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Targeting critical apoptosis regulators is a promising strategy for development of new classes of anticancer drugs.
Herein, we focused on synthesis and study of novel bi-functional AVPI-RGD hybrid peptides. Despite of, being
functionally different motifs of separate proteins, AVPI and RGD peptides are still both known for their pro-apoptotic
potential and therefore interesting objects of pharmacology design. Herein, we report for hybrid molecules and their
monomeric subunits. Fmoc solid phase peptide strategy (SPPS) was preferred as synthesis method, whereas proline and
arginine residues were subjected to modifications. Cytotoxic potential of molecules was examined by initial screening
over two cell lines — HepG2 and MDA-MB-231 cells — by MTT colorimetric assay. It was found that almost all tested
compounds had weak or none cytotoxic effect when they were used as single agents. However, we showed that AVPI-
RGD hybrids exert comparatively higher cytotoxic effect than individual AVPI and AVHYPI peptides .
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INTRODUCTION

Resistance to apoptosis is an important hallmark
of cancer cells and partly reason for their resistance
to conventional anti-cancer treatment. Vast number
of 1AP-inhibitors, Smac-mimetics, AVPI-, and
RGD- mimetics, have been synthesized over the
past decade, as new promising agents for
overwhelming higher apoptotic thresholds of cancer
cells, as some of them have entered clinical trials
[1].

Inhibitors of apoptosis proteins (IAP) are
important regulators of processes - cell death and
survival. At this time, 8 different IAP proteins are
known in mammals. Three of them (clAP-1, clAP-
2, XIAP) are well recognized as regulators of
apoptosis. These functions they perform either by
directly inhibiting caspases (XIAP) or by
interfering formation of death-receptor complexes
(CIAP1, ClIAP2).

Distinctive for these 1APs is the presence of N-
terminal BIR (baculoviral IAP repeat) domains and
C-terminal RING domain - essential for their anti-
apoptotic effects. While BIR domains mediate the
interaction with caspases, RING domain exhibits
ubiquitin-E3 ligase activity so IAPs can promote
their own as well as proteasome degradation of
binded-partner molecules.

Function of clAP-1/2 is mainly dependent on
their RING domains. On the other hand, XIAP is
known to bind directly and inhibiting initiator
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(caspase-9) and effector (caspases-3 and -7)
caspases via its BIR3 and BIR2-linker regions,
respectively [2].

AVPI (Ala-Val-Pro-lle) is a tetrapeptide
sequence of the N-terminus of the mature pro-
apoptotic Smac protein. AVPI itself is the major
IAP-binding motif (IBM) in mammals, and fruit
flies. Via its AVPI motif Smac directly interacts
with BIR2 and BIR3 domains of 1APs, releasing
inhibitory effect of XIAP and stimulating c-1APs
autoubiquitination and proteasomal degradation [3,
4], that ultimately re-activates apoptosis.

Smac is localized in  mitochondrial
intermembrane space, but it is released into the
cytoplasm upon apoptotic stimuli. Several studies
established inverse correlation between Smac
expression levels and cancer progression so
prompted the development of Smac- and/ or AVPI-
mimetics as therapeutic agents [5, 6]. Some of them
are reported to be efficient in the induction of
apoptosis in tumorigenic cells as single agents,
others - in combination with different therapeutic
agents (cisplatin, doxorubicin, etoposide, TRAIL,
etc) [1, 7-9].

The RGD (L-arginyl-glycyl-L-aspartic acid)
peptide sequence is found in many proteins of
extracellular matrix, as well as in intracellular
proteins such as caspases. RGD is also known to
interact with specific over-expressed proteins on
the membrane of cancer cells (example - avf3,
avps integrins). That sets RGD-peptide motif as an
advantageous tumor-targeting ‘device’ for selective
inhibition and elimination of cancer cells that is still
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an overwhelming problem for most of the drugs
[10].

Regarding that synthesis of hybrid-peptides,
combining two or more pharmacological effects is
an advantageous pharmacological approach, we
focused on synthesis of new AVPI-RGD hybrid
molecules and examination of their cytotoxic
potential.

EXPERIMENTAL
Peptide design, synthesis and analysis

Synthesis of all peptides was performed by the
conventional and manual stepwise Fmoc solid-
phase synthesis on 2-chlorotrityl chloride resin with
substitution, 1.4 mmol/g. The coupling of each
amino acid was performed in the presence of 3 mol
excess of Fmoc-amino acid, 3 mol excess of N-
hydroxybenzotriazole (HOBt), 3 mol excess of
Diisopropylcarbodiimide (DIC), and 5 mol excess
of diisopropylamine (DIPEA) in
Dimethylformamide (DMF). Completion  of
coupling reactions were monitored by the Kaiser
test and the Fmoc groups were removed by adding
20% piperidine in DMF.

The peptides were cleaved from the resin and
the final deprotection was done in a cocktail
containing trifluoroacetic acid (TFA),
triisopropylsilane (TIPS), thioanisole, and water
(925:25:25:2.5).

The crude peptides were precipitated into cold
petroleum ether/diisopropyl ether (50:50). Then, the
precipitate was dissolved in 10% CH;COOH and
desalted by gel filtration on a Sephadex G25.

Peptides’ purity was characterized by RP-HPLC
and capillary electrophoresis.

Cell cultures

Both cell lines (HepG2 and MDA-MB-231)
were cultured in Dulbecco Modified Eagle’s
medium (DMEM) (Gibco, Austria) supplemented
with 10% fetal bovine serum (Gibco, Austria), 100
U/ml penicillin (Lonza, Belgium) and 0.1 mg/ml
streptomycin (Lonza, Belgium) under a humidified
5% CO; atmosphere at 37°C. Cells were trypsinized
using Trypsin-EDTA (FlowLab, Australia) when
they reached approximately 80% confluence. The
cells in the exponential phase of growth after
treatment with Trypsin-EDTA were seeded into 96-
well plates (Greiner, Germany) in a concentration
of 1x10* cells/well for further MTT assay.

Cytotoxicity assay - MTT test

Cell  cytotoxicity —was  determined by
colorimetric assay based on tetrasolium salt MTT
(3-(4,5-Dimethylthiazol-2-yl)-2,5-

diphenyltetrazolium bromide) (Sigma Chemical
Co.). The MTT assay is based on the protocol first
described by Mossman [11]. In this assay, living
cells reduce the yellow MTT to insoluble purple
formazan crystals, dissolved later in lysis buffer
(1:1, ethanol : DMSO).

Cell suspension (100 ul) was added to each well
of 96-well plates except for blank control wells.
Cells were treated 24 h later with newly
synthesized peptides in a wide concentration range
(2 mM - 0.004 mM), and incubated for further 72 h.
Then MTT was added followed by 3-hour
incubation. MTT absorbance was read by ELIZA
plate reader (TECAN, Sunrise ™,
Grodig/Sazburg, Austria) at a wavelength of 540
nm and a reference wavelength of 620 nm. Cell
cytotoxicity determined by MTT assay was
expressed as the percentage of dead cells:

% cytotoxicity = (1 - (OD sample — OD blank
control)/(OD control - OD blank control)) x 100.

RESULTS AND DISCUSSION

We focused our work on synthesis and study of
the cytotoxic effect of bifunctional AVPI-RGD
hybrid peptides over two cell lines.
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Fig. 1. Functional subunits: a) AVPI analogues;
b) Tripeptide XaaGD and analogues

Regarding the data about Smac- and AVPI-
mimetics and pharmacophore regions of AVPI, we
decided to modify the proline at position 3 in AVPI
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(Fig. 1a). We synthesized original AVPI peptide
with L-Pro, and next Hydroxy-Pro (HyP) instead of
proline itself. Next we prepared two new RGD
analogues, containing an Arg-mimetic (Agb or
Agp) with shortened side chain (with one or two —
CH2— groups respectively), in order to improve the
stability and cytotoxicity of RGD molecule (Fig.
1b). Next corresponding AVPI-RGD hybrids were
made. All peptides were synthesized by stepwise
Fmoc solid-phase peptide strategy.

Analysis

The purity of the crude peptides characterized
by RP-HPLC and capillary electrophoresis, was 87
— 97% (Fig. 2). All synthesized peptides were
found to be stable in aqueous solution even after 72
hrs period and different values of pH, available
physiologically.
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Cytotoxicity

Next we performed initial screening for
cytotoxic potential of peptides by colorimetric
MTT analysis. Peptides were tested in a wide
concentration range (2mM - 0.004 mM). The assay
was performed on two cell lines - HepG2 cells
(hepatocellular carcinoma cells) and MDA-MB-231
cells (breast cancer cells) recommended by
literature data.

It was found that almost all tested compounds
had weak or none cytotoxic effect when they were
used as single agents (Fig. 3). Still that is in
concordance with the literature data describing
most of the AVPI- and Smac-mimetics as agents
sensitizing cells to chemotherapeutics. Regarding
that we are going to test our peptides with agents
initiating apoptotic pathways, particularly TRAIL
(cytotoxic death ligand) and cisplatin (triggering
intrinsic pathway).
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Fig. 2. Electrophoregramme of Ala-Val-HyP-lle-Agp-Gly-Asp.
Conditions: Capillary: fused silica, 50/375 pm, 30,4/40,6; BGE: 20 mM Tris, 5 mM H3PQO4, 50 mM SDS; pH 8,6; U
=15kV,1=38 uA; T=23°C; 6,9 mbar, 10 s; UV 200 nm.

Cytotoxic effect of AVPIl-analogues on HepG2 cells, after 72h
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Fig. 3. Comparison of cytotoxic effect of AVPI-RGD-hybrids and AVPI / AVHYPI structural subunits on HepG2 cells
after 72 h treatment (MTT-dye reduction assay).
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Cytotoxic effect AVPI-RGD on two different cell lines,
after 72 h treatment
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Fig. 4. Comparative graph of cytotoxic effect AVPI-RGD-hybrid over two different cell lines (HepG2 and MDA-

MB-231) after 72 h treatment.

Nevertheless, we showed that AVPI-RGD
hybrids exert comparatively higher cytotoxic effect
than individual subunits - AVPI, AVHyPI (Fig. 3).
One of the hybrids - Ala-Val-HyP-lle-Agb-Gly-Asp
(AVHyPI-AgbGD), double modified, showed
higher activity, so we may speculate it is caused by
the substitution of Arg amino acid in RGD with its
analogue Agb.

Besides that, cytotoxic activity of peptides over
both cell lines was compared, as it was shown
slightly higher effect of AVPI-RGD on HepG2
cells in comparison to MDA-MB-231 cells (Fig. 4).

That pilot experiments directed us to further
examination of peptides over the same and
additional cell lines, in search for repeatability and
selective effect over different cells. We need further
combination of these peptides with other cytotoxic
agents in search of sensitizing effect.
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CHUHTE3 U AHAJIM3 HA HUTOTOKCHUYHUA ITOTEHLIMAJI HA HOBU AVPI-RGD
XUBPUJIHMU IIEITTUIN

M.T. T'eopruesa, P.JI. Jleuera, T.H. [1aiimanoBa
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Pa3paboTBaHETO Ha arcHTH, MOBJIUABAIINA CCIICKTUBHO KPUTUYHU ATIONTOTHYHH PErYJIaTOPU B PAKOBUTE KJICTKH, €
ofeliaBaia CTpaTerusi 3a pa3BUTHE Ha HOBH IO-CEJICKTHMBHU M e(EKTHBHH KJIACOBE MPOTHBOPAKOBHU JieKapcTBa. B
HACTOSINHUSA TOKJIa HUE ce (POKYyCHpaxMe BbPXY CHHTE3 U M3CJCIBaHEC HA UTOTOKCHYHMS MOTeHIMAN Ha HoBu AVPI-
RGD xubpunuu nentugu. AVPI- 1 RGD- nmentuaaute mociaeIoBaTeIHOCTH ca MO3HATH ChC CBOSI MPO-allONTOTHYCH
noreHuyan. ToBa TM NpeBbpHA B UHTEpeceH 00EKT Ha (papMaKOJIOTHUeH JAW3aiiH Mpe3 NOoCIeTHOTO JeceTuierue. Upes
Fmoc tBppmodazen nenrtuner noaxon (SPPS) mme cuntesmpaxme AVPI-, RGD-anano3n, KakTo U CHOTBETHHUTE UM
KOHIOTAaTH. XWMAYHH MOAM(UKAaIuM OsXa HANpaBeHH B aMHUHO-KHCEIMHHUTE OCTATBIM HAa NTPOJIWH W apTUHHH.
LUTOTOKCHIHHAT MOTCHIIHAN HAa TMENTHANTE Oellle M3CleBaH BbPXY IBE PA3INYHU paKkoBH KieThuHH JuHUHN (HepG2,
MDA-MB-231) upe3 MTT Tecr. Ilpn mppBoOHAaYaTHUTE H3CICABaHUS, OCIIe YCTAHOBCHO, Y€ MENTHAWTE, MPIIaraHu
CaMOCTOSATEIHO, UMAT CJ1a0d WM HAMAaT OUTOTOKCHYCH e(eKT. BBIpekn ToBa, mokazaxMe, 4ye KOHIOTATHTE MMAT IIO-
BHCOKa aKTUBHOCT B cpaBHeHHe ¢ menrtuaure AVPI u AVHYPI.
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