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Introduction

The prostate specific antigen (PSA) test for prostate cancer
(CaP) suffers from low sensitivity, resulting in a high rate
of false positive tests". There is a clear need, therefore, to
develop new diagnostic methods for this disease. Here we
report on an initial investigation into developing
alternative diagnostic methods for the analysis of CaP cells
in urine, which builds on earlier work within our group, in
which infrared spectroscopy has been used to discriminate
cancer cell lines and grade prostate tissue ™. We have
utilised Raman tweezers, which have been used previously
to differentiate normal from cancerous cells”. Raman
tweezers were used to trap and analyse both live and
alcohol fixed CaP cells, benign prostate cells and
malignant bladder cells. Preliminary investigations
concentrated on discriminating a malignant CaP cell line
(PC-3) and a malignant bladder cell line (MGH-U1). This
was followed by analyzing alcohol fixed PC-3 and MGH-
Ul as well as another metastatic CaP cell line (LNCaP)
and benign prostatic hyperplasia (BPH). The role of the
alcohol is to preservative the cells for an extended period
of time with out autolysis (enzymatic cell decay).

Experimental

All cells were prepared according to standard methods®.
For live cells trapping and analysis took place in phosphate
buffered saline solution (PBS). For fixed cell analysis, cells
were suspended in SurePath™ alcohol preservative (BD
Diagnostics), and stored at <4°C until required.

514.5 nm light was delivered from an Argon ion laser to an
inverted microscope via a 1.2 NA objective. Back-scattered
Raman light from cells was collected through the objective
to fall on a CCD. Live and fixed cells were analyzed in
PBS and SurePath respectively, over a 1 minute duration.

After collection, each spectrum had its background
contribution removed, followed by extended multiplicative
signal correction (EMSC). Live cell spectra were subjected
to principal components analysis (PCA). Fixed cell spectra
were subjected to principal components-linear discriminate
analysis (PC-LDA)™. For PC-LDA the data set was
divided into a training and test (validation) set.
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Results and discussion

A typical Raman spectrum of a trapped cell is shown in
figure 1(a). Figure 1(b) shows the PCA plot obtained from
live PC-3 and MGH-U cell spectra. The PCA plot shows
some degree of separation of PC-3 and MGH-U1,
demonstrating that these cells can be discriminated based
on their spectra. Figure 1(c) displays the PC-LDA training
plot of alcohol fixed PC-3, LNCaP, BPH and MGH-U1
cells (60 spectra per cell type). Unlike PCA which attempts
to capture as much variability in a small number of new
variables, PC-LDA optimizes separation between groups .
Separation of the cell types into 4 distinct clusters is
observed. Table 1 shows the sensitivities and specificities,
using the test set of spectra, projected blind into the PC-
LDA plot.
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Figure 1. Raman cell spectrum (a), PCA plot of live cells (b)
and PC-LDA plot of fixed cells (c). Each data point in (b) and
(c) represents one spectrum, which in turn represents one cell.

BPH LNCaP PC-3 MGH-U1
Sensitivity (%)  93.8 902 727 91.7
Specificity (%)  97.1 945 982 96.4

Table 1. Sensitivities and specificities achieved by the PC-
LDA model.

CENTRAL LASER FACILITY ANNUAL REPORT | 2007/2008

153



LASERS FOR SCIENCE FACILITY (LSF) PROGRAMME | BIOLOGY

Conclusion References

‘We have shown that Raman tweezers can be used to: (i) 1. W.J. Catalona, D. S. Smith, T. L. Ratliff,

analyse and discriminate between live prostate and bladder K. M. Dodds, D. E. Coplen, J. I. J. Yuan, J. A Petros
cells and (ii) analyse and classify fixed prostate and and G. L. Andriole, New England Journal of Medicine
bladder cells with high sensitivities and specificities. These 324, 1156-1161 (1991).

results reveal the diagnostic potential of Raman tweezers 2. T. 1 Harvey, A. Henderson, E. Gazi, N. W. Clarke,
for prostate cancer. M. Brown, E. C. Faria, R. D. Snook and P. Gardner,

The Analyst 132, 292-295 (2007).

3. E. Gazi, M. Baker, J. Dwyer, N. P. Lockyer, P. Gardner,
J. H. Shanks, R. S. Reeve, C. A. Hart, N. W. Clarke,
and M. D. Brown, European Urology 50, 750-761
(2006).

4 E. Gazi, J. Dwyer, N. Lockyer, P. Gardner,

J. C. Vickerman, J. Miyan, C. Hart, M. Brown and
N. Clarke, Faraday Discussions 126, 41-59 (2004).

5. K. E. Hamden, B. A. Bryan, P. W. Ford, C. Xie,
Y-Q. Li and S. M. Akula, Journal of Virological
Methods 129, 145-151 (2005).

6. T. Fearn, “Discriminant Analayis” in Handbook of
Vibrational Spectroscopy Volume 3, edited by
J. M. Chalmers and P. R. Griffiths, New York: Wiley,
2002, pp. 2086-2093.

Acknowledgements

The authors would like to acknowledge financial support
from the Prostate Cancer Research Foundation (PCRF)
and from the Association for International Cancer
Research (AICR). Science and Technology Facilities
Council are acknowledged for facility access time.

154 CENTRAL LASER FACILITY ANNUAL REPORT | 2007/2008



