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Abstract
The alpha chemokine receptor CXCR4 is up-regulated in certain types of breast cancer.
Truncation of the C-terminus of this receptor alters cell morphology and increases invasiveness
and metastatic potential. Here, to better understand the effects of CXCR4 expression and
truncation in breast cancer cells, we have used high resolution magic angle spinning (HR-MAS)
NMR studies of rat breast carcinoma MtLn3E cells to characterise the metabolite complement of
cells heterologously expressing human CXCR4 or its C-terminal truncation mutant, Δ34-CXCR4.
Notable reductions in choline levels were detected when either cells expressing wild-type CXCR4
or Δ34-CXCR4 were compared with cells containing an empty expression vector. Cells
expressing CXCR4-Δ34 had reduced lipid content when compared with either the wild-type
CXCR4 expressing cells or those containing the empty expression vector. Taken together, our
results show that distinct effects on the metabolite complement can be linked to either CXCR4
expression or CXCR4 regulation. The metabolite markers for these two effects identified in the
present study can, in turn, be used to further investigate the role of CXCR4 in metastasis.
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Introduction
The 352 amino acid CXC chemokine receptor type 4 (CXCR4) selectively binds the CXC
chemokine stromal cell-derived factor-1 (SDF-1) also known as CXCL12. This G-protein
coupled receptor (GPCR) is implicated in a variety of human diseases; it serves as a
coreceptor for entry of T-tropic HIV viruses that target CD4-positive T-cells,1,2 was found
to be expressed in >20 types of human cancers3,4 and has been linked to enhanced cancer
cell motility and metastasis. In particular, an important role for CXCR4 has been
demonstrated in breast cancer metastasis where signalling through CXCR4 leads to actin
polymerization, formation of pseudopodia, chemotaxis, and increased metastasis in cancer
cells.5 The C-terminus of CXCR4 is crucial to this activity and expression of a C-terminal
truncation mutant in MCF-7 cells was shown to lead to altered cell morphology, higher
growth rate, and increased cell motility, when compared with wild type CXCR4 or vector
transduced cells.6 Recent results also show that the truncation of the C-terminus of CXCR4
leads to increased invasive potential of mammary carcinoma cells in vitro in a MatriGel
invasion assay and increased metastatic potential in vivo in a murine model of spontaneous
breast cancer metastasis.7 This behaviour is likely to be linked to the substantially reduced
receptor internalization and hence degradation observed in cells expressing the truncated
CXCR4.7 Although CXCR4 truncation mutations have been found to play an important role
in Warts, Hypogammaglobulinemia, Infections and Myelokathexis (WHIM) syndrome,8,9 as
yet, no such deletions have been observed in cancer. Nevertheless, different CXCR4
mutations have been reported in a number of cancers and are implicated in promoting
CXCR4 persistence at the cell surface and/or conferring migratory advances to the cell lines
established from these cancers.10-12

Magnetic resonance spectroscopy (MRS) has been shown to have potential in providing
information about tumour phenotypes in human samples in vivo. For instance, it has been
used to distinguish tumour tissue from non-lactating human breast tissue13-15 and for the
evaluation of human breast lesions. Furthermore, the composite total choline resonance in
proton spectra was used to distinguish malign from benign tissue17,18 and for monitoring the
success of neoadjuvant chemotherapy in locally advanced human breast cancer19.
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In order to gain insight into the metabolic changes associated with increased CXCR4
expression or truncation of its C-terminus, we have characterized the changes in the small
molecule complement of a breast cancer cell model designed to distinguish CXCR4-induced
changes and truncation-induced alterations. Specifically, we applied high resolution magic
angle spinning (HR-MAS) NMR techniques to lyophilised and rehydrated rat mammary
adenocarcinoma MTLn3E cells, either transduced with an empty vector or stably expressing
either wildtype or C-terminally truncated CXCR4.

Materials and Methods
Cloning, generation of stable cell lines, and cell culture

The DNA of the wild-type human chemokine receptor CXCR4 (WT-CXCR4) was amplified
by PCR. In the case of the truncation mutant (Δ34-CXCR4), a deletion of the last 34 amino
acids of the C-terminus of CXCR4 was achieved by PCR amplification of the human
CXCR4 receptor with appropriate primers for the wildtype N-terminus and the truncated C-
terminus (Table S1, Supporting Information). Subsequently, both coding sequences were
subcloned between the HindIII and EcoR1 sites of pEGFP-N1 (Clontech, Saint-Germain-en-
Laye, France) yielding C-terminal GFP fusion proteins of wildtype and mutant CXCR4.
These C-terminal fusion proteins were then subcloned into the retroviral expression vector
pLPCX (Clontech, Saint-Germain-en-Laye, France). All constructs were confirmed by
sequence analysis and retroviruses were produced by standard techniques. Rat mammary
adenocarcinoma cells (MTLn3E) were infected with retroviruses for the transduction of
either WT-CXCR4-GFP, Δ34-CXCR4-GFP, or the empty vector. Stably expressing cells
were generated after infection by selection with puromycine (1 μg/ml). Subsequently,
FACS-sorting was performed to obtain single clones with comparable expression levels
(Fig. S1, Supporting Information). One single clone per cell line was selected and used for
all further experiments. All cell lines were cultured in αMEM supplemented with 5% foetal
bovine serum, penicillin/streptomycin (100 IU), and L-glutamine in an atmosphere
containing 5% CO2 (v/v) in the presence of puromycin.

Preparation of cell samples for NMR
On the day before the experiment, the indicated stable cell lines were plated at a density of
50,000 cells per cm2 in 10 cm Petri dishes (Nunc/Fisher Scientific, Loughborough, UK).
After incubation overnight, the culture media were refreshed. Cells were once washed with
ice-cold phosphate buffered saline lacking calcium and magnesium (PBS, pH = 7.4), then
scraped in ice-cold PBS, centrifuged at 200 g for 4 min, and re-suspended in 0.5 ml ice-cold
PBS before being transferred to sterile 1.5 ml tubes. Cell suspensions were centrifuged again
at 200 g for 5 min and the pellets were immediately snap-frozen in liquid nitrogen. Frozen
cell pellets were stored at −80°C until lyophilisation which was carried out on the same day
as harvesting the cells. Preceding NMR measurements, the samples were inserted into
Bruker KelF MAS rotor inserts and rehydrated for 60 minutes with 30 μl D2O at room
temperature. Shorter rehydration times led to larger spectral linewidths that were attributed
to incomplete rehydration. All reagents used were analytical grade or better.

Cell handling and storage for metabolomics research by HR-MAS has been investigated
systematically.20 It was shown that freezing cells without a cryo-preservative lyses 100% of
the cells, increasing metabolite visibility. Furthermore, the lysed cells showed significant
differences in the lipid profiles when compared with intact cells. Duarte et al. therefore
emphasize that reproducibility of particularly the lysis procedure is critical, especially when
the lipid composition is of interest. Because the percentage of broken cells may vary, and
cells have been shown to break as a result of sample handling or MAS, we decided to use
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freeze-drying to reproducibly break 100% of the cells. The samples thus obtained led to HR-
MAS spectra of good quality (Fig. 1).

NMR acquisition and processing
HR-MAS NMR spectra were recorded on a Bruker Avance 400 MHz spectrometer equipped
with an HR-MAS probe using a CPMG solid echo pulse sequence. The spinning speed was
5 kHz. A CPMG echo time of 190 μs was used, and the 1H 90 degree pulse was 10 μs. The
signal of residual water was suppressed using continuous wave pre-saturation during the
relaxation delay of 1 second. Spectra were recorded at 310 K and spectra of sufficient signal
to noise were obtained in less than 30 minutes. To help in the assignment of the metabolite
resonances, J-resolved, COSY and 1H-13C-HSQC spectra were recorded for some of the
samples, using default pulse sequences as provided by Bruker. The acquisition of these two
dimensional spectra took less than 24 hours.

Multivariate analysis
Pre-processing and orthogonal projection to latent structures discriminant analysis (OPLS-
DA) were carried out with software that was developed in our lab using the python
programming language with numpy and scipy for calculations, and matplotlib for
visualization. Although metabolomics software exists (SIMCA, pirouette, MATLAB
programmes), we could not identify a software package that allowed us to import the Bruker
NMR spectra and subsequently apply all the pre-processing, analysis, and cross-validation
methods described here. The non-linear iterative partial least squares (NIPALS) algorithm21

was used for OPLS-DA22,23 analysis, implemented according to the references given.

Spectra were calibrated to the alanine doublet at 1.50 ppm. Regions above 4.48 ppm and
below 0.65 ppm were excluded because they contained mostly noise, the water peak or the
TSP reference signal (which we did not use for referencing), leaving 6106 data points per
spectrum. Spectra were normalized using probabilistic quotient normalization,24 where the
median of the spectra from the reference sample was used as reference spectrum. The
reference spectra were either those from cells transfected with the empty vector, or those
without a mutation, depending on the comparison that is being made. Spectra were auto-
scaled (variance of every datapoint normalized to 1), and both normalization and autoscaling
were included in the cross-validation.

A 4-fold cross-validation was carried out, 25 meaning that 25% of the samples were used as
a test set, and 75% as training set, ensuring that the number of samples in the test set was
proportional to the total number of samples from each class, and that at least one sample
from each class was present in the test set. As validation set (to choose the number of
components in the model) a minimum of one sample per class was left out of the training
set. When the number of samples in the two classes was not equal, one sample was of the set
with the lowest number of samples, and proportionally more samples were left out of the
larger set. The number of components was then determined by the F1-score with the
constraint that the maximum number of components to use was 6. This procedure was
repeated 2000 times with randomly chosen samples in the test set and validation set, to
prevent bias due to an unlucky choice of training/validation/test set. Therefore a total of 4 ×
2000 models was generated. The number of components chosen in each of the models is
given in the supplementary material. The chosen number of components minus one was then
used as an OPLS filter, and a PLS-DA analysis with two components was carried out on the
filtered data to yield one predictive and one orthogonal component. To verify our
classification against a random one, 2000 runs were carried out with permutated class
assignments (Fig. S2-4, Supporting Information). Back-scaled loadings35 were used to
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identify resonances with high variance and high weight, and verified against the peak
intensity and standard error of the original spectra after PQN normalisation.

Peaks were assigned (see Supporting Information, Fig. S5-7) by comparing chemical shift
values, multiplicities from J-resolved NMR spectra, and 13C chemical shifts from 1H/13C
HSQC NMR spectra to values from the literature,26,27 the BMRB28 and HMDB,29 and
statistical total correlation spectroscopy (STOCSY) was used to help in the assignment (Fig.
S8).30

Results and Discussion
Experimental design

The role of CXCR4 in mediating breast cancer cell signalling and motility can be considered
in terms of the changes in effector molecules that occur as a result of changes in its
expression or activity. This in turn is dependent on obtaining an accurate overview of the
key changes in the cellular metabolite complement. A variety of metabolomic
methodologies exist for such purposes but many require the laborious and time consuming
preparation of perchloric acid extracts, a process which leads to possible modification of
metabolite composition.26,31,32 Here we have used an HR-MAS NMR approach with the
aim of minimising such problems. Specifically, we have studied rat MTLn3E cells that have
been mechanically dislodged from the surface of their culture vessels and immediately snap-
frozen before being lyophilised, transferred to MAS rotors and rehydrated with D2O before
measurement. Snap-freezing lyses cells completely, enhances metabolites visibility but also
alters the lipid profile compared with intact cells.20 Magic angle spinning NMR
mechanically introduces rapid re-orientation into semi-solid samples, reducing contributions
from anisotropic interactions and improving spectral resolution. As described previously,
this provides enhanced information on lipids without notable losses of information for
smaller metabolites.20 The overall process allows 1H NMR spectra of sufficient quality to be
reproducibly obtained (Fig. 1) enabling the subsequent analysis described here.

The present study has been performed in the absence of CXCL12, the ligand for CXCR4,
and hence is focussed on differences due to CXCR4 expression and ligand independent
regulation rather than ligand-dependent signalling. We used CXCR4 that was fused with its
C-terminus to green fluorescent protein (GFP). This modification has been shown not to
affect CXCR4 signalling and/or trafficking.33,34 MTLn3E cells were found not to express
CXCR4 (Fig. S1, Supporting Information), which makes them a good model system for
studying CXCR4-induced metabolic changes. We generated cell lines stably expressing
either wildtype WT-CXCR4-GFP, the truncation mutant Δ34-CXCR4-GFP, or the empty
vector via retroviral infection, selection, and fluorescence-activated cell sorting (FACS) of
GFP expressors to obtain single clones. We expanded single clones with almost identical
expression profiles and used them for all experiments (Fig. S1, Supporting Information).
Important differences in the invasive and metastatic potential of MTLn3E cells expressing
either WT-CXCR4-GFP or Δ34-CXCR4-GFP have been described recently.7 Cells stably
expressing the truncation mutant receptor invade significantly more through Matrigel as
cells stably expressing the wildtype receptor.7 This effect is evident at basal conditions (no
ligand present) and the difference increases with addition of the chemokine ligand CXCL12.
FBS was added in one experiment that served as a positive control and under these
conditions the mutant also shows increased invasiveness. Cells stably expressing the
truncation mutant receptor were also more invasive in vivo.7

In order to discriminate differences due to expression of either wildtype CXCR4, truncated
CXCR4, or the empty vector, the metabolite complement of three different samples was
compared using orthogonal projection to latent structures discriminant analysis (OPLS-DA).
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By comparing cells stably expressing either the empty vector or WT-CXCR4-GFP,
metabolic changes that occur as a result of CXCR4 expression can be assessed, serving as a
model for CXCR4 over-expression in cancer cells. In contrast, a comparison of cells stably
expressing WT-CXCR4-GFP and Δ34-CXCR4-GFP will give information on metabolic
changes that are related to the truncation of the CXCR4 C-terminus, which is responsible for
the receptor down-modulation and is also important in the WHIM syndrome. MTLn3E cells
infected with the empty vector were also compared to those stably expressing Δ34-CXCR4-
GFP, and any observed metabolic differences must therefore be related to expression of the
truncation mutant.

A visual inspection of the averaged and normalized HR-MAS spectra (Fig. 1) suggests that
there are differences in the region around 1.33 ppm, 3.21 ppm and 3.66 ppm. The statistical
validation of these differences is discussed below and in the materials and methods section.

Multivariate analysis
Previous work assessing the effects of cell handling and storage on cell integrity indicated
that snap-freezing and consequent lysis of mammalian cells leads to an increase in detected
choline, phosphocholine and glycerophosphocholine and a decrease in detected
phosphatidylcholine relative to intact cells.20 Although each of our cell preparations was
treated in the same way, a thorough statistical analysis is warranted in order to ensure the
absence of artefacts. Figure 2 shows the cross-validated scores all models generated as
specified in the materials and methods section. In Figure 2A and 2B, cells expressing the
empty vector and cells expressing WT-CXCR4-GFP, respectively, are compared to cells that
express C-terminal truncated Δ34-CXCR4-GFP. A good separation between the two sample
types is obtained in both cases. The good separation of the data points in each class indicate
that the predictive component scores lead to a predominantly successful classification of the
two samples. Interestingly, Figure 2C shows that the differences between NMR spectra of
cells expressing the empty vector and cells expressing WT-CXCR4-GFP appear to be less
pronounced. The data indicate that truncation of the CXCR4 C-terminus by 34 residues
results in changes of the metabolic state of MTLn3E cells that allow these mutant receptor
expressing cells to be easily distinguished from cells expressing either the wildtype receptor
or the empty vector on the basis of their NMR spectra. Expression of the wildtype receptors
also induces differences in the metabolome of MTLn3E cells, but these differences appear to
be smaller as indicated by the larger overlap between the two groups on the cross-validated
scores plot (compare Fig. 2B with Fig. 2C).

Assignment of discriminating metabolites
The back-scaled loadings35 represent the covariance matrix of the spectra (Fig. 3). The
normalised weights from the OPLS model are represented as a colour, and indicate the
importance of each region in the predictive model. Both the loadings and weights are
averaged over all of the models that were calculated during cross-validation. Consequently,
any variation that depends on the choice of the training set is averaged out. Peaks on the red
side of the colour spectrum indicate the resonance frequencies of metabolites that
distinguish the two cell types from each other. The peaks that have been assigned to fatty
acids (1.33 ppm; Fig. S5 Supporting Information), choline (3.21 ppm; Fig. S6) and the
region around 3.66 ppm (Fig. S7) are clearly visible and show both a high covariance and
high weight, indicating their importance in distinguishing between the cell types under
comparison.

CXCR4 expression reduces the choline levels in breast cancer cells
Cells that express either WT-CXCR4-GFP or Δ34-CXCR4-GFP have lower relative
concentrations of choline than cells that were expressing only the empty vector, indicating
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that expression of CXCR4 (with or without its C-terminus) lowers the relative choline
concentration in MTLn3E cells in the absence of the CXCR4 ligand (Fig. 4B). Figure 4B
shows the intensity of the peak in the NMR spectrum at 3.21 ppm, which we assigned to
choline on the basis of its chemical shift, the HSQC (Fig. S6) and STOCSY correlations
(Fig. S8) with the α-CH2 of choline at 4.06 ppm and a peak at 3.23 ppm26. In contrast, the
relative intensity of the choline peak is not significantly different when WT-CXCR4-GFP or
Δ34-CXCR4-GFP expressing cells are compared, adding further support to the above
observation.

Effect of CXCR4 truncation
The fatty acid content is lower in cells that express the truncation mutant as judged by the
peak intensity at 1.33 ppm (Fig. 4A). This peak was assigned as described above and has
STOCSY correlations with peaks at 0.91, 1.59 and 2.04 ppm (Fig. S8) which are all
attributable to fatty acids. Importantly, no significant changes in the total fatty acid content
are observed when cells containing the empty vector are compared with cells expressing
WT-CXCR4 (Fig. 4A/C) indicating that the observed changes in lipid metabolism are
exclusively a result of expression of truncated CXCR4.

In the same cell types, an increase of multiple peak intensities between 3.63 and 3.71 ppm
are observed (Fig. 4C). The standard error of the spectra obtained for Δ34-CXCR4-GFP
expressing cells appears to be rather high (Figure 4C), but the average backscaled loadings
and weights indicate that these observed differences are not due to random variation. The
peak at 3.66 ppm has STOCSY correlations (Fig. S8) with peaks at 3.59 and 3.80-3.84 ppm.
These peaks cannot be unambiguously assigned however, due to overlapping resonances in
this region of the spectrum, but through comparison with literature values27 can be
tentatively assigned to glycerophosphocholine. If genuine, this would indicate that the
changes in fatty acid content observed are, more precisely, changes in glycerophospholipid
metabolism.36,37

Relevance of choline and lipid metabolism to breast cancer
Over-expression of CXCR4 has been shown to correlate with increased metastatic potential4

and poor prognosis in several types of cancer3 including breast cancer.5 Recently, it has
been suggested that mutations that lead to reduced CXCR4 degradation, and that may only
be apparent in cells homozygous for the mutation, may be implicated in promoting invasion
and metastasis in a variety of cancers.7 We have set out to study the metabolomic changes
induced by expression of both wildtype and C-terminal truncated CXCR4 in a metastatic
breast cancer cell line normally having undetectable levels of CXCR4 (by flow cytometry,
see Fig. S1). MRS experiments of cell cultures, biopsies, and in vivo have been used to
identify biomarkers for cancer, characterise cancers, and as a diagnostic tool.38 Indeed NMR
has been used to identify metabolomic changes between metastatic, non-metastatic, and
normal cell lines and Morse et al36 found a significant decrease of total choline levels in
metastatic and non-metastatic breast cancer cells as compared to non-tumourigenic breast
cells. Our finding of reduced total choline levels upon CXCR4 expression (either wildtype
or Δ34 truncation mutant) is in agreement with these reports in that our cell model is also
being rendered more motile by expression of CXCR4.4,6

Truncation of the CXCR4 C-terminus has been linked to sustained signalling, enhanced cell
motility, invasiveness and metastatic potential.6,7 A relative increase in the region between
3.20 and 3.25 ppm is consistently observed in malignant breast cancers,17,36,38 and can be
assigned to either total choline containing metabolites, choline, phosphocholine, or
glycerophosphocholine. Furthermore, it has been shown that cell extracts of malignant
breast cancer cells (MDA-MB-231) contained higher concentrations of phosphocholine,
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lysophosphatidylcholine, glycerophosphocholine and glycerol 3-phosphate as compared to
non-metastatic (MCF-7) breast cancer cells or non-tumorigenic but immortal cells
(MCF-10A) and the authors suggested the involvement of phospholipases.36 However, a
different group found no evidence for phospholipase A2-mediated catabolism in the
metastatic human breast cancer cell line MDA-MB-231.37

In the present study no differences in choline content could be detected as a result of
truncation of the CXCR4 C-terminus but, interestingly, differences in lipid content were
indeed apparent. The results from our HR-MAS metabolomics analysis indicate therefore,
that expression, combined with dysregulation, of CXCR4 causes substantial and detectable
changes in lipid metabolism. To the best of our knowledge, this is the first time that the link
between CXCR4 and lipid metabolism has been made on a metabolomics level.

Together with the described HR-MAS NMR approach, which allows observation of lipid
signals which is not possible in perchloric acid extracts,26 the present model system will
allow further investigation of the important role of wildtype and mutant CXCR4 expression,
activation and regulation thereby allowing insight into CXCR4-related human diseases,
including cancer and WHIM syndrome, on a metabolomic level.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Figure 1.
Averaged and normalized 1H HR-MAS spectra of lyophilised and rehydrated MTLn3E cells
with empty vector (black), MTLn3E expressing WT-CXCR4-GFP (blue) and MTLn3
expressing Δ34-CXCR4-GFP (red). The coloured line represents the mean, shaded regions
are the standard error. Spectra were normalized using PQN, with the median of the empty
vector spectra as reference. Clear differences can be observed at 0.9 ppm, 1.33 ppm, 3.21
ppm and 3.66 ppm. The sample spinning rate was 5000 Hz and the samples were maintained
at 37°C throughout the experiment.
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Figure 2.
PLS scores (after OPLS correction) of 2000 4-fold cross validation runs with randomly
selected training and test sets for each run. A good classification is obtained where the
truncation mutant is compared to any of the other two cell types. MTLn3E cells with an
empty vector can also be separated from cells expressing WT-CXCR4-GFP, but the scores
plot indicates that differences between these two cell types are less pronounced.
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Figure 3.
Back-scaled loadings plots and weights give an overview of the 1H resonance frequencies in
ppm that allow the models to distinguish each of the two cell types under comparison.
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Figure 4.
Relative metabolite concentrations as determined by the area under the NMR spectrum at
1.33 ppm (assigned to lipids) (A), 3.21 ppm (assigned to choline) (B) and 3.66 ppm (C).
Spectra were normalized using probabilistic quotient normalization using the median of the
empty-vector spectra as reference, and averaged over the replicated experiments (empty
vector: n=12, WT-CXCR4-GFP: n=21, Δ34-CXCR4-GFP: n=13. The p-values were
calculated with respect to the signal from the cells expressing the empty vector, except for
the truncation mutant at 3.66 ppm (C), where p-values with respect to cells transfected with
empty vector (EV) and wild type (WT) are given. p-values were not corrected for multiple
testing. Error bars are the standard error.
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