from plasmid pET-Adx, the passenger was exchanged against the coding region for
MS-S1 [56] and the backbone is based on pCOLA-duet1TM.

The design and construction plasmid pCK2αY239Stop encoding for CK2α-pAzF was described
before [42]. For pCK2β1-193,Y176Stop, the plasmid pT7-7CK2β was used as template in PCR. Site directed
mutagenesis was performed by the use of the QuickChange protocol (Stratagene, San Diego, CA, USA).
For the truncation of CK2β to CK2β1–193 in order to avoid aggregation problems usually obtained
with full length CK2β, the primers 5′-G-CTG-GTA-GGC-CAT-TTA-ATG-GAT-CTT-GAA-ACC-G-3′

and 5′-C-GGT-TTC-AAG-ATC-CAT-TAA-ATG-GCC-TAC-CAG-C-3′ were used (mutation in bold).
For the incorporation of the stop codon at position 174 the primers 5′-GG-TCT-CTT-GGG-CCG-
CTA-CTC-GGG-ATG-CAC-CAT-G-3′ and 5′-C-ATG-GTG-CAT-CCC-GAG-TAG-CGG-CCC-AAG-AGA-
CC-3′ were applied (mutations in bold). Plasmid pCK2β1-193,Y176Stop as obtained after both
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sites directed mutagenesis was verified by DNA-sequence analysis (Seqlab, Göttingen, Germany).
The plasmid pEVOL-pAzF (Addgene plasmid #31186) [44], which was used for the incorporation
of the unnatural amino acid pAzF, was a gift from Peter G. Schultz (The Scripps Research Institute,
La Jolla, CA, USA).

Bacteria were routinely cultivated at 37 ◦C in lysogeny broth (LB medium, 10 g tryptone, 5 g yeast
extract, and 10 g NaCl per liter) with vigorous shaking (200 rpm). Depending on the vector backbone,
the medium contained 30 mg/L kanamycin or 100 mg/L carbenicillin.

For flow cytometer experiments and outer membrane isolation cells were grown overnight and
diluted 1:1000 in a freshly prepared medium. Cells were cultured at 37 ◦C with shaking at 200 rpm
until the optical density (OD578) reached 0.5–0.7. Protein expression was induced by the addition of
1 mM IPTG and subsequent incubation for 1 h at 30 ◦C with vigorous shaking (200 rpm).

4.3. Plasmid Construction Using Restriction Sites

For the construction of the plasmid directing αS1-casein peptide to the cell surface the
autotransporter framework of pET-Adx was used. The passenger was replaced by a 48 bp fragment
coding for the αS1-casein peptide. Plasmid pHaS1C2 [57] was amplified with primers KP9 (5′-GCC-
TCG-AGC-CCA-CTG-CTC-ATG-AAA-ATT-ATG-3′) and RM2 (5′-CGG-TAC-CCC-ACT-GTA-GCA-
TGA-CG-3′) which contained overlapping ends suitable for an insertion in a XhoI/KpnI digested
pET-SH7 vector, the resulting plasmid was named pKP6.

4.4. Synthesis of Double Stranded DNA (dsDNA)

For generating artificial dsDNA two oligonucleotides were synthesized. The oligonucleotides
CR17 (5′-CAT-TCC-ATG-GTT-AAA-TTA-AAA-TTT-GGT-GTT-TTT-TTT-ACA-GTT-TTA-CTA-TC-3′)
and CR18 (5′-TGC-CCT-CGA-GTG-TTC-CAT-GTG-CAT-ATG-CTG-AAG-ATA-GTA-AAA-CTG-TAA-
AAA-AAA-C-3′) were used for the construction of a shortened sequence between the restriction
site of the signal peptide and the passenger. For creation of the library CR21 (5′-GCA-CTA-TCG-
CAT-CGT-CAG-CAC-ATG-GAA-CAC-TCG-AG-3′) and CR22 (5′-CTA-TCA-TTT-GTA-GGA-TTA-AGG-
GTA-CC-(NNN)12-CTC-GAG-TGT-TCC-ATG-TGC-TG-3′) were used. The oligonucleotides were
rehydrated (each 100 µM in water), mixed and hybridized by incubation at 95 ◦C for 5 min, followed by
a cooling down to 36 ◦C within 10 min. Hydrogen bonds between 23 bp (CR17 and CR18) respectively
20 bp (CR21 and CR22) at the 3′-ends of the oligonucleotides were built. The overhanging ends were
filled up with Klenow fragment and the resulting dsDNA was digested with NcoI/XhoI (CR17 and
CR18) or by XhoI and Acc65I (CR21 and CR22).

4.5. Construction of the Plasmid Used for Surface Display of the Library

Plasmid pCR3 contained all structural elements for autodisplay. In order to remove seven
dispensable amino acids between the cutting site of the signal peptidase and the passenger of plasmid
pCR3, we used primers CR17 and CR18, which coded for the shortened sequence between a NcoI
and a XhoI restriction site. In order to generate this artificial dsDNA, they were treated as described
above and inserted into a NcoI/XhoI digested pCR3 vector. The resulting plasmid was named pCR13.
The backbone of this plasmid is derived from pCOLA-duet1TM. In the second multiple cloning
site, the Acc65I restriction site was deleted by a restriction digest with BlpI/NotI, treatment with
Mung-Bean-Nuclease and religation of the vector. The new created plasmid was named pCR18.
The passenger DNA of pCR18, which could be replaced by the DNA encoding the library was too
short (36 bp) to be analyzed by agarose gel electrophoresis before the following cloning reaction.
In consequence it was replaced by the larger passenger sequence encoding for Adx (394 bp) by the use
of the XhoI and Acc65I restriction site [36]. The resulting plasmid was named pCR19, which served as
backbone for the peptide library.
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4.6. Ligation

The ligation reaction contained T4-DNA ligase (1 Weiss unit/10 µL), the DNA fragments which
should be ligated and 1 × T4-DNA-ligase-puffer in water. The vector to insert molar ratio was 1:3 in
a volume of 10 µL, thereby comprising 0.25 ng DNA. In the case of a ligation in library construction
a vector: insert ratio of 7:1 was used in a volume of 90 µL, thereby comprising 2.5 µg DNA. The ligation
reaction was incubated for 16 h at 16 ◦C and the reaction stopped by incubation at 65 ◦C for 10 min.
The product of ligation was desalted via dialyses and used for transformation of electrocompetent
E. coli strains. The ligation mixture of a library transformation was concentrated to a volume of 20 µL
by the use of a rotational vacuum concentrator prior to transformation of cells.

4.7. Transformation of E. coli by Electroporation

Fifty µL of electrocompetent cells (2–3 × 1010 cells/mL) were used for transformation of 10 µL
ligation product. The full reaction was placed into a chilled electroporation cuvette and exposed to
a voltage of 1800 V by the use of electroporator 22510 (Eppendorf, Hamburg, Germany). Immediately
after 1 mL of preheated SOC media (20 g/L Trypton, 5 g/L, Yeast extract, 0.5 g/L NaCl, 2.5 mM/L
KCl, 20 mM D-Glucose, 10 mM MgCl2) was added and the reaction was carried into a sterile micro
reaction tube. Subsequently the transformation reaction was incubated for 60 min at 37 ◦C and 100 rpm.
Respectively 1:50, 1:500 and 1:5000 dilutions in a volume of 100 µL LB media were platted on antibiotics
containing agar plates for estimation of transformation efficiency.

4.8. Outer Membrane Preparation

Differential cell fractionation was performed according to the rapid isolation method of
Hantke [58] using modifications by Schultheiss et al. [59] without resuspending in N-Lauryl sarcosine
sodium salt and the following centrifugation step.

4.9. SDS-PAGE and Western Blot Analysis

For SDS-PAGE outer membrane preparations were diluted with sample buffer (100 mM Tris/HCl
pH 6.8, 4% SDS, 0.2% bromphenol blue, 20% glycerol). If reducing conditions were used additional
dithiothreitol (0.2 M) was added. Samples were boiled for 10 min, analyzed by SDS-PAGE and the
proteins were visualized with Coomassie brilliant blue R250 staining. Prestained protein ladder
was used to determine the apparent molecular weight of the separated proteins. For western blot
analysis gels were electroblotted to polyvinylidene difluoride membranes and were blocked in TBS
with 3% skimmed milk powder for 1 h. Membranes were incubated with the AIDA-I-β-barrel specific
immune serum, diluted 1:500 in TBS with 3% skimmed milk powder, overnight at 4 ◦C. The blots
were washed three times with TBST, the secondary antibody (10.5 mg/mL horseradish peroxidase
linked goat-anti-rabbit IgG secondary antibody, diluted 1:10,000 in TBS with 3% dried milk powder)
was added, and the blots were incubated for 1 h at room temperature. Proteins were visualized
via chemiluminescence.

4.10. Preparation of Recombinant Human Protein Kinase CK2

Recombinant human CK2 holoenzyme was expressed and purified according to a protocol by
Grankowski et al. [54] with modifications described in Gratz et al. [38]. CK2 activity was determined
by radiometric filter assay as described earlier [60,61]. This protocol resulted in an amount of 50 mg
CK2 holoenzyme with a concentration of 1 mg/mL. Fractions containing active CK2 were pooled and
stored in aliquots at −70 ◦C.

4.11. Coupling of CK2 with Fluorescein Isothiocyanate (FITC)

Purified CK2 holoenzyme (1 mg/mL) was covalently coupled to 5(6)-fluorescein isothiocyanate
(FITC) using the “FITC labeling Kit” from Calbiochem (San Diego, CA, USA) according to the
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instructions provided by the manufacturer. Before the labeling reaction CK2 solution was dialyzed
against carbonate buffer which is recommended for the labeling reaction. The FITC labeled CK2 was
stored in aliquots in PBS puffer with sodium azide (0.1%) at −20 ◦C.

4.12. Flow Cytometer Analysis and Sorting

Cells were harvested and washed three times with reaction buffer (50 mM Tris/HCl, pH 7.4,
100 mM NaCl, 10 mM MgCl2, 1 mM DTT) and resuspended in reaction buffer with 200 µm ATP to
a final OD578 of 1. Subsequently, 40 µL of this solution were incubated with 10 µL Fluorescein-coupled
CK2 (1 mg/mL) for 30 min at 37 ◦C with exclusion of light. After adding reaction buffer (with
200 µM ATP) to a final volume of 500 µL, an additionally incubation for 5 min at 37 ◦C occurred.
Accordingly cells were sedimented and washed three times with 200 µL reaction buffer (with 200 µM
ATP) and resuspended in 200 µL of this buffer for flow cytometer analysis. For each experiment at least
10,000 cells were analyzed with a FACSAria III instrument (Becton-Dickinson, Heidelberg, Germany)
with a ACDV option for sorting experiments or with a CyFlow Space (Partec, Münster, Germany)
for analysis. In all cases an excitation wavelength of 488 nm and a 527/30 nm filter for monitoring
fluorescence was used. Cytometry data were visualized by FlowJow 9.4.10 (Tree Star, Ashland, OR,
USA). In the case of sorting, single bacteria cells were deposited to LB agar plates containing 30 mg/L
kanamycin and were grown over night.

4.13. Capillary Electrophoresis (CE)-based CK2 Assay

The inhibitory activity of the selected peptides on the CK2 holoenzyme and the CK2α subunit
was determined using a non-radiometric capillary electrophoresis (CE) assay of Gratz et al. [38] with
slight modifications. As substrate the common CK2 peptide RRRDDDSDDD was used. In the case
of CK2α the amount of NaCl in the kinase and assay buffer was reduced to 20 mM, since the CK2α
subunit without β is salt sensitive. The incubation time of CK2 holoenzyme reaction was reduced
to 7 min, to keep the reaction within the linear range. Due to the reduced activity of the CK2α
subunit and the different temperature optimum, the reaction of CKα was performed at 25 ◦C for
30 min. A ProteomeLab PA800 System (Beckman, Coulter, Krefeld, Germany) was used for separation.
Detection of the phosphorylated and the unphosphorylated peptide was possible by the absorption
maximum of the peptide (195 nm) measured by its shoulder at 204 nm. The 32 karat 9.1 software
(Beckman Coulter) served for operating the measurement and analyzing the results.

For determination of IC50 values a concentration-response analysis of the compound of interest
was performed as described in Gratz et al. [38]. Concentrations ranging from 0.001 to 100 µM were
used. The calculation of the date occurs by GraphPad Prism 5 (GraphPad, La Jolla, CA, USA). The IC50

value represents the concentration at the midpoint (50%) of CK2 inhibition on a semi logarithmic
dose-response plot.

4.14. Mode of Inhibition

To figure out the mode of inhibition the previously described CK2 assay was used. For testing if
the inhibitor is competitive with respect to ATP, IC50 values were estimated as described before and
plotted versus the ATP concentration. Thereby measurements were performed using six different ATP
concentrations, ranging from 1 mM to 100 mM.

For testing if the inhibitor is competitive with respect to the substrate peptide, the rate of the
substrate peak at three different inhibitor concentrations (0 µM, 0.5 µM and 1 µM) were measured.
The reaction time of CK2 was reduced from 7 to 6 min, so the reaction is within the linear range for
substrate concentrations, which are lower than under standard conditions (114 µM). These data were
plotted in a Lineweaver-Burk diagram against four varied substrate concentrations (11.4 µM, 22.8 µM,
57 µM and 228 µM) [39].
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4.15. Expression and Purification of GST-CK2α

The cDNA of human CK2α was cloned in frame in the BamH1 site of pGEX4-T-1 (GE Healthcare,
Freiburg, Germany). GST-CK2α was expressed in E. coli XL1Blue according to the protocol of
Aberle et al. [62]. Bacteria were harvested by centrifugation at 5000× g and 4 ◦C for 10 min.
The bacterial pellet from 500 mL culture was resuspended in 25 ml buffer R1 (100 mM Tris-HCl, pH 7.8,
100 mM NaCl, 10 mM MgCl2, 0.1% Tween 20) supplemented with protease inhibitor (Complete®,
Roche Diagnostics, Mannheim, Germany) and 1 mg/mL lysozyme. Cells were lysed on ice by stirring
for 15 min, followed by subsequent sonification. After centrifugation at 20,000× g and 4 ◦C for
10 min, the supernatant was subjected to affinity purification with 300 µL glutathione sepharose beads
(GE Healthcare) pre-equilibrated with cold Buffer R1. The cell lysate was incubated with the beads
under slight agitation at 4 ◦C for 90 min. The resin was washed with at least 30 beads volumes of
Buffer R1. For pull-down experiments immobilized GST-fusion protein was left on the resin.

4.16. In Vitro Translation of CK2β

The cDNA of human CK2β in a pRSET A plasmid [63] was used for the T7-polymerase
dependent in vitro translation by a reticulocyte lysate. CK2β was in vitro translated in the presence
of [35S]methionine according to the manufacturer´s recommendations (TNT T7 coupled reticulocyte
lysate system, Promega GmbH, Mannheim, Germany).

4.17. Pull Down Assay with Recombinant Proteins

The pull down assay was essentially done as described by Sun et al. [64]. Purified GST or
GST-CK2α (10 µg) were immobilized on GSH-sepharose and equilibrated with PBS-T binding buffer
(PBS, pH 7.4, 1% Tween 20). Immobilized proteins were pre-incubated with 25 or 100 µM B2 peptide
for 1 h at 4 ◦C under slight agitation. Then 7.5 µL of in vitro translated CK2β was added to the mixture
and incubation was continued over night at 4 ◦C. After washing three times with cold PBS-T, bound
proteins were eluted with SDS sample buffer (65 mM Tris-HCl, pH 6.8, 2% SDS, 5% β-mercaptoethanol,
10% glycerol, 0.01% bromophenol blue) and analysed by SDS polyacrylamide gel electrophoresis,
followed by protein staining with Coomassie blue and autoradiography.

4.18. Click Reaction of CK2α-pAzF and CK2β1-193-pAzF

The biosynthesis and purification of CK2α-pAzF was performed as described before [42]. For the
recombinant expression of CK2β1-193-pAzF, plasmids pCK2β1-193,Y176Stop and pEVOL-pAzF were used
to transform E. coli BL21(DE3). CK2β1-193-pAzF was obtained and purified referring to the process of
CK2α-pAzF [42] with the exception that before purification the cell lysate was stirred overnight at 4 ◦C
in order to extract CK2β1-193-pAzF [54].

Purified CK2α-pAzF (130 µg/mL) in buffer P50 (25 mM Tris/HCl (pH 8.5), 50 mM NaCl) was
incubated with 50 µM DBCO-Sulfo-Cy5 (Jena Bioscience, Jena, Germany) for 1 h in the dark at room
temperature (RT). By SPAAC reaction the specific labeled CK2α-DBCO-Sulfo-Cy5 was obtained. For the
site-specific labeling of CK2β1-193, purified CK2β1-193-pAzF in buffer P100 (25 mM Tris/HCl (pH 8.5),
100 mM NaCl) was treated with fluorescein alkyne (0.25 mM), TCEP (Tris(2-carboxyethyl)phosphine,
1 mM), TBTA (Tris(benzyltriazolylmethyl)amine, 0.17 mM) and CuSO4 (1 mM) for for 1 h in the dark
at RT. By CuAAC reaction the specific labeled CK2β1-193-Flu was obtained. For MST measurements
an additional ultrafiltration step using vivaspin500 columns (Sartorius, Göttingen, Germany) was used
to remove unbound fluorophore and additives of the click reaction.

4.19. MST Measurements

For MST measurements CK2α-DBCO-Sulfo-Cy5 and CK2β1-193-Flu were applied to the Monolith
NT.115 (NanoTemper Technologies GmbH, München, Germany). The concentration of the proteins
were determined in triplicate by NanoPhotometer Pearl (Imlpen, München, Germany). For KD value
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determination, 10 µL of CK2α-DBCO-Sulfo-Cy5 (100 nM) or CK2β1-193-Flu (100 nM) in kinase buffer
(50 mM Tris/HCl (Ph 7.5), 25 mM NaCl, 20 mM MgCl2) supplemented with 0.1% Tween-20 were
mixed with 10 µL B2 (50 mM Tris/HCl (pH 7.5), 25 mM NaCl, 20 mM MgCl2, 5% DMSO) in different
concentrations. Fluorescence (red filter (CK2α-DBCO-Sulfo-Cy5), blue filter (CK2β1-193-Flu)) and
thermophoresis (MST power 60%) were recorded at 37 ◦C for 30 s. The KD value was determined
from three independent measurements using MO.Affinity Analysis v2.1.3 software (NanoTemper
Technologies GmbH).

5. Conclusions

Human protein kinase CK2 plays an important role in the genesis of cancer. Up to date several
CK2 inhibitors were developed. Most of them target the highly conserved ATP cavity and show a weak
selectivity throughout human protein kinases. Hence, there is increasing interest in the development
of inhibitors with a different mode of inhibition. In the present study a potent peptidic non-ATP
competitive inhibitor (B2) of CK2 holoenzyme and the α-subunit was identified with an IC50 value of
0.8 µM. At higher concentrations (≥ 25 µM) it disturbed also the interaction between the α-subunit
and the β-subunit of CK2 to form the holoenzyme. No peptidic inhibitor of CK2 has been described
before exhibiting these characteristics. B2 could serve as starting point in the design of new libraries in
order to find a lead structure for the development of a new class of CK2 inhibitors.
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and contributed to the manuscript. Claudia Garmann constructed the libraries, analyzed the selected clones and
contributed to the manuscript. Andreas Gratz performed the flow cytometer experiments, measured inhibition
of CK2α, and contributed to the manuscript. Andre Bollacke measured the inhibition of CK2 holoenzyme.
Claudia Götz performed the pull down assays and contributed to the manuscript. Joachim Jose designed the
study, guided its coordination and wrote the manuscript. All authors analyzed and discussed the data.

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

References

1. Filhol, O.; Martiel, J.L.; Cochet, C. Protein kinase CK2: A new view of an old molecular complex. EMBO Rep.
2004, 5, 351–355. [CrossRef] [PubMed]

2. Litchfield, D.W. Protein kinase CK2: Structure, regulation and role in cellular decisions of life and death.
Biochem. J. 2003, 369, 1–15. [CrossRef] [PubMed]

3. Landesman-Bollag, E.; Romieu-Mourez, R.; Song, D.H.; Sonenshein, G.E.; Cardiff, R.D.; Seldin, D.C. Protein
kinase CK2 in mammary gland tumorigenesis. Oncogene 2001, 20, 3247–3257. [CrossRef] [PubMed]

4. Laramas, M.; Pasquier, D.; Filhol, O.; Ringeisen, F.; Descotes, J.L.; Cochet, C. Nuclear localization of protein
kinase CK2 catalytic subunit (CK2α) is associated with poor prognostic factors in human prostate cancer.
Eur. J. Cancer 2007, 43, 928–934. [CrossRef] [PubMed]

5. Zou, J.; Luo, H.; Zeng, Q.; Dong, Z.; Wu, D.; Liu, L. Protein kinase CK2α is overexpressed in colorectal cancer
and modulates cell proliferation and invasion via regulating emt-related genes. J. Transl. Med. 2011, 9, 97.
[CrossRef] [PubMed]

6. Duncan, J.S.; Litchfield, D.W. Too much of a good thing: The role of protein kinase CK2 in tumorigenesis and
prospects for therapeutic inhibition of CK2. Biochim. Biophys. Acta 2008, 1784, 33–47. [CrossRef] [PubMed]

7. Kim, J.S.; Eom, J.I.; Cheong, J.W.; Choi, A.J.; Lee, J.K.; Yang, W.I.; Min, Y.H. Protein kinase CK2α as
an unfavorable prognostic marker and novel therapeutic target in acute myeloid leukemia. Clin. Cancer Res.
2007, 13, 1019–1028. [CrossRef] [PubMed]

8. Ryu, M.Y.; Kim, D.W.; Arima, K.; Mouradian, M.M.; Kim, S.U.; Lee, G. Localization of CKII β subunits in
lewy bodies of parkinson's disease. J. Neurol. Sci. 2008, 266, 9–12. [CrossRef] [PubMed]

9. Trembley, J.H.; Chen, Z.; Unger, G.; Slaton, J.; Kren, B.T.; Van Waes, C.; Ahmed, K. Emergence of protein
kinase CK2 as a key target in cancer therapy. Biofactors 2010, 36, 187–195. [CrossRef] [PubMed]

10. Sarno, S.; Salvi, M.; Battistutta, R.; Zanotti, G.; Pinna, L.A. Features and potentials of ATP-site directed CK2
inhibitors. Biochim. Biophys. Acta Proteins Proteom. 2005, 1754, 263–270. [CrossRef] [PubMed]

http://dx.doi.org/10.1038/sj.embor.7400115
http://www.ncbi.nlm.nih.gov/pubmed/15060571
http://dx.doi.org/10.1042/bj20021469
http://www.ncbi.nlm.nih.gov/pubmed/12396231
http://dx.doi.org/10.1038/sj.onc.1204411
http://www.ncbi.nlm.nih.gov/pubmed/11423974
http://dx.doi.org/10.1016/j.ejca.2006.11.021
http://www.ncbi.nlm.nih.gov/pubmed/17267203
http://dx.doi.org/10.1186/1479-5876-9-97
http://www.ncbi.nlm.nih.gov/pubmed/21702981
http://dx.doi.org/10.1016/j.bbapap.2007.08.017
http://www.ncbi.nlm.nih.gov/pubmed/17931986
http://dx.doi.org/10.1158/1078-0432.CCR-06-1602
http://www.ncbi.nlm.nih.gov/pubmed/17289898
http://dx.doi.org/10.1016/j.jns.2007.08.027
http://www.ncbi.nlm.nih.gov/pubmed/17884098
http://dx.doi.org/10.1002/biof.96
http://www.ncbi.nlm.nih.gov/pubmed/20533398
http://dx.doi.org/10.1016/j.bbapap.2005.07.043
http://www.ncbi.nlm.nih.gov/pubmed/16198160


Pharmaceuticals 2017, 10, 6 19 of 21

11. Pagano, M.A.; Andrzejewska, M.; Ruzzene, M.; Sarno, S.; Cesaro, L.; Bain, J.; Elliott, M.;
Meggio, F.; Kazimierczuk, Z.; Pinna, L.A. Optimization of protein kinase CK2 inhibitors derived from
4,5,6,7-tetrabromobenzimidazole. J. Med. Chem. 2004, 47, 6239–6247. [CrossRef] [PubMed]

12. Nie, Z.; Perretta, C.; Erickson, P.; Margosiak, S.; Almassy, R.; Lu, J.; Averill, A.; Yager, K.M.; Chu, S.
Structure-based design, synthesis, and study of pyrazolo[1,5-a][1,3,5]triazine derivatives as potent inhibitors
of protein kinase CK2. Bioorg. Med. Chem. Lett. 2007, 17, 4191–4195. [CrossRef] [PubMed]

13. Sarno, S.; de Moliner, E.; Ruzzene, M.; Pagano, M.A.; Battistutta, R.; Bain, J.; Fabbro, D.; Schoepfer, J.;
Elliott, M.; Furet, P.; et al. Biochemical and three-dimensional-structural study of the specific inhibition of
protein kinase CK2 by [5-oxo-5,6-dihydroindolo-(1,2-a)quinazolin-7-yl]acetic acid (IQA). Biochem. J. 2003,
374, 639–646. [CrossRef] [PubMed]

14. Siddiqui-Jain, A.; Drygin, D.; Streiner, N.; Chua, P.; Pierre, F.; O’Brien, S.E.; Bliesath, J.; Omori, M.; Huser, N.;
Ho, C.; et al. Cx-4945, an orally bioavailable selective inhibitor of protein kinase CK2, inhibits prosurvival
and angiogenic signaling and exhibits antitumor efficacy. Cancer Res. 2010, 70, 10288–10298. [CrossRef]
[PubMed]

15. Prudent, R.; Moucadel, V.; Laudet, B.; Barette, C.; Lafanechère, L.; Hasenknopf, B.; Li, J.; Bareyt, S.; Lacôte, E.;
Thorimbert, S.; et al. Identification of polyoxometalates as nanomolar noncompetitive inhibitors of protein
kinase CK2. Chem. Biol. 2008, 15, 683–692. [CrossRef] [PubMed]

16. Allende, C.C.; Allende, J.E. Promiscuous subunit interactions: A possible mechanism for the regulation of
protein kinase CK2. J. Cell. Biochem. Suppl. 1998, 30–31, 129–136. [CrossRef]

17. Laudet, B.; Moucadel, V.; Prudent, R.; Filhol, O.; Wong, Y.S.; Royer, D.; Cochet, C. Identification of chemical
inhibitors of protein-kinase CK2 subunit interaction. Mol. Cell. Biochem. 2008, 316, 63–69. [CrossRef]
[PubMed]

18. Moucadel, V.; Prudent, R.; Sautel, C.F.; Teillet, F.; Barette, C.; Lafanechere, L.; Receveur-Brechot, V.; Cochet, C.
Antitumoral activity of allosteric inhibitors of protein kinase CK2. Oncotarget 2011, 2, 997–1010. [CrossRef]
[PubMed]

19. Knight, Z.A.; Shokat, K.M. Features of selective kinase inhibitors. Chem. Biol. 2005, 12, 621–637. [CrossRef]
[PubMed]

20. Laudet, B.; Barette, C.; Dulery, V.; Renaudet, O.; Dumy, P.; Metz, A.; Prudent, R.; Deshiere, A.; Dideberg, O.;
Filhol, O.; et al. Structure-based design of small peptide inhibitors of protein kinase CK2 subunit interaction.
Biochem. J. 2007, 408, 363–373. [CrossRef] [PubMed]

21. Perea, S.E.; Reyes, O.; Baladron, I.; Perera, Y.; Farina, H.; Gil, J.; Rodriguez, A.; Bacardi, D.; Marcelo, J.L.;
Cosme, K.; et al. CIGB-300, a novel proapoptotic peptide that impairs the CK2 phosphorylation and exhibits
anticancer properties both in vitro and in vivo. Mol. Cell. Biochem. 2008, 316, 163–167. [CrossRef] [PubMed]

22. Perea, S.E.; Baladron, I.; Garcia, Y.; Perera, Y.; Lopez, A.; Soriano, J.L.; Batista, N.; Palau, A.; Hernández, I.;
Farina, H.; et al. CIGB-300, a synthetic peptide-based drug that targets the CK2 phosphoaceptor domain.
Translational and clinical research. Mol. Cell. Biochem. 2011, 356, 45–50. [CrossRef] [PubMed]

23. Martel, V.; Filhol, O.; Colas, P.; Cochet, C. P53-dependent inhibition of mammalian cell survival by
a genetically selected peptide aptamer that targets the regulatory subunit of protein kinase CK2. Oncogene
2006, 25, 7343–7353. [CrossRef] [PubMed]

24. Bibby, A.C.; Litchfield, D.W. The multiple personalities of the regulatory subunit of protein kinase CK2:
CK2 dependent and CK2 independent roles reveal a secret identity for CK2β. Int. J. Biol. Sci. 2005, 1, 67–79.
[CrossRef] [PubMed]

25. Smith, G.P. Filamentous fusion phage: Novel expression vectors that display cloned antigens on the virion
surface. Science 1985, 228, 1315–1317. [CrossRef] [PubMed]

26. Wernerus, H.; Stahl, S. Biotechnological applications for surface-engineered bacteria. Biotechnol. Appl. Biochem.
2004, 40, 209–228. [PubMed]

27. Szabo, A.; Heja, D.; Szakacs, D.; Zboray, K.; Kekesi, K.A.; Radisky, E.S.; Sahin-Toth, M.; Pal, G. High
affinity small protein inhibitors of human chymotrypsin C (CTRC) selected by phage display reveal unusual
preference for p4′ acidic residues. J. Biol. Chem. 2011, 286, 22535–22545. [CrossRef] [PubMed]

28. de Marco, R.; Azzolini, S.S.; Lovato, D.V.; Torquato, R.J.; Amino, R.; de Miranda, A.; Tanaka, A.S. Validation
of phage display method for protease inhibitor selection using synthetic hybrid peptides. Comb. Chem. High.
Throughput Screen. 2010, 13, 829–835. [CrossRef] [PubMed]

http://dx.doi.org/10.1021/jm049854a
http://www.ncbi.nlm.nih.gov/pubmed/15566294
http://dx.doi.org/10.1016/j.bmcl.2007.05.041
http://www.ncbi.nlm.nih.gov/pubmed/17540560
http://dx.doi.org/10.1042/bj20030674
http://www.ncbi.nlm.nih.gov/pubmed/12816539
http://dx.doi.org/10.1158/0008-5472.CAN-10-1893
http://www.ncbi.nlm.nih.gov/pubmed/21159648
http://dx.doi.org/10.1016/j.chembiol.2008.05.018
http://www.ncbi.nlm.nih.gov/pubmed/18635005
http://dx.doi.org/10.1002/(SICI)1097-4644(1998)72:30/31+&lt;129::AID-JCB17&gt;3.0.CO;2-P
http://dx.doi.org/10.1007/s11010-008-9821-6
http://www.ncbi.nlm.nih.gov/pubmed/18553057
http://dx.doi.org/10.18632/oncotarget.361
http://www.ncbi.nlm.nih.gov/pubmed/22184283
http://dx.doi.org/10.1016/j.chembiol.2005.04.011
http://www.ncbi.nlm.nih.gov/pubmed/15975507
http://dx.doi.org/10.1042/BJ20070825
http://www.ncbi.nlm.nih.gov/pubmed/17714077
http://dx.doi.org/10.1007/s11010-008-9814-5
http://www.ncbi.nlm.nih.gov/pubmed/18575815
http://dx.doi.org/10.1007/s11010-011-0950-y
http://www.ncbi.nlm.nih.gov/pubmed/21735096
http://dx.doi.org/10.1038/sj.onc.1209722
http://www.ncbi.nlm.nih.gov/pubmed/16751801
http://dx.doi.org/10.7150/ijbs.1.67
http://www.ncbi.nlm.nih.gov/pubmed/15951851
http://dx.doi.org/10.1126/science.4001944
http://www.ncbi.nlm.nih.gov/pubmed/4001944
http://www.ncbi.nlm.nih.gov/pubmed/15035661
http://dx.doi.org/10.1074/jbc.M111.235754
http://www.ncbi.nlm.nih.gov/pubmed/21515688
http://dx.doi.org/10.2174/138620710792927394
http://www.ncbi.nlm.nih.gov/pubmed/20615196


Pharmaceuticals 2017, 10, 6 20 of 21

29. Rajik, M.; Jahanshiri, F.; Omar, A.R.; Ideris, A.; Hassan, S.S.; Yusoff, K. Identification and characterisation of
a novel anti-viral peptide against avian influenza virus H9N2. Virol J. 2009, 6, 74. [CrossRef] [PubMed]

30. Welch, B.D.; VanDemark, A.P.; Heroux, A.; Hill, C.P.; Kay, M.S. Potent D-peptide inhibitors of HIV-1 entry.
Proc. Natl. Acad. Sci. USA 2007, 104, 16828–16833. [CrossRef] [PubMed]

31. Jose, J.; Betscheider, D.; Zangen, D. Bacterial surface display library screening by target enzyme labeling:
Identification of new human cathepsin g inhibitors. Anal. Biochem. 2005, 346, 258–267. [CrossRef] [PubMed]

32. Gratz, A.; Jose, J. Protein domain library generation by overlap extension (PDLGO): A tool for enzyme
engineering. Anal. Biochem. 2008, 378, 171–176. [CrossRef] [PubMed]

33. Gratz, A.; Jose, J. Focussing mutations to defined domains: Protein domain library generation by overlap
extension (PDLGO). In Cdna Libraries: New Techniques and Applications; Lu, C., Browse, J., Wallis, J.G., Eds.;
Humana Press: London, UK, 2011; Volume 279, pp. 153–166.

34. Jose, J.; Jähnig, F.; Meyer, T.F. Common structural features of IGA1 protease-like outer membrane protein
autotransporters. Mol. Microbiol. 1995, 18, 378–380. [CrossRef] [PubMed]

35. Burnett, G.; Kennedy, E.P. The enzymatic phosphorylation of proteins. J. Biol. Chem. 1954, 211, 969–980.
[PubMed]

36. Petermann, K.; Vordenbaumen, S.; Maas, R.; Braukmann, A.; Bleck, E.; Saenger, T.; Schneider, M.; Jose, J.
Autoantibodies to αs1-casein are induced by breast-feeding. PLoS ONE 2012, 7, e32716. [CrossRef] [PubMed]

37. Jose, J.; Bernhardt, R.; Hannemann, F. Cellular surface display of dimeric adx and whole cell p450-mediated
steroid synthesis on E. coli. J. Biotechnol. 2002, 95, 257–268. [CrossRef]

38. Gratz, A.; Götz, C.; Jose, J. A ce-based assay for human protein kinase CK2 activity measurement and
inhibitor screening. Electrophoresis 2010, 31, 634–640. [CrossRef] [PubMed]

39. Copeland, R.A. Evaluation of enzyme inhibitors in drug discovery: A guide for medicinal chemists and
pharmakologists. John Wiley & Sons, Inc.: Hoboken, NJ, USA, 2005.

40. Cheng, Y.; Prusoff, W.H. Relationship between the inhibition constant (K1) and the concentration of inhibitor
which causes 50 per cent inhibition (I50) of an enzymatic reaction. Biochem. Pharmacol. 1973, 22, 3099–3108.
[PubMed]

41. Jerabek-Willemsen, M.; Wienken, C.J.; Braun, D.; Baaske, P.; Duhr, S. Molecular interaction studies using
microscale thermophoresis. Assay Drug Dev. Technol. 2011, 9, 342–353. [CrossRef] [PubMed]

42. Nienberg, C.; Retterath, A.; Becher, K.S.; Saenger, T.; Mootz, H.D.; Jose, J. Site-specific labeling of protein
kinase CK2: Combining surface display and click chemistry for drug discovery applications. Pharmaceuticals
2016, 9, 36. [CrossRef] [PubMed]

43. Raaf, J.; Brunstein, E.; Issinger, O.G.; Niefind, K. The interaction of CK2α and CK2β, the subunits of protein
kinase CK2, requires CK2β in a preformed conformation and is enthalpically driven. Protein Sci. 2008, 17,
2180–2186. [CrossRef] [PubMed]

44. Chin, J.W.; Santoro, S.W.; Martin, A.B.; King, D.S.; Wang, L.; Schultz, P.G. Addition of p-azido-L-phenylalanine
to the genetic code of escherichia coli. J. Am. Chem. Soc. 2002, 124, 9026–9027. [CrossRef] [PubMed]

45. Georgiou, G.; Stathopoulos, C.; Daugherty, P.S.; Nayak, A.R.; Iverson, B.L.; Curtiss, R., 3rd. Display of
heterologous proteins on the surface of microorganisms: From the screening of combinatorial libraries to
live recombinant vaccines. Nat. Biotechnol. 1997, 15, 29–34. [CrossRef] [PubMed]

46. Boder, E.T.; Midelfort, K.S.; Wittrup, K.D. Directed evolution of antibody fragments with monovalent
femtomolar antigen-binding affinity. Proc. Natl. Acad. Sci. USA 2000, 97, 10701–10705. [CrossRef] [PubMed]

47. Daugherty, P.S.; Chen, G.; Olsen, M.J.; Iverson, B.L.; Georgiou, G. Antibody affinity maturation using
bacterial surface display. Protein Eng. 1998, 11, 825–832. [CrossRef] [PubMed]

48. Christmann, A.; Wentzel, A.; Meyer, C.; Meyers, G.; Kolmar, H. Epitope mapping and affinity purification of
monospecific antibodies by Escherichia coli cell surface display of gene-derived random peptide libraries.
J. Immunol. Methods 2001, 257, 163–173. [CrossRef]

49. Bessette, P.H.; Rice, J.J.; Daugherty, P.S. Rapid isolation of high-affinity protein binding peptides using
bacterial display. Protein Eng. Des. Sel. 2004, 17, 731–739. [CrossRef] [PubMed]

50. Kenrick, S.A.; Daugherty, P.S. Bacterial display enables efficient and quantitative peptide affinity maturation.
Protein Eng. Des. Sel. 2010, 23, 9–17. [CrossRef] [PubMed]

51. Perea, S.E.; Reyes, O.; Puchades, Y.; Mendoza, O.; Vispo, N.S.; Torrens, I.; Santos, A.; Silva, R.; Acevedo, B.;
Lopez, E.; et al. Antitumor effect of a novel proapoptotic peptide that impairs the phosphorylation by the
protein kinase 2 (casein kinase 2). Cancer Res. 2004, 64, 7127–7129. [CrossRef] [PubMed]

http://dx.doi.org/10.1186/1743-422X-6-74
http://www.ncbi.nlm.nih.gov/pubmed/19497129
http://dx.doi.org/10.1073/pnas.0708109104
http://www.ncbi.nlm.nih.gov/pubmed/17942675
http://dx.doi.org/10.1016/j.ab.2005.08.019
http://www.ncbi.nlm.nih.gov/pubmed/16225837
http://dx.doi.org/10.1016/j.ab.2008.03.051
http://www.ncbi.nlm.nih.gov/pubmed/18452697
http://dx.doi.org/10.1111/j.1365-2958.1995.mmi_18020378.x
http://www.ncbi.nlm.nih.gov/pubmed/8709857
http://www.ncbi.nlm.nih.gov/pubmed/13221602
http://dx.doi.org/10.1371/journal.pone.0032716
http://www.ncbi.nlm.nih.gov/pubmed/22496735
http://dx.doi.org/10.1016/S0168-1656(02)00030-5
http://dx.doi.org/10.1002/elps.200900514
http://www.ncbi.nlm.nih.gov/pubmed/20162588
http://www.ncbi.nlm.nih.gov/pubmed/4202581
http://dx.doi.org/10.1089/adt.2011.0380
http://www.ncbi.nlm.nih.gov/pubmed/21812660
http://dx.doi.org/10.3390/ph9030036
http://www.ncbi.nlm.nih.gov/pubmed/27355959
http://dx.doi.org/10.1110/ps.037770.108
http://www.ncbi.nlm.nih.gov/pubmed/18824508
http://dx.doi.org/10.1021/ja027007w
http://www.ncbi.nlm.nih.gov/pubmed/12148987
http://dx.doi.org/10.1038/nbt0197-29
http://www.ncbi.nlm.nih.gov/pubmed/9035102
http://dx.doi.org/10.1073/pnas.170297297
http://www.ncbi.nlm.nih.gov/pubmed/10984501
http://dx.doi.org/10.1093/protein/11.9.825
http://www.ncbi.nlm.nih.gov/pubmed/9796833
http://dx.doi.org/10.1016/S0022-1759(01)00461-6
http://dx.doi.org/10.1093/protein/gzh084
http://www.ncbi.nlm.nih.gov/pubmed/15531628
http://dx.doi.org/10.1093/protein/gzp065
http://www.ncbi.nlm.nih.gov/pubmed/19903738
http://dx.doi.org/10.1158/0008-5472.CAN-04-2086
http://www.ncbi.nlm.nih.gov/pubmed/15466209


Pharmaceuticals 2017, 10, 6 21 of 21

52. Prudent, R.; Cochet, C. New protein kinase CK2 inhibitors: Jumping out of the catalytic box. Chem. Biol.
2009, 16, 112–120. [CrossRef] [PubMed]

53. Prudent, R.; Sautel, C.F.; Cochet, C. Structure-based discovery of small molecules targeting different surfaces
of protein-kinase CK2. Biochim. Biophys. Acta Proteins Proteom. 2010, 1804, 493–498. [CrossRef] [PubMed]

54. Grankowski, N.; Boldyreff, B.; Issinger, O.G. Isolation and characterization of recombinant human casein
kinase II subunits α and β from bacteria. Eur. J. Biochem. 1991, 198, 25–30. [CrossRef] [PubMed]

55. Petermann, K.; Vordenbäumen, S.; Pyun, J.C.; Braukmann, A.; Bleck, E.; Schneider, M.; Jose, J. Autodisplay
of 60-kDa Ro/SS-A antigen and development of a surface display enzyme-linked immunosorbent assay for
systemic lupus erythematosus patient sera screening. Anal. Biochem. 2010, 407, 72–78. [CrossRef] [PubMed]

56. Zuo, R.; Ornek, D.; Wood, T.K. Aluminum- and mild steel-binding peptides from phage display.
Appl. Microbiol. Biotechnol. 2005, 68, 505–509. [CrossRef] [PubMed]

57. Kim, Y.K.; Chung, B.H.; Yoon, S.; Lee, K.K.; Lönnerdal, B.; Yu, D.Y. High-level expression of human αs1-casein
in Escherichia coli. Biotechnol. Tech. 1997, 11, 675–678. [CrossRef]

58. Hantke, K. Regulation of ferric iron transport in Escherichia coli K12: Isolation of a constitutive mutant.
Mol. Gen. Genet. 1981, 182, 288–292. [CrossRef] [PubMed]

59. Schultheiss, E.; Paar, C.; Schwab, H.; Jose, J. Functional esterase surface display by the autotransporter
pathway in Escherichia coli. J. Mol. Catal. 2002, 18, 89–97. [CrossRef]

60. Hastie, C.J.; McLauchlan, H.J.; Cohen, P. Assay of protein kinases using radiolabeled ATP: A protocol.
Nat. Protoc. 2006, 1, 968–971. [CrossRef] [PubMed]

61. Schneider, C.C.; Hessenauer, A.; Gotz, C.; Montenarh, M. Dmat, an inhibitor of protein kinase CK2 induces
reactive oxygen species and DNA double strand breaks. Oncol. Rep. 2009, 21, 1593–1597. [PubMed]

62. Aberle, H.; Butz, S.; Stappert, J.; Weissig, H.; Kemler, R.; Hoschuetzky, H. Assembly of the cadherin-catenin
complex in vitro with recombinant proteins. J. Cell. Sci. 1994, 107, 3655–3663. [PubMed]

63. Spohrer, S.; Dimova, E.Y.; Kietzmann, T.; Montenarh, M.; Gotz, C. The nuclear fraction of protein kinase
CK2 binds to the upstream stimulatory factors (USFS) in the absence of DNA. Cell. Signal. 2016, 28, 23–31.
[CrossRef] [PubMed]

64. Sun, Q.; Yu, X.P.; Degraff, D.J.; Matusik, R.J. Upstream stimulatory factor 2, a novel foxa1-interacting protein,
is involved in prostate-specific gene expression. Mol. Endocrinol. 2009, 23, 2038–2047. [CrossRef] [PubMed]

© 2017 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC-BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1016/j.chembiol.2009.01.004
http://www.ncbi.nlm.nih.gov/pubmed/19246001
http://dx.doi.org/10.1016/j.bbapap.2009.09.003
http://www.ncbi.nlm.nih.gov/pubmed/19766740
http://dx.doi.org/10.1111/j.1432-1033.1991.tb15982.x
http://www.ncbi.nlm.nih.gov/pubmed/2040287
http://dx.doi.org/10.1016/j.ab.2010.07.030
http://www.ncbi.nlm.nih.gov/pubmed/20692223
http://dx.doi.org/10.1007/s00253-005-1922-5
http://www.ncbi.nlm.nih.gov/pubmed/15703906
http://dx.doi.org/10.1023/A:1018463411263
http://dx.doi.org/10.1007/BF00269672
http://www.ncbi.nlm.nih.gov/pubmed/7026976
http://dx.doi.org/10.1016/S1381-1177(02)00063-2
http://dx.doi.org/10.1038/nprot.2006.149
http://www.ncbi.nlm.nih.gov/pubmed/17406331
http://www.ncbi.nlm.nih.gov/pubmed/19424641
http://www.ncbi.nlm.nih.gov/pubmed/7706414
http://dx.doi.org/10.1016/j.cellsig.2015.11.007
http://www.ncbi.nlm.nih.gov/pubmed/26577526
http://dx.doi.org/10.1210/me.2009-0092
http://www.ncbi.nlm.nih.gov/pubmed/19846536
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Autodisplay of Human S1-Casein and Cellular Labeling with CK2-FITC 
	Design of a Bacterial Surface Display Library 
	Selecting Peptides with Affinity towards CK2 by FACS 
	Peptide Expression and Sequence Analysis 
	CK2 Inhibitor Testing by Capillary Electrophoresis (CE)-Assay 
	Mode of Inhibition 
	In Vitro Pull Down Assay 
	MST Measurements 

	Discussion 
	Materials and Methods 
	Chemicals and Reagents 
	Bacteria, Plasmids, and Culture Conditions 
	Plasmid Construction Using Restriction Sites 
	Synthesis of Double Stranded DNA (dsDNA) 
	Construction of the Plasmid Used for Surface Display of the Library 
	Ligation 
	Transformation of E. coli by Electroporation 
	Outer Membrane Preparation 
	SDS-PAGE and Western Blot Analysis 
	Preparation of Recombinant Human Protein Kinase CK2 
	Coupling of CK2 with Fluorescein Isothiocyanate (FITC) 
	Flow Cytometer Analysis and Sorting 
	Capillary Electrophoresis (CE)-based CK2 Assay 
	Mode of Inhibition 
	Expression and Purification of GST-CK2 
	In Vitro Translation of CK2 
	Pull Down Assay with Recombinant Proteins 
	Click Reaction of CK2-pAzF and CK21-193-pAzF 
	MST Measurements 

	Conclusions 

