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1

Department of Medical Biochemistry and Microbiology, Uppsala University, BMC Box 582, SE-75123 Uppsala, Sweden,
Biotechnologie et Signalisation Cellulaire UMR 7242, Ecole Supérieure de Biotechnologie de Strasbourg, Boulevard Sébastien
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Chronic infection by high risk human papillomavirus (HPV) strains may lead to cancer. Expression of the
two viral oncoproteins E6 and E7 is largely responsible for immortalization of infected cells. The HPV E6 is a
small (approximately 150 residues) two domain protein that interacts with a number of cellular proteins
including the ubiquitin ligase E6-associated protein (E6AP) and several PDZ-domain containing proteins.
Our aim was to design a high-affinity binder for HPV E6 by linking two of its cellular targets. First, we
improved the affinity of the second PDZ domain from SAP97 for the C-terminus of HPV E6 from the
high-risk strain HPV18 using phage display. Second, we added a helix from E6AP to the N-terminus of the
optimized PDZ variant, creating a chimeric bivalent binder, denoted PDZbody. Full-length HPV E6
proteins are difficult to express and purify. Nevertheless, we could measure the affinity of the PDZbody for
E6 from another high-risk strain, HPV16 (Kd 565 nM). Finally, the PDZbody was used to
co-immunoprecipitate E6 protein from HPV18-immortalized HeLa cells, confirming the interaction
between PDZbody and HPV18 E6 in a cellular context.

A

t present, around 200 different types of human papillomaviruses (HPVs) have been documented1, and a
subset of these may cause cancer if the infection is not cleared from the body2. During infections the virus
hijacks the cell by expressing certain viral proteins, including HPV E6 and E7, which among other things
promote degradation of p53, Retinoblastoma tumour suppressor protein and PDZ-domain containing proteins,
respectively. Continued expression of HPV E6 and E7 could lead to transformation of the infected cell3.
Importantly, the transformed cell is only viable as long as the two proteins HPV E6 and E7 are expressed4 and
the HPV E6 protein is therefore considered a promising drug target5. For example, if expression of HPV E6 is
suppressed, levels of p53 will rise and the HPV-immortalized cancer cell may go into apoptosis. Repression of
HPV E66–8, including experiments using sonoporation of antibodies against HPV E69 as well as siRNA silencing
of HPV E6 mRNA10 have demonstrated the feasibility of the approach.
While antibodies work well in many cases, there is a general interest in exploring alternative scaffolds for
designing protein binders11,12. Inspired by previous work on bivalent inhibitors13–15 including studies in our
lab16–18 we have here developed a high-affinity chimeric protein binder of HPV E6 in two steps: (i) by optimizing
the affinity of one natural E6 ligand using phage display, namely PDZ2 from Synapse associated protein 97
(SAP97) and (ii) linking an alpha helix from another natural ligand of the E6 protein, the ubiquitin ligase E6associated protein (E6AP)19–21 to the optimized PDZ domain. This strategy of linking two binding epitopes that
have two distinct binding sites in their common target will usually result in an increased affinity for the target. The
binding of the first epitope is an intermolecular interaction with an affinity similar to that of the isolated epitope,
but the second binding event will be an intramolecular interaction. Herein lies the strength of multivalent
interactions: the high ‘‘efficient concentration’’ of the second epitope may substantially increase the affinity of
the linked, bivalent molecule for the target, as compared to the affinities of the individual epitopes15. However,
how much the affinity is improved by linking two epitopes is hard to predict and depends on several factors such
as linker length, interactions between linker and the protein target, and conformational constrains. The first part
of the design, to find two binding epitopes, which can be linked, may also prove difficult. We have employed the
attractive and straightforward strategy of using natural cellular interaction partners of our target, the HPV E6
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protein. Indeed, the resulting bivalent binder (denoted PDZbody)
has an affinity towards HPV16 E6 of around 65 nM and it can be
used in co-immunoprecipitation experiments to detect HPV18 E6 in
HeLa cells.

Results and Discussion
Design of inhibitors for protein-protein interactions is a rapidly
developing field22. Whereas potent small molecule inhibitors for
enzymes are relatively easy to design they are less efficient in protein-protein interactions, although a recent study shows encouraging
results for HPV16 E623. Nevertheless, peptidomimetics and protein
drugs are promising as drug candidates for multipartner-binding
proteins like the oncogenic HPV E6, given the high possibility of
specificity in protein-protein interactions. To this end we have
designed a bivalent protein binder of HPV E6, a chimera between
a PDZ domain and a helix from E6AP that we call PDZbody (‘‘PDZbased antibody’’).
Improving the affinity of a PDZ domain for HPV18 E6 by phage
display. The C-termini of high risk HPV E6 proteins interact with
PDZ domains from different proteins24, for example SAP97 (also
called human Dlg)25,26. X-ray and NMR studies show that the Cterminus of high-risk HPV E6 proteins binds to the peptide binding groove of the PDZ domain in a so-called canonical fashion, i.e., as
a b-strand to form an extended anti-parallel b-sheet with the PDZ
domain27,28. We have previously characterized the interaction between the C-terminal domain of E6 proteins, or peptides corresponding to C-termini, and different PDZ domains29–31. The
inherent affinity between SAP97 PDZ2 and the C-terminus of
HPV18 E6 was particularly high (0.4 mM)30. This PDZ domain has
been thoroughly investigated with regard to both binding29,31 and
folding32,33 and a crystal structure of the pseudo wild type SAP97
PDZ2 used in our studies is available (protein data bank code
2X7Z)32. It was therefore chosen as an appropriate protein scaffold
for the design of an HPV E6 binder. The pseudo wild type SAP97
PDZ2 contains two mutations: C378A to avoid formation of
disulphide bridges and I342W as a probe for fluorescence and
absorbance29. PDZ domains usually display affinities in the range
1-100 mM for natural ligands34,35. However, we reasoned that we
could further improve the affinity between this PDZ domain and
the HPV18 E6 C-terminus, based on previous phage display
experiments on other PDZ domains36,37.
A phage display library of the PDZ domain was thus designed as
follows. Five positions in the peptide binding pocket (His384,
Glu385, Val388, Leu391, Lys392) were selected based on their interactions with the peptide in the crystal structure between SAP97
PDZ2 and RRRETQV (Protein data bank code: 2I0L, Fig. 1)27. A
DNA library coding for the PDZ domain was designed such that
each of these five positions could encode all amino acid residues
except Cys (to avoid disulphide bridges), resulting in a theoretical
library size of 2.473106 unique members. The DNA library was
ligated into a modified version of the pComb3 phagemid38 such that
the expressed PDZ domain was C-terminally fused via a short linker
to the truncated geneIII protein. This arrangement allows each phage
to present on average one PDZ domain library member monovalently to the surrounding environment. The final phage library was
constructed by transformation of the plasmids into Escherichia coli
XL1-Blue cells. The number of transformants was roughly ten times
that of the unique members, allowing for complete coverage of all
possible variants in the selection.
Successful panning for a novel PDZ domain with increased affinity
for HPV18 E6 protein was carried out with the C-terminal domain of
HPV18 E6 (residues 82-158) linked via the N-terminus to His-tagged
lipoyl domain39 (Lipo-E618-C). This construct was immobilized via
the His-tag on paramagnetic precharged nickel particles. We started
with roughly 1012 phages (win) in the first round of selection and the
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enrichment of phages after each round was monitored as the ratio of
number of survivors over the number of phages entering the selection, (wout/win). The ratio wout/win started to grow after the second
round and levelled off after round 5 (5.931025, 1.131025, 6.531025,
1.731024 and 2.931024 for rounds one to five, respectively). After
round 5 the panning was stopped and the PDZ domain sequences
were analysed for 24 survivors. Among the 24 sequenced variants, 9
distinct sequences were present, as well as the wild type (Table 1).
The survivors of the phage display selection were expressed, purified and subjected to binding studies using stopped-flow spectroscopy to measure the affinity for the C-terminal domain of HPV18
E6 (Table 1, Fig. 2). The affinity of the best binder (PDZw9) after
phage display selection (93 nM) is good considering the affinities
generally observed (.1 mM) for supposedly natural PDZ-peptide
interactions35,40 or designed ones36,37,41. The increase in affinity was
due to a decrease in the dissociation rate constant koff, suggesting a
better complementarity in the binding interface. The three best PDZ
variants all contained the L391F mutation, which results in a larger
side-chain in the hydrophobic pocket of the PDZ domain. Possibly,
this leads to more favourable hydrophobic interactions with the last
residue of the HPV E6. The three best variants also contained mutation of Lys392 into a non-charged residue. The effect of this mutation
is less clear but could involve fewer unfavourable long-range interactions with the Arg side-chains of HPV18 E6 at positions 152, 153
and 154, which are situated adjacent to the four residues in the ligand
binding pocket of the PDZ domain (see Figure 1A).
Creating a bivalent high affinity binder towards HPV E6. Linking
two binding epitopes is an efficient strategy to increase affinity
towards a target. Hereby the effective concentration is increased
for the second part of the inhibitor once the first one is bound15.
The cancer-causing high-risk HPV E6 proteins are perfect targets for
bivalent inhibitors. The disordered C-terminus of HPV E6 proteins
binds to a peptide-binding groove on the PDZ domain to form an
extended b-sheet27. The HPV E6 protein has another well defined
interaction site for a-helices carrying the LxxLL motif19, which binds
between the two domains of the HPV E6 protein42 with mM
affinity43,44. By first optimizing the PDZ peptide-binding groove
with phage display and then combining this optimized PDZ
domain (PDZw9) with an LxxLL helix from E6AP we created
chimeric constructs denoted PDZbodies (Fig. 1).
Based on the crystal structure42, we designed PDZbodies in which
the LxxLL-motif containing helix from E6AP was attached to the Nterminus of PDZw9 via a Gly-Ser linker. It was difficult to estimate
the optimal length of the linker because (i) the C-terminus of HPV E6
is disordered and (ii) the effect of direct interactions between the
linker and HPV E6 is impossible to predict. Four different constructs
were therefore engineered with total linker lengths of 8, 15, 20 and 25
residues, respectively, counting from the E6AP helix to the first bstrand of the PDZ domain, as defined in the structure of the pseudo
wild type SAP97 PDZ2, solved without bound peptide32.
To evaluate the effect of the helix on the affinity, binding of fulllength HPV E6 to the four PDZbodies as well as to PDZw9 and the
original pseudo wild type SAP97 PDZ2 was measured by isothermal
titration calorimetry (ITC) (Fig. 3, Table 2). HPV E6 proteins are
very difficult to express in a soluble monomeric form and HPV18 E6
is particularly problematic in this respect42. We therefore resorted to
use full-length HPV16 E6 for these binding experiments45,46. The
difference in sequence between HPV16 and HPV18 E6 that gives
the main difference in affinity and specificity for PDZ domains is the
C-terminal residue, which is Leu in HPV16 E6 and Val in HPV18
E647. First, we note that the affinity of PDZw9 towards HPV16 E6
(Table 2) was increased by the same factor as for the HPV18 E6 Cterminal domain (5-6-fold, Table 1). Secondly, and what is important
for the design, there was a clear positive effect on the Kd value upon
addition of the E6AP helix to PDZw9. The best effect was seen for
2
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Figure 1 | Strategy for designing a high affinity binder of HPV E6. (A) Crystal structure of SAP97 PDZ2 with bound peptide (RRRETQV) corresponding
to the C-terminus of HPV18 E6 (Protein data bank code: 2I0L). The five highlighted positions in the a-helix were included in the phage library. PDZ
domains usually bind the C-terminus of target proteins and the last residue, in this case a valine (Val0) is important for the affinity and specificity of the
interaction. The numbering of the peptide is according to convention in the PDZ field and peptide residues -4 to 0 correspond to residues 154–158,
respectively, in HPV18 E6. (B) The best binder obtained after the phage display selection (PDZw9) contained two substitutions as compared to the pseudo
wild type SAP97 PDZ2, namely L391F and K392M. Leu391 is part of the hydrophobic pocket, which binds the side-chain of the C-terminal residue. It is
likely that a Phe in this position results in a better fit of Val0 in the pocket. (C) To increase the affinity for HPV E6 (yellow) further, the E6AP helix (red)
was attached to the N-terminus of PDZw9 (grey) via a Gly-Ser linker (blue). The E6AP helix binds in between the two domains of HPV E6 and provides a
second interaction site for the resulting PDZbody. This hypothetical model of the complex between PDZbody20 and HPV E6 is based on the crystal
structures of HPV16 E6 with the E6AP helix (protein data bank code: 4GIZ) and that of SAP97 PDZ2.

Table 1 | PDZ variants selected by phage display towards the C-terminal domain of HPV18 E6 together with their binding rate constants and
affinities for Lipo-E618-C
PDZ variant
Pseudo wild type
PDZw1
PDZw2
PDZw3
PDZw4
PDZw5
PDZw6
PDZw7
PDZw8
PDZw9

Mutations
1

(9)
E385R (3)
E385H, L391F, K392Q (1)
L391F, K392A (1)
E385H, K392R (4)
E385H, K392T (1)
E385K, K392Q (1)
E385K, K392R (1)
E385T (2)
L391F, K392M (1)

koff (s21)

kon (mM21s21)
2

3.3 6 0.01
7.5 6 0.09
1.5 6 0.01
0.75 6 0.003
5.1 6 0.05
3.8 6 0.03
10.2 6 0.3
5.5 6 0.06
3.8 6 0.04
0.55 6 0.002

2

6.2 6 0.05
8.2 6 0.1
5.9 6 0.08
4.6 6 0.03
8.5 6 0.1
4.9 6 0.05
4.0 6 0.08
8.9 6 0.13
5.8 6 0.06
5.9 6 0.04

Kd (mM)
0.54 6 0.012
0.92 6 0.02
0.26 6 0.01
0.16 6 0.01
0.60 6 0.02
0.78 6 0.01
2.5 6 0.03
0.61 6 0.02
0.66 6 0.01
0.093 6 0.008

1

The number in parenthesis equals the number of a particular variant among the 24 sequenced after the phage display selection.
Value6standard error (koff and kon); the error for Kd is the propagated standard error (Kd 5 koff/kon).
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Figure 2 | Binding data for PDZw9 determined by stopped-flow spectroscopy. (A) The experimental binding trace was obtained by mixing 14 mM
PDZw9 variant with 2 mM of Lipo-E618-C. The trace was fitted to a single exponential function to obtain the observed rate constant kobs. (B) Observed rate
constants were plotted versus different concentrations of PDZw9 to obtain the association rate constant kon as the slope of the curve. (C) The dissociation
rate constant koff was determined separately in a displacement reaction, in which a pre-formed complex between the PDZw9 (0.75 mM) and the Cterminal domain of HPV18 E6 (0.75 mM) was mixed with a large excess of dansyl-labeled peptide corresponding to the C-terminal six residues of HPV18
E6 (300 mM). The peptide competes for binding to the PDZ domain and gives a distinct signal on binding. At high concentration of peptide, none of the
dissociated C-terminal domain of HPV18 E6 will re-bind, and the kobs value of the trace is equal to the overall dissociation rate constant, koff. The Kd value
is then calculated by taking koff/kon. See Table 1 for rate constants and Kd values for PDZ variants.

PDZbodies with the longer linkers 15, 20 and 25, with PDZbody20
displaying the lowest Kd value (65 nM) and thus a 14-fold improved
affinity (Table 2). The increase in affinity, resulting from an additional 1–1.6 kcal/mol in favourable free energy, was due to an
increase in the enthalpy of binding DH, consistent with extra binding
energy originating from the new interaction surface between the
helix and the HPV16 E6 protein. The observed binding stoichiometry was between 0.75–0.94, which is in good agreement with
the expected 151 ratio between PDZbody/PDZ domain variant
and HPV16 E6, respectively. HPV16 and 18 are both high-risk
strains with a similar overall structure of their respective E6 protein42,47. Whilst the affinity of PDZw9 for the C-terminus of
HPV18 E6 is around 10 times higher than that for HPV16 E6, we
can only speculate about the effect of the linked helix on the affinity
between PDZbody20 and full-length HPV18 E6. Nevertheless, one of
the highest natural affinities measured for PDZ domains is that
between wild-type SAP97 PDZ2 and HPV18 E6 C-terminal domain
(0.4 mM)30, and the measured affinity for HPV16 E6 and PDZbody20
is 6-fold higher than this.
Using the PDZbody to detect HPV18 E6 from HeLa cells. HeLa
cells are HPV18-immortalized cells and consequently express the
HPV18 E6 protein to suppress p5348. By transfection we overexpressed a construct with the PDZbody20 fused to a triple FLAG-tag
in HeLa cells. After 24 h the cells were lysed and the FLAG-tagged
PDZbody20 was captured by agarose beads carrying an antibody for
the FLAG-tag. The beads were washed and bound proteins released
by boiling and separated by SDS-PAGE. The proteins were subsequently transferred to a membrane by western blotting and detected
using antibodies against HPV18 E6, the FLAG-tag and actin,
respectively. Fig. 4 clearly shows that the PDZbody20 is able to
co-immunoprecipitate the HPV18 E6 protein in HeLa cells. The
PDZbody20 migrated near the 17 kDa protein marker on SDSPAGE gels which corresponds well with the theoretical molecular
weight of 16.6 kDa (158 amino acids) for this protein. These results
indicate that the PDZbody 20 can be used to efficiently detect
HPV18 E6 and suggest an interaction between the two proteins in
HeLa cells.
Concluding remarks. HPV E6 proteins promote degradation of p53
by recruiting the ubiquitin ligase E6AP, which ubiquitinates p53 and
thereby targets it for degradation20,21,48,49. In addition, HPV E6
SCIENTIFIC REPORTS | 5 : 9382 | DOI: 10.1038/srep09382

proteins from high-risk strains target PDZ-domain containing
proteins for proteosomal degradation50, which is believed to
contribute to the malignant transformation of infected cells3. Many
viral proteins, like HPV E6, have multiple cellular targets. Linking
(parts of) such natural targets may be a fertile general strategy to
obtain high-affinity binders, as exemplified here for the HPV E6
protein.

Methods
Design of constructs. Lipo-E618-C was constructed by PCR-amplification of DNA
corresponding to HPV18 E6 C-terminal domain (residues 82-158, UNiProtKB:
P06463), from a plasmid encoding the full-length sequence, and insertion of the
fragment into a modified pRSET vector (Invitrogen). The expressed construct was
made up of an N-terminal His-tagged Bacillus stearothermophilus lipoyl protein
domain39 followed by a thrombin cleavage site (LVPRGS) and finally the C-terminal
domain of HPV18 E6. The pseudo wild type SAP97 PDZ2 (residues 311-407) was the
same as used in previous experiments29,31,32. The nine different PDZ2 mutants
obtained after the phage display selection, designated PDZw1-9, were subcloned into
the same vector as described for Lipo-E618-C. PDZbodies were constructed by using
the plasmid encoding PDZw9 as a template. DNA corresponding to the amino acid
sequence KLMAAAELTLQELLGEER followed by a Gly-Ser linker ending with GlyThr was inserted in between the thrombin cleavage site and Val313 at the N-terminus
of PDZw9 (numbering of the PDZ domain is according to that of the pseudo wild type
SAP97 PDZ2 described above). This inserted sequence includes the LxxLL-motifcontaining helix from E6AP used in the recent crystal structure of HPV16 E642. The
length of the Gly-Ser linker was 3, 10, 15 and 20 residues, respectively, in four different
constructs. This resulted in total linker lengths between the E6AP helix and the first
strand of the PDZ domain of 8, 15, 20 and 25 residues, respectively. The PDZbodies
were named according to their respective total linker length, i.e. PDZbody20 has a
total linker length of 20 residues.
Phage display-Library construction and selection. Based on the sequence of our
pseudo wild type SAP97 PDZ2 construct, a library of the PDZ gene, randomized in
the codons for five selected residue positions (His384, Glu385, Val388, Leu391,
Lys392, see Fig. 1) and designed to encode all amino acid residues except Cys (to avoid
disulfide bridges), was purchased from AbD Serotec as a pool of linear DNA
fragments with XhoI and SpeI restriction sites in the 59 and 39 end, respectively. After
PCR-amplification of the library and subsequent digestion with the respective
restriction enzymes, the DNA was ligated into the pComb3 phagemid pC3scCro838
with a background (undigested pC3scCro8) of ,5%. The ligation mixture was
transformed into E. coli XL1-Blue cells by electroporation and the final library of M13
phages displaying PDZ variants was proliferated, harvested and resuspended
essentially as described earlier38. The library size was estimated as the number of
ampicillin-resistant transformants. Harvested phages were used immediately or
stored at 4uC. The phage display affinity selection is described in detail in Supporting
Information.
Expression and purification. Pseudo wild type SAP97 PDZ2, Lipo-E618-C, PDZw1-9
and the four PDZbodies 8, 15, 20 and 25, were expressed in E. coli BL21(DE3) pLysS

4

www.nature.com/scientificreports

Figure 3 | Effect of adding the E6AP helix to the N-terminus of the best binder after phage display, PDZw9. ITC experiments of binding between
full-length HPV16 E6 protein and (A) pseudo wild type SAP97 PDZ2, (B) PDZw9, (C) PDZbody8, (D) PDZbody15, (E) PDZbody20 and (F) PDZbody25.
See Table 2 for fitted parameters for all variants.
(Invitrogen). Transformed cells were grown at 37uC to an optical density 5 0.8-1 and
protein over-expression was induced with 1 mM isopropyl b-Dthiogalactopyranoside, after which the bacteria were grown overnight at 18uC.
Harvested cells were resuspended in Binding Buffer (BB) [50 mM Tris-HCl, pH 8.5,
500 mM NaCl] and lysed by sonication. The samples were then centrifuged for 1 h at
4uC and 35 000 g, and the supernatant was filtered through a 0.2 mM filter before

loading on a nickel-Sepharose fast flow (GE Healthcare) column. After washing with
BB containing 20 mM Imidazole, the His-lipoyl-tagged proteins were eluted with BB
containing 250 mM Imidazole. The proteins were then digested overnight with
thrombin (ca. 10 units per 15 mg protein) at room temperature before dialysis to Q
column buffer (QB) [50 mM Tris-HCl, pH 7.5] followed by loading on a Source 30Q
(GE Healthcare) column. The pure proteins were found in the flow through. Their

Table 2 | Parameters from ITC measurements of binding between PDZ variants and full-length HPV16 E6
PDZ variant

DH (kcal mol21)

n

Kd (mM)

DDGvariant-pWT (kcal mol21)

Pseudo wild type (pWT)
PDZw9
PDZbody8
PDZbody15
PDZbody20
PDZbody25

24.6 6 0.51
29.9 6 0.3
219.1 6 0.1
216.5 6 0.1
217.0 6 0.2
219.8 6 0.11

0.75 6 0.051
0.75 6 0.02
0.76 6 0.004
0.93 6 0.004
0.94 6 0.007
0.92 6 0.003

6.3 6 1.31
0.91 6 0.12
0.20 6 0.01
0.16 6 0.01
0.065 6 0.012
0.079 6 0.006

21.2 6 0.151
22.1 6 0.13
22.2 6 0.13
22.7 6 0.16
22.6 6 0.13

Value6standard error (DH, n and Kd); the error for DDGvariant-pWT is the propagated standard error (DDGvariant-pWT 5 RT ln(Kdvariant/KdpWT)).
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E6
PDZbody20
(FLAG-tag)

We corrected for heat of dilution using the small average effect of the three last
injection points. A control experiment in which HPV16 E6 was titrated into buffer
also showed small and similar values as the absolute of that average53. Origin 7.0
(Microcal) was used to determine the thermodynamic parameters of the HPV16 E6/
PDZ interaction using nonlinear least square fitting assuming a single-site model.

PDZbody20

IP: FLAG-tag

control

Input, PDZbody20

Input, control
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17 kDa
17 kDa

Actin
Figure 4 | HPV18 E6 is pulled down by PDZbody20. HeLa-cells were
transfected with either a control CMV vector expressing the triple FLAGtag or the same vector expressing the pPDZbody20 with a triple FLAG-tag.
After 24 h the cells were harvested and the lysate was incubated with
agarose beads with anti-FLAG-tag antibodies to immunoprecipitate (IP)
the PDZbody20. After elution, samples were run on denaturing
polyacrylamide gels, followed by western blotting using antibodies to
HPV18 E6 and FLAG-tag. Actin was used as a control to ensure equal
protein amounts in the input lysate. Two separate gels were run and each
blotted independently for either HPV18 E6 or FLAG-tag. Input levels
represent 5% of total protein lysate used for co-immunoprecipitation.
purity was checked on SDS-PAGE stained with Coomassie Brilliant Blue, and their
identity confirmed with matrix-assisted laser desorption/ionization time of flight
mass spectrometry. For pseudo wild type SAP97 PDZ2 the purification included an
intermediate step in which the digested and dialysed sample was supplemented with
imidazole to a final concentration of 20 mM and reloaded on the nickel column, after
which the flow through was loaded on the Q column. For Lipo-E618-C, purification
was done as above with the differences that (i) all buffers contained 2 mM bmercaptoethanol, and (ii) after elution from the nickel column thrombin digestion
was omitted and (iii) the sample was eluted from the nickel column in buffer without
NaCl and thereafter diluted three times in QB before loading on the Q column. The
pure protein was eluted with a 300 ml gradient of 0-150 mM NaCl in QB buffer. For
preparation of samples for measurements with ITC the pure protein sample was
supplemented with NaCl to a final concentration of 500 mM and the residual
thrombin was removed by passing it through a Benzamidine column (GE Healthcare)
equilibrated with QB containing 500 mM NaCl. Full-length HPV16 E6 was expressed
and purified as described42,46.
Stopped-flow experiments. All of the stopped-flow experiments conducted in order
to measure the rate constants for the Lipo-E618-C/PDZ interaction, were performed
on an SX-20MV stopped-flow spectrometer (Applied Photophysics Leatherhead,
UK) at 10uC in 50 mM potassium phosphate buffer, pH 7.5, 240 mM bmercaptoethanol. Fluorescence was monitored using the change in emission of the
tryptophan Trp342 located in our PDZ variants (excitation at 280 nm; emission at
330 6 30 nm). The rate constants of association, kon, and dissociation, koff, were
determined by performing two different sets of experiments. For determination of kon
we mixed PDZ (varied between 6–20 mM in different experiments) with Lipo-E618-C
(2 mM) and fitted the resulting trace of increase in tryptophan emission upon binding
to a single exponential equation to obtain the observed rate constant kobs at each PDZ
concentration. The kobs values were plotted versus the concentration of PDZ variant
and fitted to the general equation for a reversible bimolecular interaction51,52 from
which kon was derived. The koff was measured with a displacement experiment in
which a pre-formed complex of PDZ variant (0.75 mM) and Lipo-E618-C (0.75 mM)
was mixed with high concentrations of a dansylated YKQTSV-peptide (20, 150 and
300 mM), which competes with Lipo-E618-C for binding to the PDZ. The observed
decrease in tryptophan emission was fitted to a single exponential equation to obtain
kobs. The kobs value at high peptide concentration is equal to the overall koff value, as
described previously29.
ITC experiments. Isothermal titration calorimetry experiments were performed on
an ITC200 (Microcal) at 25uC in 20 mM sodium phosphate buffer, pH 6.8, 200 mM
NaCl, 1 mM TCEP. Full-length HPV16 E6 protein was titrated into solutions of
pseudo wild type SAP97 PDZ2, PDZw9, PDZbody8, PDZbody15, PDZbody20 and
PDZbody25. The experiments were designed so that the C values were within 1–1000
(C value 5 N 3 [Protein]/Kd, where N is the stoichiometry of the interaction,
[Protein] is the concentration of protein in the cell and Kd is the equilibrium
dissociation constant).
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Co-Immunoprecipitation. Plates (10 cm) were seeded with 33106 HeLa cells in
10 ml DMEM, 10% Foetal Calf Serum, 1% PeSt (penicillin and streptomycin). After
24 h the cells were transfected with empty p3XFLAG_CMV vector (encoding a triple
FLAG-tag) as a control, or the same vector expressing the pPDZbody20 with a triple
FLAG-tag in the C-terminus. using Turbofect (Thermo Scientific), according to
recommendations. Briefly, 10 mg plasmid was mixed with 1 ml RPMI media. After
vortexing, 20 ml Turbofect was added, the mix was further vortexed, incubated for
20 min and then added dropwise to the cells. After another 24 h the transfections
were harvested using 750 ml lysis buffer/plate, according to protocol (SIGMA, ANTIFLAG M2 Affinity Gel, #A2220). Protein levels in the lysates were determined using
the BCA protein assay (Pierce Biotechnology) and a total amount of 1.5 mg was
routinely obtained. Lysate corresponding to a total of 1 mg of protein was
used per sample in subsequent co-immunoprecipitation experiments. Coimmunoprecipitation was performed according to the manufacturers
recommendations (SIGMA, #A2220). Briefly, FLAG-tag antibody (M2)-beads were
washed in 13TBS (50 mM Tris-HCl, with 150 mM NaCl, pH 7.4) and then
incubated with 3% (w/v) bovine serum albumin in 13TBS for 1 h at 4uC. After
washing the beads with 13TBS they were divided between the samples and incubated
for 24 h at 4uC. After washing in 13TBS, bound proteins were eluted by boiling the
beads with 15 ml protein loading dye for 5 min. The samples were centrifuged to
remove any precipitate and the proteins in the supernatant were loaded and separated
on AnyKD page gels (Mini-protean TGX, 4–20%, BIO-RAD).
Western blotting. The samples were transferred onto PVDF membranes by wet
blotting at 180 mA for 1 h. The membranes were incubated with Odyssey Blocking
Buffer (PBS based) (LI-COR Biosciences) for 1 h at 22uC. After a brief rinse in 13PBS
the membranes were incubated overnight at 4uC with primary antibodies, HPV18-E6
(15100 dilution, sc-365089, Santa Cruz), FLAG-tag (152500 dilution, M2, SIGMA)
and anti-actin (152500 dilution, sc-1616, Santa Cruz) diluted in Blocking Buffer.
Secondary antibodies used were anti-mouse-IRDye800 (LI-COR Biosciences) and
anti-goat-IRDye800 (LI-COR Biosciences) diluted in Blocking Buffer. After
incubation with primary and secondary antibodies the membranes were washed for
3320 min with 13PBS. The membranes were analysed in an Odyssey Imager (LICOR Biosciences).
1. Bzhalava, D., Eklund, C. & Dillner, J. International standardization and
classification of human papillomavirus types. Virology 476, 341–344 (2015).
2. Doorbar, J. et al. The biology and life-cycle of human papillomaviruses. Vaccine 30
Suppl 5, F55–70 (2012).
3. Moody, C. A. & Laimins, L. A. Human papillomavirus oncoproteins: pathways to
transformation. Nat. Rev. Cancer 10, 550–560 (2010).
4. Magaldi, T. G. et al. Primary human cervical carcinoma cells require human
papillomavirus E6 and E7 expression for ongoing proliferation. Virology 422,
114–124 (2012).
5. Manzo-Merino, J., Thomas, M., Fuentes-Gonzalez, A. M., Lizano, M. & Banks, L.
HPV E6 oncoprotein as a potential therapeutic target in HPV related cancers.
Expert Opin. Ther. Targets 17, 1357–1368 (2013).
6. Goodwin, E. C. & DiMaio, D. Repression of human papillomavirus oncogenes in
HeLa cervical carcinoma cells causes the orderly reactivation of dormant tumor
suppressor pathways. Proc. Natl. Acad. Sci. U. S. A. 97, 12513–12518 (2000).
7. Horner, S. M., DeFilippis, R. A., Manuelidis, L. & DiMaio, D. Repression of the
Human Papillomavirus E6 Gene Initiates p53-Dependent, TelomeraseIndependent Senescence and Apoptosis in HeLa Cervical Carcinoma Cells.
J. Virol. 78, 4063–4073 (2004).
8. Morrison, M. A. et al. Targeting the human papillomavirus E6 and E7 oncogenes
through expression of the bovine papillomavirus type 1 E2 protein stimulates
cellular motility. J. Virol. 85, 10487–10498 (2011).
9. Togtema, M. et al. Sonoporation Delivery of Monoclonal Antibodies against
Human Papillomavirus 16 E6 Restores p53 Expression in Transformed Cervical
Keratinocytes. PLoS ONE 7, e50730 (2012).
10. Courtête, J. et al. Suppression of cervical carcinoma cell growth by
intracytoplasmic codelivery of anti-oncoprotein E6 antibody and small
interfering RNA. Mol. Cancer Ther. 6, 1728–1735 (2007).
11. Binz, H. K. et al. High-affinity binders selected from designed ankyrin repeat
protein libraries. Nat. Biotechnol. 22, 575–582 (2004).
12. Nygren, P.-A. Alternative binding proteins: affibody binding proteins developed
from a small three-helix bundle scaffold. FEBS J. 275, 2668–2676 (2008).
13. Corson, T. W., Aberle, N. & Crews, C. M. Design and Applications of Bifunctional
Small Molecules: Why Two Heads Are Better Than One. ACS Chem. Biol. 3,
677–692 (2008).
14. Gower, C. M., Chang, M. E. K. & Maly, D. J. Bivalent inhibitors of protein kinases.
Crit. Rev. Biochem. Mol. Biol. doi:10.3109/10409238.2013.875513 (2014).
15. Zhou, H.-X. Quantitative Account of the Enhanced Affinity of Two Linked scFvs
Specific for Different Epitopes on the Same Antigen. J. Mol. Biol. 329, 1–8 (2003).

6

www.nature.com/scientificreports
16. Bach, A. et al. Design and synthesis of highly potent and plasma-stable dimeric
inhibitors of the PSD-95-NMDA receptor interaction. Angew. Chem. Int. Ed Engl.
48, 9685–9689 (2009).
17. Bach, A. et al. A high-affinity, dimeric inhibitor of PSD-95 bivalently interacts
with PDZ1-2 and protects against ischemic brain damage. Proc. Natl. Acad. Sci.
U. S. A. 109, 3317–3322 (2012).
18. Chi, C. N. et al. Deciphering the kinetic binding mechanism of dimeric ligands
using a potent plasma-stable dimeric inhibitor of postsynaptic density protein-95
as an example. J. Biol. Chem. 285, 28252–28260 (2010).
19. Chen, J. J., Hong, Y., Rustamzadeh, E., Baleja, J. D. & Androphy, E. J. Identification
of an alpha helical motif sufficient for association with papillomavirus E6. J. Biol.
Chem. 273, 13537–13544 (1998).
20. Huibregtse, J. M., Scheffner, M. & Howley, P. M. Localization of the E6-AP regions
that direct human papillomavirus E6 binding, association with p53, and
ubiquitination of associated proteins. Mol. Cell. Biol. 13, 4918–4927 (1993).
21. Scheffner, M., Huibregtse, J. M., Vierstra, R. D. & Howley, P. M. The HPV-16 E6
and E6-AP complex functions as a ubiquitin-protein ligase in the ubiquitination
of p53. Cell 75, 495–505 (1993).
22. Wells, J. A. & McClendon, C. L. Reaching for high-hanging fruit in drug discovery
at protein-protein interfaces. Nature 450, 1001–1009 (2007).
23. Malecka, K. A. et al. Identification and characterization of small molecule human
papillomavirus E6 inhibitors. ACS Chem. Biol. 9, 1603–1612, doi:10.1021/
cb500229d (2014).
24. Pim, D. et al. Human papillomaviruses and the specificity of PDZ domain
targeting: HPV PDZ interactions. FEBS J. 279, 3530–3537 (2012).
25. Kiyono, T. et al. Binding of high-risk human papillomavirus E6 oncoproteins to
the human homologue of the Drosophila discs large tumor suppressor protein.
Proc. Natl. Acad. Sci. U. S. A. 94, 11612–11616 (1997).
26. Lee, S. S., Weiss, R. S. & Javier, R. T. Binding of human virus oncoproteins to hDlg/
SAP97, a mammalian homolog of the Drosophila discs large tumor suppressor
protein. Proc. Natl. Acad. Sci. U. S. A. 94, 6670–6675 (1997).
27. Zhang, Y. et al. Structures of a human papillomavirus (HPV) E6 polypeptide
bound to MAGUK proteins: mechanisms of targeting tumor suppressors by a
high-risk HPV oncoprotein. J. Virol. 81, 3618–3626 (2007).
28. Liu, Y., Henry, G. D., Hegde, R. S. & Baleja, J. D. Solution structure of the hDlg/
SAP97 PDZ2 domain and its mechanism of interaction with HPV-18
papillomavirus E6 protein. Biochemistry 46, 10864–10874 (2007).
29. Chi, C. N. et al. A sequential binding mechanism in a PDZ domain. Biochemistry
48, 7089–7097 (2009).
30. Chi, C. N. et al. Biophysical Characterization of the Complex between Human
Papillomavirus E6 Protein and Synapse-associated Protein 97. J. Biol. Chem. 286,
3597–3606 (2011).
31. Hultqvist, G. et al. Energetic pathway sampling in a protein interaction domain.
Structure 21, 1193–1202 (2013).
32. Haq, S. R. et al. The plastic energy landscape of protein folding: a triangular folding
mechanism with an equilibrium intermediate for a small protein domain. J. Biol.
Chem. 285, 18051–18059 (2010).
33. Hultqvist, G. et al. Tolerance of protein folding to a circular permutation in a PDZ
domain. PloS One 7, e50055 (2012).
34. Ivarsson, Y. Plasticity of PDZ domains in ligand recognition and signaling. FEBS
Lett. 586, 2638–2647 (2012).
35. Jemth, P. & Gianni, S. PDZ domains: folding and binding. Biochemistry (Mosc.)
46, 8701–8708 (2007).
36. Ernst, A. et al. Coevolution of PDZ domain–ligand interactions analyzed by highthroughput phage display and deep sequencing. Mol. Biosyst. 6, 1782 (2010).
37. Ferrer, M. et al. Directed evolution of PDZ variants to generate high-affinity
detection reagents. Protein Eng. Des. Sel. 18, 165–173 (2005).
38. Nilsson, M. T., Mossing, M. C. & Widersten, M. Functional expression and affinity
selection of single-chain cro by phage display: isolation of novel DNA-binding
proteins. Protein Eng. 13, 519–526 (2000).
39. Dardel, F., Davis, A. L., Laue, E. D. & Perham, R. N. Three-dimensional structure
of the lipoyl domain from Bacillus stearothermophilus pyruvate dehydrogenase
multienzyme complex. J. Mol. Biol. 229, 1037–1048 (1993).
40. Ivarsson, Y. et al. Large-scale interaction profiling of PDZ domains through
proteomic peptide-phage display using human and viral phage peptidomes. Proc.
Natl. Acad. Sci. U. S. A. 111, 2542–2547 (2014).

SCIENTIFIC REPORTS | 5 : 9382 | DOI: 10.1038/srep09382

41. Wiedemann, U. et al. Quantification of PDZ domain specificity, prediction of
ligand affinity and rational design of super-binding peptides. J. Mol. Biol. 343,
703–718 (2004).
42. Zanier, K. et al. Structural Basis for Hijacking of Cellular LxxLL Motifs by
Papillomavirus E6 Oncoproteins. Science 339, 694–698 (2013).
43. Liu, Y., Liu, Z., Androphy, E., Chen, J. & Baleja, J. D. Design and characterization
of helical peptides that inhibit the E6 protein of papillomavirus. Biochemistry 43,
7421–7431 (2004).
44. Zanier, K. et al. Kinetic analysis of the interactions of human papillomavirus E6
oncoproteins with the ubiquitin ligase E6AP using surface plasmon resonance.
J. Mol. Biol. 349, 401–412 (2005).
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A.K., J.R., D.Ö., T.M., G.T., M.N. and P.J. analysed the data. A.K., T.M., D.Ö. and P.J. wrote
the paper. All authors reviewed the final manuscript.

Additional information
Supplementary information accompanies this paper at http://www.nature.com/
scientificreports
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Karlsson, O.A. et al. Design of a PDZbody, a bivalent binder of the
E6 protein from human papillomavirus. Sci. Rep. 5, 9382; DOI:10.1038/srep09382 (2015).
This work is licensed under a Creative Commons Attribution 4.0 International
License. The images or other third party material in this article are included in the
article’s Creative Commons license, unless indicated otherwise in the credit line; if
the material is not included under the Creative Commons license, users will need
to obtain permission from the license holder in order to reproduce the material. To
view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/

7

