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Abstract

There are a few literature data focusing on impedance measurement of melanocytes’ cellular behaviour. We present herein
the impedance measurement as a potential assay for studying the sensitivity of melanocytes, isolated from freshly excised
tumours, to standard drugs. The methodology for investigating primary cells sensitivity to cytostatics like dacarbazine is
presented. The cellular impedance method is a reliable and rapid method for monitoring dynamic cell behaviour following
drug exposure and a future important step toward personalized therapy.

Rezumat

Actualmente, literatura medicald poseda putine date referitor la masurarea comportamentului celular al melanocitelor prin

dovedeste astfel a fi 0 metoda moderna, fezabila, de incredere si rapida pentru monitorizarea dinamicd a comportamentului
celular in urma expunerii la medicamente si reprezinta un pas important in directia terapiei personalizate.
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Introduction intermittent intense exposures to sun together with
severe sunburn, especially during childhood, are
associated with a higher risk for developing
melanoma than continuous sun exposure. The
etiologic role of sunlight is also supported by the
higher incidence of melanoma in Caucasian
patients residing closer to the equator. Indoor
tanning is also an important risk factor for this
pathology [5-7].

The prognosis of the disease depends on the stage
of melanoma at diagnosis, the most important
prognosis  factors being tumour thickness,
especially Breslow depth, ulceration and mitotic
rate. Therefore, while patients with localized
melanoma have a five year survival rate of over
95%, patients with distant metastases have a five
year survival rate of approximately 16% and
median survival rate of 6 to 8 months [1, 2, 8].

Melanoma is a malignant tumour arising from
melanocytes and represents the most severe
oncologic diagnosis due to its metastatic potential.
It is a real health problem as it is one of the most
frequent tumour affecting adolescents and young
adults, occurring in Caucasian females belonging to
the 25 to 29 year-old age group [1-3].

Worldwide, the incidence rates of melanoma
increased in the last years; it varies from 0.2 - 0.5
per 100,000 in India to 12 - 15 per 100,000 in
Europe and 40 - 50 per 100,000 in Australia. The
lifetime risk of developing melanoma varies from
1:100 in Europe to 1:25 in certain populations from
Australia [2, 4].

Ultraviolet radiation exposure and the history of
sunburn are the most important risk factors in
developing melanoma. Studies showed that
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Several new agents, such as BRAF (oncogene that
encodes for the protein known as serine/threonine-
protein kinase B-Raf) inhibitors, MEK (mitogen-
activated protein kinase kinase) inhibitors, anti PD1
(programmed cell death protein 1) antibodies or
anti-CTLA-4 (cytotoxic T-lymphocyte-associated
protein 4) antibody, have been recently approved in
the treatment of advanced melanoma. However, the
prognosis of patients with advanced melanoma
remains poor, as resistance to all these new drugs
was observed (8). Therefore, further studies are
needed in order to find new treatment methods.
Melanoma is a highly aggressive skin malignancy
with a rapidly increasing incidence rate. It often
involves a complex treatment, and advanced forms
can acquire therapy resistance [9-12].

The clinical course of the disease and the response
to therapy can be influenced by numerous
exogenous and endogenous factors, including
immunomodulatory, inflammatory or neurogenic
signals [13]. The investigation of various compounds
effect on tumour cells and skin cells in general may
reveal the molecular pathways of therapy
resistance, and can contribute to a better choice of
treatment [14, 15].

Using standard cell lines, although attractive, can
lead to unexpected results and probably to
important differences when investigating a drug in
primary cell lines isolated from patients. The
opportunity to use cells of human origin may
improve the predictive value of assays in drug
testing and came hand in hand with the
development of innovative real-time monitoring of
cellular behaviour.
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Figure 1.
Impedance measurement principle in real-time
monitoring using XCELLigence system

Real-time monitoring of cell behaviour using
impedance is a recent method that allows various
studies in a single setup, by measuring electrical
impedance across interdigitated micro-electrodes
integrated on the bottom of tissue culture plates
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(Figure 1). xCELLigence real time cell analyser
offers a label-free non-invasive manner long-term
recording of cellular signals [16].

Considering all this aspects, the aim of our research
was to evaluate the impedance of the primary
melanocytes isolated from excised tumours that
were confirmed as cutaneous melanoma. Primary
cell cultures were used for establishing the efficacy
pattern of a standard cytostatic, dacarbazine.

Our goal stands for obtaining a work flow for
validating specific drug’s efficacy in individual
tumour cells as a mean to personalize therapy in
melanoma.

Materials and Methods

Cell cultures and treatments. Freshly excised
cutaneous melanoma was subjected to a standard
protocol. Briefly, the fragment was soaked in 70%
ethanol for 30 seconds and rinsed in Hanks’s
balanced salt solution (HBSS). Fat and sub-
cutaneous  tissue was trimmed off and
approximately 2 x 3 mm? pieces were cut. These
pieces were transferred in dispase Il. Pieces were
incubated at 4°C for 15-18 hours in dispase. The
tissue pieces were subsequently transferred in Ca?*,
Mg?*" - free HBSS, and the epidermis was separated
from the dermis. The collected epidermal sheets
were transferred in 0.5% trypsin/versene solution
and incubated at 37°C for 3-5 minutes. After
vigorous shaking, cells were detached and cell
suspensions were centrifuged for 5 minutes at 1,200
rom at room temperature; the pellet was re-
suspended in MCDB 153 medium (Sigma). Cells
were seeded at 2 x 10° cells‘em? in the tissue
culture vessel and incubated at 37°C C0O2/95% air
for 48 - 72 hours. After several passages primary
cell cultures were stable and were used for further
in vitro experiments. For in vitro testing, standard
dacarbazine was used in 0.25 mM concentration.
Real-time monitoring of cell response using
impedance  technology.  Experiments  were
performed on E-16 plates (Roche, Penzberg Upper
Bavaria, Germany, catalogue no.05469830001),
compatible with RCTA-DP system (Roche Applied
Science). The assay was performed on E16 plates,
without any coating. Various cell concentrations
were used, 10,000 — 1,250 cells/well to register cell
index (CI). Cells were left to adhere for 2 h in the
RTCA DP device at 37°C and 5% CO,. Readings
were collected at 1 minute intervals for 72 hours
and the results reported as normalized CI to time
just before dacarbazine addition. The assay system
expresses impedance in arbitrary CI units. When
late cellular response was investigated, cell media
was replaced every 48 hours. Each situation was
quadruplicated [16].
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Results and Discussion

All E-16 plates were covered on the bottom with
sensor electrodes capable of reading modification
of electric resistivity induced by cell adhesion. The
first 2 h upon seeding registers the actual adhesion
of cells, while afterwards the impedance increment
was registered as cells’ proliferation. When
investigating the proliferation capacity of primary
melanocytes isolated from melanoma tumour we
observed that there was a clear dependence of the
ClI upon the number of seeded cells (Figure 2). The
normalized CI after 48h of cultivation showed that
the best proliferative capacity was registered when
1,250 or 2,500 cells/well were seeded. When wells
were seeded with higher cell concentration the

proliferative capacity was hindered due to space
confinement and nutrients exhaustion.

The choice to use only cells in basal conditions
(steady state growth in normal tissue culture
medium, without starvation and stimulation) for the
assessment of effects displayed by pharmacological
inhibitors is supported by Bartscht et al. [17]. This
group showed that both stimulated cells and non-
stimulated cells have a similar scattering behaviour
related to inhibition. We have previously shown in
glioblastoma primary cells that the behaviour of
cells derived from the patients’ tumours was
slightly different when compared to a standard U87
cell line [18].
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Figure 2.
Primary melanocytes isolated from melanoma tumour, seeded at 10,000 cells/well (red), 5,000 cells/well
(purple), 2,500 cells/well (green) and 1,250 cells/well (blue) after 48 h of cultivation. The graph represents the
normalized cell index

When investigating the effect of a standard
cytostatic, like dacarbazine, on primary cell
cultures (Figure 3) we can evaluate that the CI of
treated neoplastic melanocytes decreases to 75%.

Knowing that the dacarbazine concentration is a
low one, we can ascertain that the method is
sensitive for evaluating the efficacy of the tested
drug.
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Figure 3.
Primary melanocites isolated from melanoma tumour, seeded at 1,250 cells/well (green) in the presence of
dacarbazine 0.25 mM (red)

When evaluating the same system in 2,500
cells/well (Figure 4) it can be observed that the CI
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of treated neoplastic melanocytes decreases only to
85%.
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Figure 4.
Primary melanocytes isolated from melanoma tumour, seeded at 2,500 cells/well (green) in the presence of
dacarbazine 0.25 mM (red)

When going further in our evaluation we can
observe in the 5,000 cells/well system (Figure 5)
that there is almost no effect for the tested drug in
terms of cellular proliferation. Moreover, in the

10,000 cells/well system where one can observe
even a slight proliferation in presence of the
cytostatic (Figure 6).
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Figure 5.
Primary melanocytes isolated from melanoma tumour, seeded at 5,000 cells/well (green) in the presence of
dacarbazine 0.25 mM (red)
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Figure 6.
Primary melanocytes isolated from melanoma tumour, seeded at 10,000 cells/well (green) in the presence of
dacarbazine 0.25 mM (red)

Conclusions

There are few literature data regarding the
impedance measurement of melanocytes cellular
behaviour. There are few studies that have used this
new technology for investigating drug effects in
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epithelial and melanoma cancer cells [19] or other
experimental therapies [20]. We present herein the
impedance measurement as a potential assay for
studying the sensitivity of melanocytes isolated
from freshly excised tumours to standard drugs.
Cellular impedance method is a reliable and rapid
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diagnostic method for the monitoring of dynamic
cell behaviour following drug exposure.

Acknowledgements

This paper is partly supported by the Sectorial

Operational ~ Programme  Human  Resources
Development (SOPHRD), financed by the
European Social Fund and the Romanian

Government under the contract number POSDRU
141531.

References

1. Goldsmith F.L.A., Katz S.l., Gilchrest B.A., Paller
AS., Leffell DJ., Wolff K., Fitzpatrick’s
Dermatology in General Medicine, 8" Ed.,
McGrawHill, 2012; ISBN 978-0071669047.

2. Bolognia J.L, Jorizzo J.L., Schaffer J.V.,

Dermatology. ISBN: 978-0-7234-3571-6 Elsevier,
3Ed, 2012.

3. Braunfalco Roesch, Volkenandt A.M., Melanoma.
U: Burgdorf WHC, Plewig G, Wolff HH,
Landthaler M (Eds), Braun-Falco O (Edt emeritus).
Braun-Falco's Dermatology. 3", completely rev.
Edt." 1416-1432.

4. Jemal A., Saraiya M., Patel P., Cherala S.S.,
Barnholtz-Sloan J., Kim J., Wiggins C.L., Wingo
P.A., Recent trends in cutaneous melanoma
incidence and death rates in the United States,
1992-2006. J. Am. Acad. Dermatol., 2011; 65(5
Suppl 1): S17-25, e1-3.

5. Oliveria S.A., Saraiya M., Geller A.C., Heneghan
M.K., Jorgensen C., Sun exposure and risk of
melanoma. Archives of Disease in Childhood,
2006; 91(2): 131-138.

6. Chang C., Murzaku E.C., Penn L., More Skin,
More Sun, More Tan, More Melanoma. Am. J. of
Public Health, 2014; 104(11): €92-e99.

7. lannacone M.R., Melanoma Incidence Trends and
Survival in Adolescents and Young Adults in
Queensland, Australia. Int. J. of Cancer. Journal
International du Cancer, 2015; (136.3): 603-609.

8. Niezgoda A., Niezgoda P., Czajkowski R., Novel
Approaches to Treatment of Advanced Melanoma:
A Review on Targeted Therapy and
Immunotherapy. BioMed Research International,
2015; (2015): 851387.

9. Tuong W. Cheng L.S., Armstrong AW.,
Melanoma: epidemiology, diagnosis, treatment, and
outcomes. Dermatol. Clin., 2012; 30(1): 113-124.

434

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

Rigel D.S., Epidemiology of melanoma. Semin.
Cutan. Med. Surg., 2010; 29(4): 204-2009.

Neagu M., The immune system-a hidden treasure
for biomarker discovery in cutaneous melanoma.
Adv. Clin. Chem., 2012; 58: 89-140.

Neagu M., Constantin C., Zurac S., Immune
parameters in the prognosis and therapy monitoring
of cutaneous melanoma patients: experience, role,
and limitations. Biomed. Res. Int., 2013; 2013:
107940.

Caruntu C., Boda D., Constantin C., Caruntu A.,
Neagu M., Catecholamines increase in vitro
proliferation of murine B16F10 melanoma cells.
Acta Endocrinologica (Buc), 2014; 10(4): 545-558.
Hosu O., Tertis M., Sandulescu R., Cristea C.,
Protein G magnetic beads based immunosensor for
sensitive detection of acetaminophen. Farmacia,
2015; 63(1): 140-145.

Ciorba D., Tataru A., Avram A., Almasi A,
Moldovan M., Influence of environmental
chloroform concentrations on biophysics skin
parameters. Farmacia, 2015; 63(2): 313-317.

Yu N., Atienza J.M., Bernard J., Real-time
monitoring of morphological changes in living cells
by electronic cell sensor arrays: an approach to
study G protein-coupled receptors. Anal. Chem.,
2005; 78: 35-43.

Bartscht T., Lehnert H., Gieseler F., Ungefroren H.,
The Src family kinase inhibitors PP2 and PP1
effectively block TGF-betal-induced cell migration
and invasion in both established and primary
carcinoma cells. Cancer Chemother. Pharmacol.,
2012; 70(2): 221-230.

Cruceru M.L., Enciu A.M., Popa A.C., Albulescu
R., Neagu M., Tanase C.P., Constantinescu S.N.,
Signal transduction molecule patterns indicating
potential glioblastoma therapy approaches. Onco.
Targets Ther., 2013; 6: 1737-1749.

Prasad V., Suomalainen M., Pennauer M.,
Yakimovich A., Andriasyan V., Hemmi S., Greber
U.F., Chemical induction of unfolded protein
response enhances cancer cell killing through lytic
virus infection. J. Virol., 2014; 88(22): 13086-
13098.

Man 1., Szebeni G.J., Plangar 1., Szab6 E.R., T6kés
T., Szab6 Z., Nagy Z., Fekete G., Fajka-Boja R.,
Puskas L.G., Hideghéty K., Hackler L.Jr., Novel
real time cell analysis platform for the dynamic
monitoring of ionizing radiation effects on human
tumor cell lines and primary fibroblasts. Mol. Med.
Rep., 2015; 12(3): 4610-1619.



