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Abstract

Background: The mechanism of small-molecule stabilised protein-protein interactions is of growing interest in the
pharmacological discovery process. A plethora of different substances including the aromatic sulphonamide E7820
have been identified to act by such a mechanism. The process of E7820 induced CAPERa degradation and the
resultant transcriptional down regulation of integrin a2 expression has previously been described for a variety of
different cell lines and been made responsible for E7820's antiangiogenic activity. Currently the application of E7820
in the treatment of various malignancies including pancreas carcinoma and breast cancer is being investigated in
pre-clinical and clinical trials. It has been shown, that integrin a2 deficiency has beneficial effects on bone
homeostasis in mice. To transfer E7820 treatment to bone-related pathologies, as non-healing fractures,
osteoporosis and bone cancer might therefore be beneficial. However, at present no data is available on the effect
of E7820 on osseous cells or skeletal malignancies.

Methods: Pre-osteoblastic (MC3T3 and Saos-2) cells and endothelial (eEnd2 cells and HUVECs) cells, each of human
and murine origin respectively, were investigated. Vitality assay with different concentrations of E7820 were
performed. All consecutive experiments were done at a final concentration of 50 ng/ml E7820. The expression and
production of integrin a2 and CAPERa were investigated by quantitative real-time PCR and western blotting.
Expression of CAPERa splice forms was differentiated by semi-quantitiative reverse transcriptase PCR.

Results: Here we present the first data showing that E7820 can increase integrin a2 expression in the pre-
osteoblast MC3T3 cell line whilst also reproducing canonical E7820 activity in HUVECs. We show that the aberrant
activity of E7820 in MC3T3 cells is likely due to differential activity of CAPERa at the integrin a2 promoter, rather
than due to differential CAPERa degradation or differential expression of CAPERa spliceforms.
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Conclusion: The results presented here indicate that E7820 may not be suitable to treat certain malignancies of
musculoskeletal origin, due to the increase in integrin a2 expression it may induce. Further investigation of the
differential functioning of CAPERa and the integrin a2 promoter in cells of various origin would however be
necessary to more clearly differentiate between cell lines that will positively respond to E7820 from those that will

Introduction

In recent years small-molecule protein ligand interface
stabilisers (SPLINTS) have become a topic of increased
interest and research, since various previously approved
and marketed drugs, such as lenalidomide, which has
shown strong activity against haematological malignan-
cies, were shown to act by this mechanism [1, 2]. SPLI
NTS act by stabilising protein-protein interactions (PPIs)
and have been identified in a large variety of different
signalling pathways [3].

The aromatic sulphonamide E7820 (N-(3-Cyano-4-
methyl-1H-indol-7-yl)-3-cyanobenzene-sulfonamide)
was initially characterised as a novel modulator of integ-
rin a2 expression and shown to decrease integrin a2
mRNA levels and integrin a2 expression on HUVEC cell
lines [4]. Since its first publication E7820 was shown to

possess anti-cancer activity in vitro and in vivo and has
been tested in phase I and phase II clinical trials [5-9].
More recently it was shown to act by stabilising PPIs
and thus identified as belonging to the SPLINTS [3, 10,
11].

E7820 acts as a “molecular glue” by stabilising the for-
mation of a complex between co-activator of activating
protein 1 and oestrogen receptors (CAPERa) and DDB-1
and cullin-4 associated factor 15 (DCAF15), resulting in
the increased proteasomal degradation of the former
[12]. In this process, DCAF15 serves as an adaptor con-
ferring substrate specificity to cullin-RING ubiquitin lig-
ase 4 (CRL4), as is illustrated in Fig. la [13]. CRL4 has
been shown to be widely expressed and play an import-
ant role in many physiological cellular processes as well
as in tumourigenesis [18]. Canonical E7820 activity
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Fig. 1 lllustration of CAPERa interactions and structure. a Interactions of CAPERa with DCAF15 mediated by E7820 via a molecular glue
mechanism leads to polyubiquitinylation (ubi) of the former by cullin-RING ubiquitin ligase 4 (CRL4) and subsequent proteasomal degradation
[12, 13]. This impedes the interaction between CAPERa and activator protein-1
represent plausible links to the regulation of integrin a2 expression [15, 1
serine/arginine-rich domain (SR) and three RNA-recognition motifs (RRM1-3) [14, 17]. The interaction sites with the c-Jun domain of activator
protein 1 (AP-1), with oestrogen receptor a and  (ER) and with activating signal co-integrator 2 (ASC-2) are indicated [14]. Purple labels indicate
71. Blue labels show the molecular interactions of specific amino acids with E7820 [10]. c
Structure of different CAPERa isoforms. The variable n-terminal domain (yellow) may be entirely deleted (AM1-C157), contain a substitution of an
alternate 25 amino acids for the initial 33 n-terminal amino acids (M1-K33sub25), lack 12 amino acids from serine 110 to serine 121 (AS110-5121),
only (AS121). The MII-2 domain (red) may be completely (AG366-1397) or partly (AE392-1397) missing. The murine (MM) and
human (HS) isoforms (iso) that contain each of these features are indicated
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(reduction of integrin a2 expression) has been shown in
human endothelial [4], haematopoietic and gastrointes-
tinal epithelial cells [12] as well as murine haematopoi-
etic cells [5]; although cell type specificity of the action
of E7820 has previously been proposed, no data to this
effect has been published and the basis for it has not
been elucidated thus far [4].

The genomic, RNA and protein sequences of CAPER«
can be found in the NCBI Gene database [19] for Mus
musculus (MM) under Gene ID: 170791 and for Homo
sapiens (HS) under Gene ID: 9584. Supplementary Table
3 gives an overview of the different mRNA and protein
isoforms. Figure 1b shows the functional domains of
CAPERa and correlates these with the features of the
different isoforms in part c. The locations of mutations
found in cell lines resistant to E7820 induced cell death
(purple in Fig. 1 [12, 17]), closely coincides with the pos-
ition of the amino acid residues known to interact with
E7820 (blue [10]), which suggests that resistance to deg-
radation may be the key mechanism governing E7820 re-
sistance. This is supported by the previously published
dose response analyses of mutant as well as DCAF15~/~
cells compared to parental cell lines [12].

Whilst the molecular mechanism of CAPERa degrad-
ation in response to E7820 has been elucidated in great
detail [10, 12], the same cannot be said for the effects
downstream of CAPERa. CAPERa is known to interact
directly with oestrogen receptor a and B (ER) and with
the c-Jun component of activating protein 1 (AP-1) via
interaction domains found between amino acids 356 and
400 and amino acids 290 and 400 of the full length pro-
tein respectively and enhances their transactivational ac-
tivities [14].

More recently, short peptide fragments corresponding
to the amino acids 356 to 400 of full length HCC1.3 and
HCC1.4 (Homo sapiens CAPERa isoforms a and b re-
spectively) were used to modulate CAPERa and AP-1
activity in triple negative breast cancer cells. This modu-
lation was different between the two peptides and also
between different cell lines even within the same tumour
entity [9]. This is plausible since the functionality of AP-
1 has been shown to be dependent on the exact compos-
ition of the Jun-Fos dimer [20], which may well be dif-
ferent in different cell lines. Together these reports
indicate that CAPERa may act independently and differ-
entially via ER and via AP-1. Both AP-1 and ERa have
been implicated in the regulation of integrin a2 expres-
sion which has also shown to be cell type and phase spe-
cific [15, 16, 21].

Despite the unclear downstream mechanism of action
of CAPER«a various groups have been able to show de-
creased integrin a2 expression in response to E7820 via
CAPERa degradation and linked it to, among others, re-
duced pulmonary metastasis of xenograft HCT-116 cells
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[22] and to reduce tumour volume as well as reduced
tumour associated angiogenesis in non-small cell lung
cancer xenograft models [23], the latter of which is
likely conferred at least in part by reduced integrin
o2 levels [24].

Integrin o2 expression on osteoblasts has also been
identified by our group as a promising target to modu-
late bone homoeostasis and potentially treat conditions
due to age related bone deterioration [25]. The integrin
a2 knockout mouse was shown to have an increased
amount of trabecular bone and improved biomechanical
properties, which was linked to increast osteoblast activ-
ity [25].

Together the previously published data identifies
E7820 induced changes in integrin a2 expression via
CAPERa degradation as a promising target for investiga-
tion in bone. Here we therefore analysed the effect of
E7820 on integrin a2 expression in human and murine
osseous and endothelial cell lines.

Materials and methods

Cell culture

MC3T3 cells [26] were available in the lab having previ-
ously been kindly provided by Prof. Hartmann (Depart-
ment of Bone and Skeletal Research, Institute for
Musculoskeletal Medicine, University Hospital Miinster,
Westfilische Wilhelms-Universitit Miunster, 48,149
Minster, Germany). They were cultured in a-MEM
(PAN Biotech) containing 10% FBS (Gibco, Lot:
42F2567K) and 2 mM L-glutamine and were used in pas-
sages 35 to 45. Their pre-osteoblast identity was subse-
quently confirmed by qRT-PCR and calcification assays
under differentiation induced by [-glycerolphosphate,
ascorbic acid and dexamethasone as described previously
[25]. Soas-2 cells [27] (Sigma, 89,050,205, used in pas-
sage 20 to 30) and eEnd2 cells [28] (kindly provided by
Prof. Hallmann, Institute of Physiological Chemistry and
Pathobiochemistry, Westfdlische Wilhelms-Universitit
Miinster, 48,149 Miinster, Germany) were cultured in
DMEM (Sigma) containing 10% FBS and used within 10
passages. Human umbilical vein endothelial cells
(HUVECs) were kindly provided by Prof. Schnittler (In-
stitute of Anatomy and Vascular Biology, Westfilische
Wilhelms-Universitdt ~ Miunster, 48,149  Minster,
Germany) having been isolated from three independent
donor cords as previously described [29] in accordance
with the approval given by the ethics board of the Uni-
versity of Miunster (2009-537-f-S) and confirmed HIV
and hepatitis B free. They were cultured on rat tail colla-
gen type I (Corning, Lot: 6116001) coated culture plates
in M-199 (Sigma) supplemented with 10% heat inacti-
vated FBS, 2mM L-glutamine, 15mM HEPES and
50 pg/ml ECGS (Sigma, Lot: SLBV3810) and used in the
second passage. 24 h prior to and during stimulation
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HUVECs were cultured in the standardised Endothelial
Cell Growth Medium (PromoCell) without antibiotics. If
not stated otherwise, all media were supplemented with
10 U/ml penicillin 10 pg/ml streptomycin (Merck) and
cells were incubated at 37 °C and 5% CO2 in humidified
atmosphere. Tests for mycoplasm contamination were
performed using the Venor’GeM Classic kit and the MD
Taq Polymerase (Minerva Biolabs) according to the
manufacturer’s instrucitons.

N-(3-Cyano-4-methyl-1H-indol-7-yl) ~ -3-cyano-ben-
zene-sulfonamide (E7820) was purchased from Holzel-
Biotech and phorbol 12-myristate 13-acetate (PMA) was
purchased from LC Laboratories’; both were dissolved in
DMSO (Sigma). DMSO concentration in culture media
was controlled throughout and never exceeded 0.3%.

In all assays analysing the expresion of integrin a2 ex-
pression PMA was used as a positive control. It is known
to increase integrin o2 expression [21], likely via the
protein kinase C pathway [30] and has been used in pre-
vious research into the activity of E7820, where it was
used to recover decreased integrin a2 expression after
treatment of HUVECs with E7820 [4] and into the func-
tioning of the integrin a2 promotor [21]. In order to
most closely reproduce this data, combined treatment
with E7820 and PMA was used as control for endothelial
cells. PMA alone was used as a control for osteoblastic
cells, since preliminary experiments had shown E7820 to
increase integrin a2 expression in these cells, thus mak-
ing a recovery, such as was observed for endothelial
cells, impossible.

Cytotoxicity assay

Cytotoxicity was assessed using the well-established
MTT assay [31] as a conjugate measure for cell prolifer-
ation, viability and metabolic activity. Briefly, 10% (v/v)
of MTT Reagent (1 mg/ml MTT in PBS) was added the
cells incubated at 37°C for 2h. The reaction product
was dissolved in 10% (m/v) SDS with 50% (v/v) dimethyl
formamide in distilled water. Quantification was per-
formed by absorption measurement at 550 nm with 630
nm reference wavelength using the Spark 10 M micro-
plate reader (Tecan). The cells were also monitored for
morphological changes using the CKX41 inverted phase
contrast microscope (Olympus).

Quantitative reverse transcription polymerase chain
reaction (qRT-PCR)

RNA for qRT-PCR was prepared using the RNeasy Mini
or Micro Kits (QIAGEN) as dictated by expected RNA
yield. Cells were lysed in RT-buffer supplemented with
1% (v/v) B-mercaptoethanol. The purification including
a DNAse digest using the RNAse free DNAse Set (QIAG
EN) was performed according to the manufacturers’ in-
structions. RNA concentration was measured by UV
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spectroscopy using the Eppendorf Bio Photometer and
pCuvette G1.0. 500 ng total RNA was used to produce
copy DNA (cDNA) for each sample using the High Cap-
acity RNA-to-cDNA-Kit (Thermo Fischer Scientific) ac-
cording to the manufacturer’s instructions. qRT-PCR
was performed in the CFX384 Real-Time System (Bio-
Rad) with the primers listed in supplementary Table S1
using the SYBR Fast Universal Kit (Kapa Biosystems) ac-
cording to the manufacturer’s instructions. All primers
were tested for specificity by analysis of the melting
curves and electrophoresis and for efficiency by meas-
urement of serial cDNA dilutions. qRT-PCR data was
quantified by the AACt method relative to GAPDH and
HPRT as housekeeping controls [32].

Semi-quantitative reverse transcription polymerase chain
reaction (sqRT-PCR)

Preparation of RNA and ¢cDNA was performed as de-
scribed for qRT-PCR. sqRT-PCR was performed using
the peqGOLD Taq all-inclusive Kit (Peqlab) and the
primers listed in supplementary Table S2 in the peq-
STAR 2X thermal cycler (VWR international) according
to the manufacturer’s instructions. Electrophoresis was
performed in a 2% agarose gel (peqGOLD universal-
agarose, VWR chemicals) containing 1x GelRed® nucleic
acid gel stain (Biotium) and the bands were visualised
using the FAS-Digi Pro gel documentation system (NIP-
PON genetics). Band intensities were analysed using the
gel analysis functionality of Image] (open source image
processing software, version 2.0.0-rc-69/1.52i).

Quantitative fluorescent linked western blot

Samples were prepared for western blot analysis by lysis
in RIPA buffer (150 mM NaCl, 1% (v/v) Triton x 100,
0.5% (m/v) sodium deoxycholate, 0.1% (v/v) SDS, 50 mM
Tris Base, pH 8). Samples containing 70 pg total protein
each were precipitated using trichloroacetic acid and re-
dissolved in 15 pl SDS-sample buffer (252 mM Tris, 40%
Glycerol (v/v), 8% SDS (m/v), 0.04% (m/v) bromophenol
blue, pH 6.8). If necessary, the sample pH was adjusted
through addition of single Tris-Base crystals until the in-
dicator was a bright blue colour. The sample was then
denatured for 5 min at 95 °C.

4.5% stacking and 10% running gels were used. The
bands were transferred to Immobilon®-FL transfer mem-
brane (Merck) using semi-dry blotting in the trans-blot®
Turbo transfer system (bio-rad) with a discontinuous
transfer buffer system (Tris-CAPS-methanol buffer at
the anode and Tris-CAPS-SDS at the cathode: 60 mM
Tris, 40 mM CAPS, pH 9.6, plus either 15% (v/v) metha-
nol or 0.1% (m/v) SDS respectively) at 25V limited to 1
a for 30 min.

The resulting blots were blocked using 10% (m/v) BSA
in TBS and stained with sheep-anti-integrin a2 (R&D
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Systems, AF1740, 1:500), mouse-anti-CAPERa (Santa
Cruz Biotechnology, sc-376,531, 1:2000) and rabbit-anti-
GAPDH (Proteintech, 10,494—1-AP, 1:2000) antibodies
in 5% (m/v) BSA in TBS containing 0.2% (v/v) Tween®-
20. DyLight-800 labelled donkey-anti-goat (Li-Cor, 925—
32,214, 1:20,000) and goat-anti-mouse (Li-Cor, 925-32,
210, 1:20,000) as well as Dylight-680 labelled goat-anti-
rabbit (Li-Cor, 925-68,071, 1:20,000) were used as sec-
ondary antibodies in 1% (m/v) BSA in TBS containing
0.2% (v/v) Tween-20 and 0.01% (m/v) SDS. The blots
were imaged on the Odyssey® CLx imaging system (Li-
Cor) and analysed using the associated Image Studio™
software (Li-Cor, Version 5.2.5).

Statistical analysis

Statistical analysis and graphical illustration were per-
formed using GraphPad Prism software (Graph Pad
Software Inc., Version 8.2.0). Data from the MTT assay
was analysed using sigmoidal 4PL or linear regression as
appropriate. Comparisons between >2 groups were per-
formed using ANOVA followed by multiple comparison.
All other data was analysed by one-sample and two-
sample two-tailed t-tests as appropriate. Significance
levels were defined as * p < 0.05, ** p <0.01, *** p < 0.001.

Results

Cytotoxicity assay

In order to establish a safe working concentration for
E7820 in cell culture an MTT assay was performed for
all cell lines at concentrations ranging from 0.001—
100 ug/ml. Absorption decreased at higher E7820

Page 5 of 12

concentrations in all cases, as can be seen in Fig. 2a. The
profile of the curves was sigmoidal in nature for
MC3TS3, Saos-2 cells and HUVECs and more linear for
eEnd2 cells. 4-PL and linear regression showed the half-
maximal absorption to be reached at 0.4 pg/ml, 66.6 pug/
ml, 4.2 pg/ml and 0.1 pg/ml E7820 for MC3T3, eEnd2,
Saos-2 cells and HUVECsS respectively.

Figure 2b shows phase contrast microscopic images of
all cell lines under control conditions (0 pg/ml E7820) as
well as 0.1 pg/ml and 100 pg/ml E7820. No morpho-
logical difference was visible between cells under the
two foremost of these conditions, while only cell debris
was visible at 100 ug/ml E7820 for all cell lines tested
here.

Effect of E7820 on integrin expression

Integrin a2 mRNA expression in MC3T3, eEnd2, Saos-2
cells and HUVECs incubated with 50 ng/ml E7820 for
17 h was analysed by qRT-PCR relative to solvent con-
trol (Fig. 3a). eEnd2 and Saos-2 cells did not show a sig-
nificant change in expression. HUVECs showed a
significant reduction of integrin a2 mRNA to approxi-
mately 70% (p=0.011) of control whilst MC3T3 cells
showed an increase in integrin a2 mRNA of approxi-
mately 20% (p =0.047). Incubation with 100nM PMA
led to an increase in integrin a2 expression in all cell
lines and was able to override the reduced expression
observed under treatment with 50ng/ml E7820 in
HUVECs. This PMA-induced increase in integrin a2 ex-
pression was statistically significant for Saos-2 cells and
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Fig. 2 Analysis of cytotoxicity of E7820 on MC3T3, Saos-2, eEnd2 cells and HUVECs at concentrations ranging from 0.001-100 pg/ml after 3 days
of incubation; a MTT assay quantified as percentage absorption relative to solvent control (DMSO), dotted line indicates 50 ng/ml; b phase
contrast microscopic images of the cells under control conditions, 0.1 ug/ml and 100 ug/ml E7820. Scale bar =40 um
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HUVECs (p <0.001 in both cases) but not quite signifi-
cant for MC3T3 (p = 0.062) or eEnd2 (p = 0.081) cells.

The observed effect of E7820 on integrin a2 expres-
sion in MC3T3 cells was validated by dose response ana-
lysis at concentrations ranging from 0.1-100 ng/ml. A
clear dose response relationship was obtained (Fig. 3c);
the change in expression was statistically significant at
50 ng/ml (p = 0.039) and 100 ng/ml (p = 0.030).

In order to confirm the effect observed on the mRNA
level, quantitative western blot analysis of integrin a2
against GAPDH as housekeeping control was performed
after 3 days of incubation under the same conditions
used above. The results as well as sections of a represen-
tative blot are shown in Fig. 3b. Increased levels of integ-
rin a2 in response to stimulation with PMA were found
in all cell lines. This increase was significant for MC3T3,
Saos-2 cells and HUVECs (p=0.017, p =0.046 and p =
0.046 respectively). It was not quite significant for
e.End2 cells (p =0.097). Furthermore, the decreased ex-
pression in HUVECs and the increased expression in
MC3T3 cells under stimulation with E7820 were con-
firmed (56 and 140% of control at p =0.037 and p =
0.006 respectively).

The expression of the collagen binding integrins (in-
tegrin alfl, a2p1, alOPl and allPl) in MC3T3 cells
under stimulation with 50 ng/ml E7820 after 17 h was
also analysed by qRT-PCR. A consistent tendency to-
wards upregulation of these integrins was observed and
found to be significant for integrin a2, «a10 and al1 (p =
0.047, p = 0.038 and p = 0.017 respectively) and not quite
significant for integrin al (p = 0.067), which may, how-
ever, be due to increased variance in the data for this
measurement (Fig. 3d).

Analysis of E7820 interaction partners

In order to assess for possible differences in expression
levels of the two binding partners of E7820, DCAF15
and CAPERa, which could potentially explain the abar-
ant activity of E7820 in MC3T3 cells, the basal expres-
sion of these was analysed by qRT-PCR for the different
cell lines (Fig. 4a and b). A one-way ANOVA for
DCAF15 expression was significant (p = 0.044) and sub-
sequent multiple testing showed that the expression in
MC3TS3 cells was significantly higher (p = 0.013) than in
the other cell lines. The ANOVA for CAPERa was not
significant (p = 0.531). In order to confirm CAPERa deg-
radation in all the cell lines a quantitative western blot
analysis was performed after 3 days of incubation of all
cell lines with 50ng/ml E7820 and respective solvent
controls (Fig. 4c). CAPERa levels after treatment with
E7820 were consistently reduced for MC3T3, eEnd2 and
Saos-2 cells as well as HUVECs (57, 72, 82 and 59% of
control respectively). This decrease was statistically sig-
nificant for MC3T3 cells and HUVECs (p =0.049 and
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p=0.027 respectively) and not quite significant for
eEnd2 and Saos-2 cells.

Analysis of CAPERa isoform expression

Since no major difference in the expression of E7820s
interaction partners and in CAPERa degradation could
be detected between the cell lines, the basal expression
of different CAPERa isoforms, the presence of which
presents a further potential explaination for the observed
aberant activity of E7820, was analysed by sqRT-PCR.
Figure 5a shows one agarose gel of three independent
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repeats using the primers indicated, Fig. 5b shows the
intensity profiles of each lane and 5c¢ shows the resulting
ordinal quantification of the expression of the various
splice variants. Yellow annotations were used for n-
terminal domain variants and red annotations were used
for MII-2 domain variants.

The strongest bands for the n-terminal primers in
MM and HS were detected at 256 bp (yellow arrow 3 in
MC3T3 and eEnd2 cells) and 420/423 bp (yellow arrow
2 in Saos-2 cells and HUVECs) respectively, which both
correspond to the full length n-terminal domain as
found in MM and HS isoforms a and b as well as HS
isoform e or the full length n-terminal domain with the
deletion of serine 121 (AS121) as found in MM isoform
d and the analogous MM isoform c¢ and HS isoform g.
Further weak bands, corresponding to the shortened or
truncated n-terminal domain M1-K33sub25 (384 bp, yel-
low arrow 1 for MC3T3 and eEnd2), found exclusively
in MM isoform e, and AM1-C157 (yellow arrow 2 at
329bp in MC3T3, eEnd2 and at 496 bp in Saos-2 but
not in HUVECS), found in MM and HS isoform f as well
as in MM isoform g, were detected at approximately
equal intensities. Using the primers for the variable MII-
2 region, strong or moderately strong bands were de-
tected at 214 bp and 196 bp for MC3T3 and eEnd2 cells
and 398 bp and 380bp for Saos-2 cells and HUVECs,
corresponding to the full length and the AE392-1397
variants respectively in all of the cell lines. The 1 amino
acid variant AS121 was detected at equal levels between
the MM and between the HS cell lines at low and mod-
erate levels respectively.

Discussion

As results present themselves, E7820, which is a power-
ful effector of integerin a2 inhibiton in HUVECs:,
showed a different outcome in other cell types (murine
and non-endothel cells).

Data from the cytotoxicity assay effectively showed
that an E7820 concentration of 50 ng/ml was tolerated
by all cell-lines used here and was therefore used for fur-
ther analysis. The decrease in absorption at this concen-
tration (indicated by dashed lines in 2a), which was most
pronounced in the endothelial cell lines, is most likely
due to reduced metabolic activity rather than due to
cytotoxic effects of E7820, since homogenous growth
patterns and no signs for apototic or necrotic cell death
were observed at this concentration (Fig. 2b). The results
closely recapitulate the findings of Uehara et al. for cell
lines sensitive to CAPERa degradation by E7820, thus
indicating that the cell lines used here are suitable for
the investigation of transcriptional modulation by E7820.

Both the qRT-PCR and quantitative western blot data
for integrin o2 expression in HUVECs showed the ex-
pected decrease in response to E7820, which has
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a) MC3T3 e.End2 Saos-2 HUVEC
E & o E & o E & o E & g
g 7] = g @ = g D = g ] =
2 § = P4 2‘ = P4 2‘ = 2 § =
500 bp  — 1
400bp W 22— - 1
-— 2 -
-
300bp W PR
"
“1 s \.1
200bp . s P2
b) MC3T3 e.End2 Saos-2 HUVEC
N-terminal
NAS121
1 1~
MII-2 domain 1w o s L2 * 2 t 2
c)
full length +++ +++ +++
M1-K33sub25 +
AM1-C157 + + -
AS110-S121 - +
AS121 + ++ ++
full length 1 ++ 1 1 +++ 1 4+
AE392-1397 2 ++ 2 2 -+ 2 -+
AG366-1397
Fig. 5 Semi-quantitative reverse transcription PCR (sqRT-PCR) of CAPERa isoform expression in MC3T3, eEnd2, Saos-2 cells and HUVECs under
standard culture conditions. a Image of a representative agarose gel of three independent repeats. b Intensity profiles of the lanes of the
agarose-gel as obtained using the ImageJ gel analysis functionality. ¢ Quantification of band intensities as strongly positive (+++, 2 2/3 of
maximal intensity), positive (++, < 2/3 and 2 1/3 of maximal intensity), weakly positive (+, < 1/3 of maximal intensity) and negative (-, no band
detectable). Yellow annotations were used for the n-terminal primer pairs and red annotations were used for the MIl-2 domain primer pairs

previously been described [4]. Supprisingly, integrin a2
expression in MC3T3 cells in response to E7820 was
found to be significantly increased. This represents the
first published instance of increased integrin a2 expres-
sion in response to E7820. Overall the qRT-PCR and
western blot data is complementary, although the mag-
nitude of the change in expression varied, which may be
due to the different time points analysed or to cell line
specific  differences in mRNA processing and
transcription.

Since the increase in integrin o2 expression in re-
sponse to E7820 in MC3T3 cells was unexpected, efforts
were undertaken to further confirm the veracity of this
observation. Firstly, the clear dose response relationship
between E7820 concentration and integrin a2 expression
supports the idea of a specific interaction that is stable
at varying concentrations, especially since such dose re-
sponse relationships have previously been shown for
various effects of E7820 [4, 12] as well as for other SPLI
NTS, such as lenalidomide [3, 33].

Secondly, the consistant upregulation of the collagen
binding integrins (a1p1, «2p1, al0P1l and allfl), partly
redundant and compensatory functionality of which has

previously been proposed [34], indicates that the in-
crease in integrin a2 expression observed here was a dir-
ect effect of E7820; any secondary or compensatory
change in integrin a2 expression would require the
decreased expression of one of the other collagen
binding integrins, to lead to a compensatory up-
regulation of integrin a2 expression. This is in agree-
ment with previous data published by our group,
which showed that the expression of integrin al, al0
and all was unchanged in both integrin a2 knockout
osteoblasts and tenocytes [25, 35].

Furthermore, despite their cell type and differentiation
specific expression [34], various structural and functional
similarities have been identified between the promoters
of these four integrin a-subunits. AP-1 and Spl consen-
sus binding sites are present in the promoters of integrin
al [36, 37], a2 [16] and all [38, 39] and Spl has been
demonstrated to play a major role integrin a2 and all
expression [39, 40]. A key driver of 10 integrin expres-
sion, retinoblastoma protein, has also been shown to
interact with Sp1, although no direct activity of Spl on
the al0 integrin has been demonstrated [41]. Such com-
monalities and mechanistic links could explain the
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general increased expression observed here as well as
the likewise homodirectional modulation of the expres-
sion of other integrin a-subunits observed previously [4].

PMA provided an effective positive control and re-
sulted in the appropriate increase in integrin a2 in all
the cell lines and was able to override the reduced ex-
pression observed under treatment with 50 ng/ml E7820
in HUVECs. The large standard deviation observed for
MC3T3 and eEnd2 cells appears to be due to larger nat-
ural variance in response to PMA in these cell lines,
since the mean standard deviation of technical replicates
was < 0.12 and thus below the variance observed in the
data.

Together this data shows that E7820 increases integrin
a2 expression in MC3T3 cells in a direct dose
dependent manner, which represents a thus far unde-
scribed aberant activity of E7820 in this cell line. To in-
vestigate the genesis of this effect, it was necessary to
analyse the individual components involved in the
process.

A first explaination of the observed data could be a
differential effects of E7820 on CAPERa degradation in
the different cell lines. No relevant difference between
DCAF15 and CAPERa expression was found in the cell
lines tested here and CAPERa was found to be consis-
tantly reduced in response to E7820 simulation for both
MC3T3 cells and HUVECs. Whilst the intensity of the
GAPDH bands differed between the cell lines, it was
consistant within each of these, thus allowing for quanti-
fication of expressional changes due to different incuba-
tion conditions within each cell line. The data therefore
indicates that the process of E7820 stabilised complex
formation between DCAF15 and CAPERa leading to
proteasomal degradation of the latter occurs in MC3T3
cells and HUVECs. It remains likely that this process
also occurs in eEnd2 and Soas-2 cells, although the ef-
fect could not be resolved to a statistically significant de-
gree here. Structural data on E7820s interaction with
CAPERa and the structure of its different isoforms (see
Fig. 1) further supports this conclusion, since neither the
mutation sites nor the amino acid residues known to
interact with E7820 are part of the variable domains
(with the exception of the R87* mutation, which through
the introduction of a stop codon leads to a drastically
shortened protein [12]). It therefore seems unlikely that
the isoforms differ in regard to their susceptibility to
E7820 mediated degradation. The variant activity of
E7820 must therefore be explained by a process down-
stream of CAPERa degradation.

One mechanism that could potentially explain this dif-
ferential activity may be the presence of different CAPE
Ra isoforms in the different cell lines. It is possible that
different CAPER« isoforms may act in different and even
opposing manners. Such opposing functionality of
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different splice forms of the same gene have, for ex-
ample, been described for alternative splicing to a prox-
imal or distal splice site in VEGF-A exon 8 producing
the pro-angiogenic (VEGF-Axxx, left) and anti-
angiogenic (VEGF-Axxxb, right) mRNA isoform families
[42]. Furthermore, short peptides derived from CAPERa
isoforms a and b were shown to have different and each
individually even cell line, as mentioned previously [9].

In the context of integrin a2 expression the differential
transactivatory activity of CAPER«a isoforms may, for ex-
ample, apply to the variants of the MII-2 domain (red in
Fig. 1c), since the amino acids missing in MM isoforms
b, d and g as well as HS isoforms b, d and e (containing
either AE392-1397 or AG366-1397) fall within the do-
main known to interact with oestrogen receptor a and p
[14], which is also implicated in the transcriptional regu-
lation of integrin a2 expression [15, 16], and since the
short peptides derived from this region were shown to
have differential activity [9].

The sqRT-PCR data obtained here indicates that the
full length isoform (MM and HS isoform a) and the iso-
forms lacking 6 amino acids in the MII-2 region
(AE392-1397; mainly MM and HS isoform b) predomin-
ate in all cell lines tested. Furthermore, lower level ex-
pression of variants containing shortened or truncated
n-terminal domains (M1-K33sub25 and AM1-C157) for
both MM cell lines MC3T3 and eEnd2 were detected at
approximately equal levels.

Whilst some small differences in the isoform distribu-
tion were detected especially between Saos-2 cells and
HUVECSs, these do not sufficiently explain the observed
difference in integrin o2 expression in response to
E7820 stimulation, especially since no marked differ-
ences could be detected between the expression in
MC3TS3 cells and HUVECs, which show the greatest dif-
ference in response to E7820. Therefore, this data on the
relative expression of the CAPERa isoforms together
with the data on its degradation in the different cell lines
in response to E7820 incubation makes it seem likely
that the reason for the observed differing effects of
E7820 on integrin o2 is entirely downstream of CAPE
Ra. This may be explained by cell type specific differ-
ences in the transactivatory activity of CAPERa on AP-1
via c-Jun, which has previously been hinted at [9]. Sim-
ultaneously, the promoter structure of integrin o2 and
its previously described cell-type specific functionality
would also bear out differential activity of CAPERa via
AP-1 and ER [15, 16].

Overall the data presented here in concert with previ-
ously published results shows that the regulation of in-
tegrin a2 expression by E7820 should be thought of as a
multi-step process. The first step is the targeting of
CAPERa for proteasomal degradation [12] via a SPLI
NTS-typical mechanism [10], which appears to be
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conserved between different both murine and human
cell lines. The second step in the regulatory process con-
cerns the co-activatory activity of CAPER«a via AP-1 and
ER; both the interaction of CAPERa with the c-Jun com-
ponent of AP-1 and the composition of the Jun-Fos
dimer in AP-1 have previously been shown to be cell
line specific [9, 20]. The third and final step is the inter-
action of these factors with the integrin a2 promoter re-
gion [9, 14-16]. Analysis of the functionality of the
integrin a2 promoter and its interaction with silencer
and enhancer elements in osteoblastic cells, however, is
at present still lacking.

From a translational standpoint it is important to rec-
ognise that the alteration of the expression of cellular
adhesion molecules is an important process in tumouri-
genesis and tumour progression [43]. Various integrins,
including integrin a2f1, have been shown to play vital
roles in angiogenesis [44] and integrin o231 in particular
has been shown to facilitate invasion of hepatocarcinoma
cells [45]. Furthermore, its increased cell surface expres-
sion has been shown to increase proliferation and inva-
sion of various cancer cell lines [46] and it was found to
be over expressed in primary colon tumours and their
liver metastases [47]. Furthermore, CAPERa has been
shown to play a role in the isoform shift from VEGF;g
to VEGF ¢, in the Ewing sarcoma cell line TC-71 [48].
Here decreased CAPER«a levels were associated with a
greater shift towards VEGFe4 and over expression of
CAPERa by transfection led to reduced tumour vessel
density and growth [48], which indicates that E7820 may
result in increased tumour vascularisation in this entity.
Since E7820, as we have demonstrated, can lead to in-
creased integrin a2 expression in certain cell lines whilst
the proteasomal degradation of CAPERa, which the
former induces, is conserved, it may not be suitable for
the treatment of malignancies of such an origin. Whilst
the data presented herein does not definitively delineate
which tumour entities may respond to E7820 with an in-
crease in integrin a2 expression, it seems prudent to
consider the possibility of such aberant activity when
considering the therapeutic use of E7820 in related
malignancies.

Conclusion

In summary, we were able to illustrate the first published
instance of up-regulation of integrin a2 expression by
the aromatic sulphonamide E7820. We showed a signifi-
cant up-regulation of integrin a2 in the MC3T3 osteo-
blast precursor cell line on both the mRNA and the
protein level whilst confirming the expected decrease in
CAPERa levels in both MC3T3 cells and HUVECs:.
Therefore, we can conclude that CAPERa does not posi-
tively regulate integrin a2 expression in MC3T3 cells. A
conclusive delineation of the genesis of the described
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up-regulation in integrin a2 expression in MC3T3 cells
was, however, not possible.

In the translational context of the increasing number
of trials performed using E7820 in cancer therapies this
data indicates that it seems to be important to differenti-
ate between those malignancies that will likely respond
to E7820 with a reduction in integrin a2 expression from
those that may respond with its increase. Although the
clinical impact of this effect remains unclear yet, the
possibility of entity and cell type specific activity of
E7820 should be considered when investigating E7820
both in murine models and clinical trials.
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