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Abstract
Background: Unsaturated fatty acids (UFAs) exhibit in vitro cytotoxicity against many malignant
cell lines and yield decreased cancer incidence and reduced tumor growth in animal models. But
clinical and animal studies to date have achieved response using only localized delivery methods
such as intratumoral infusion. To explore possibilities for enhanced clinical efficacy, fresh surgical
explants of tumors from 22 patients with five malignancies were exposed to γ-linolenic acid (GLA)
and α-linolenic acid (ALA) and analyzed with an in vitro chemosensitivity testing system, the
Fluorescent Cytoprint Assay (FCA). A total of 282 micro-organ cultures derived from these
malignant tumors were exposed to GLA and ALA at different concentrations.

Results: GLA and ALA exhibited greater than 90% cytotoxicity at a sharp concentration threshold
between 500 μM and 1 mM against all but two malignant micro-organ cultures tested in 5-10%
serum. In tests using 30-40% serum, GLA and ALA killed tumor at concentrations of 2 mM and
above.

Conclusions: The concentration threshold of 500 μM to 2 mM exhibited for antitumor activity
by GLA and ALA is much higher than that observed in most previously reported cell culture studies
but consistent with physiological concentrations found to kill tumor clinically and in animals. A
mechanism of antitumor activity by unsaturated fatty acids through selective destabilization of the
malignant plasma membrane is considered. An oral regimen is proposed for phase I clinical testing
that could push the area under the curve for serum concentration of unbound unsaturated fatty
acids over time to much higher levels than previously achieved for systemic administration and into
the range that could yield antitumor response.

Background
Unsaturated fatty acids (UFAs), including the ω-6 agent
GLA and the ω-3 agent ALA, have been observed to exhibit
cytotoxicity [1-8] or growth inhibition [9-15] against a
variety of malignant cell lines. These effects, studied
closely over the past two decades, are usually selective for
malignant versus normal cells [1-3,5,10,12,16-18]. Con-

centrations of different UFAs used in these in vitro studies
were typically no greater than 100 μM, with close to 100%
cytotoxicity achieved at concentrations of, for example,
10-12 μM [2,5], 50 μM [1] or 70 μM [19].

At low levels, ω-6 fatty acids have been shown to promote
tumor growth in some in vitro [15,20,21] and animal
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[22,23] studies. Retrospective human studies in which tis-
sue composition was analyzed have shown inverse corre-
lations of cancer incidence and ratios of ω-3 to ω-6 fatty
acids [24,25]. Benefits of ω-3 supplementation have been
demonstrated prospectively in a double-blind study of 27
patients with stage 1 or 2 colon carcinoma or adenoma-
tous polyps randomized to consume 9 grams daily of
either fish oil with high eicosapentaenoic acid content or
corn oil after surgical excision of detectable lesions. S-
phase BrdUrd labeling of tissue from proctoscopic
mucosal biopsies, a predictor for incidence of new neo-
plasms, dropped to 29% of its baseline value after six
months for the ω-3 supplemented group but rose in the
corn oil-supplemented group [26].

At higher physiological concentrations of GLA achieved
through intratumoral administration in subcutaneous
pancreatic tumors in nude mice [27] and in rat gliomas
[22,28], significant tumor shrinkage was observed. Clini-
cally, major response was reported for 15 glioma patients
who after surgery had 1 mg of GLA injected into residual
tumor daily via a cerebral catheter over 10 consecutive
days. Striking changes in CT scans indicative of response
were reported for all patients, and 28 months after study
completion, 12 surviving patients were reported under
active follow-up with no new symptoms [29]. Partial
responses of 40-60% for six glioma patients were reported
in a similar prior study [30]. A subsequent study using the
same 1 mg daily intratumoral GLA dosage over only 7
days, however, yielded lesser partial responses in 9
patients with grade 4 glioma and no survival gains
[31,32]. None of these studies were controlled clinical tri-
als.

Response was also achieved in a phase I clinical trial of
intra-vesicle treatment of superficial bladder cancer with
Meglumine GLA at concentrations of 2.4 mM or 6 mM for
a one-hour retention period. Using these high GLA con-
centrations, complete responses for 13% and partial
responses for 30% of 30 total patients were achieved [33].
But a phase III clinical trial of oral or intravenous lithium
GLA at daily doses of less than 1 g/kg for advanced pan-
creatic cancer yielded only marginal benefits [34]. Clinical
studies of low-dose oral GLA for colon [35] and liver [36]
cancer likewise yielded no benefits. These successful
results for high levels of GLA using localized treatment
approaches in contrast to negative outcomes with low lev-
els of GLA obtained using intravenous or oral systemic
administration routes are consistent with in vitro
[6,7,14,15,37] and animal [22,38] studies indicating that
UFA antitumor activity is highly dose-dependent.

A particularly sharp dose-response effect for UFA agents
was demonstrated with 16 rats treated with GLA eight
days after surgical implantation of C6 glioma tumors [22].

GLA was administered via intratumoral infusion at a flow
rate of 1 μl/h over a period of 3 or 7 days, with tumor mass
assessed the day after treatment completion. In tumors
infused with 2 mM GLA administered over 7 days, tumor
area was less than 50% of the control subgroup with
much of the tumor tissue necrotic but with intact histol-
ogy in bordering normal brain tissue. Significant tumor
growth in comparison to controls, however, was exhibited
for the 1 mM, 40 μM and 20 μM GLA concentration sub-
groups. When GLA was administered intratumorally over
3 days, tumor kill was likewise observed but to a lesser
degree at a 2 mM concentration, with growth promotion
observed at 1 mM.

To model clinical dose-response effects and explore possi-
bilities for enhanced clinical efficacy, fresh surgical
explants of malignant tumors from 22 patients were
exposed to unsaturated fatty acids at different concentra-
tions and analyzed using the Fluorescent Cytoprint Assay
(FCA). These tumors were pathologically identified as
ovarian carcinoma for 18 of the patients and as breast car-
cinoma, pancreatic carcinoma, melanoma, and glioblast-
oma, one each, for the other four. Developed in 1986 by
Boris Rotman, the FCA assesses the viability of three-
dimensional micro-organs derived from fresh surgical
human tumor explants following exposure typically to
standard chemotherapeutic agents [39,40]. This tech-
nique [41-43] and other in vitro testing systems [44,45]
have been used in clinical practice for chemosensitivity
testing since the mid-1980s. The FCA is an attractive
experimental model as it provides analytical capabilities
of standard in vitro systems, allowing about 50 or more
viability tests per specimen depending upon size of surgi-
cal explant, yet more closely simulates the physiological
environment based upon its fresh human tissue source
and three-dimensional tumor architecture.

The FCA was found 90% accurate in predicting chemo-
therapeutic treatment outcomes in a collaborative retro-
spective study [42]. Clinical response achieved for most
agents was at peak plasma levels close to concentrations
tested with the FCA procedure [42]. Although the FCA
experiments of this present study were not designed to
amass a sufficiently large set of well-structured data to
support statistical analysis, the basic dose-response char-
acteristics of UFAs that were examined are of particular
interest in light of findings indicating potential clinical
application [22,32,33] that have emerged since these
experiments were conducted.

Methods
Surgical explants
Freshly excised human tumor explants were obtained
from surgeries through the National Disease Research
Interchange (NDRI) and shipped overnight in cold cul-
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ture medium. Additional specimens were obtained from
medical centers in Providence, Rhode Island associated
with the Brown University School of Medicine. Normal
stromal tissues excised in the vicinity of some tumors were
also studied. Malignant tumor specimens from 22
patients and a benign ovarian tumor specimen from an
additional patient were received and assayed between
March 1994 and March 1996. Of the 22 malignant
tumors, 18 were pathologically identified as primary or
metastatic ovarian adenocarcinoma and the others identi-
fied as breast carcinoma, pancreatic carcinoma,
melanoma, and glioblastoma (one of each). For one
patient, both primary and metastatic ovarian adenocarci-
noma was obtained and studied.

Materials
Culture chambers were constructed and fluorescein
monoacetate synthesized and purified as previously
described [39,40]. Culture medium was RPMI 1640 sup-
plemented with 5-40% fetal bovine serum (FBS) or
human serum and penicillin-streptomycin (10 U/mL)
(GIBCO, Grand Island, NY). Stock collagen solutions
were made by diluting a purified collagen (Collagen
Corp., Palo Alto., CA) solution (2 mg/ml) with 7.5 times
concentrated solution of Dulbecco's modified Eagle pow-
der medium (GIBCO), FBS, and culture medium in the
proportion 3.0: 0.5: 0.25: 1.0, respectively. The final solu-
tion was used as stock and kept at 2°C. Fresh collagenase
(Sigma, St. Louis, MO) was prepared by dissolving the
enzyme (300-350 U/mg) in culture medium and steri-
lized by passage through a 0.22 μm Vanex filter unit (Van-
guard International, Neptune, NJ).

FCA assay procedure
Processing was begun 2-5 hours after receipt of each sur-
gical explant per the methodology previously described
[39,40]. Briefly, the tissue was fragmented by first mincing
it with scalpels into pieces of about 1 mm3 and then proc-
essed for a short period (2-5 seconds) in a Tissumizer
(Tekmar). After additional processing and vital staining
with fluorescein monoacetate, tumor tissue yielded dis-
crete cellular aggregates, termed "micro-organs," that were
easily visualized and manually collected using a Pasteur
pipette. These micro-organs correspond to discrete clus-
ters of malignant cells characteristically seen in histologi-
cal preparations, most distinctly observed in carcinomas
[39]. In contrast, normal stromal tissue, not previously
studied in the FCA assay, did not naturally aggregate into
micro-organs and required additional shearing to separate
into small cellular aggregates of equivalent size (which are
also termed "micro-organs" in the discussion below).
From a typical tissue specimen, 500-700 micro-organs
were obtained, each containing 100-2000 viable cells.

Viable micro-organs were then plated as previously
described [39,40], 4-40 per micro-organ culture, with a
typical yield of 55-90 micro-organ cultures per culture
matrix. The matrix was placed on a metal grid and par-
tially submerged into growth medium and incubated at
37° under 5% CO2 for periods up to 10 days. In all exper-
iments, cultures without added test agents, typically at
least four, were used as controls to assess baseline viability
over the course of the experiment. All experiments were
performed in the laboratory of Boris Rotman at Brown
University, Providence, Rhode Island, where the FCA
assay system was used for preclinical screening of novel
anticancer agents, with specifications for agents used in
these experiments provided by the author.

Through transient, non-toxic staining by fluorescein
monoacetate, a digital image of each individual micro-
organ culture, termed a "fluorescent cytoprint," was used
to assess cytotoxicity of added agents. Fluorescent cyto-
prints were obtained for each micro-organ culture before
and after exposure to agents, and the fluorescence change
was quantitatively assessed and used as an index of viabil-
ity. Greater than 90% viability was scored "resistant;" less
than 10% viability was scored "sensitive."

Values in between were scored "intermediate," and bor-
derline values such as e.g. 85% viability were scored inter-
mediate-resistant and 15% viability scored intermediate-
sensitive. Because such intermediate values between 10%
and 90% viability (which comprised only 14% of all
reported viability results) could represent delayed cyto-
toxic effect, probabilistic variations, or tumor heterogene-
ity [39], these are less reliable indicators of the activity of
agents tested. For the purposes of charting results in the
figures shown, characterizations of sensitive, intermedi-
ate-sensitive, intermediate, intermediate-resistant, and
resistant were assigned numeric values, respectively, of 0,
0.25., 0.5, 0.75 and 1.0.

Readings were performed 5-9 days after the introduction
of agents; a 7-day period was used in all but three experi-
ments. In some experiments, additional readings were
taken between 3 and 9 days after introduction of agents.
Micro-organ cultures were typically exposed to agents
until the time of final FCA fluorescence readings. In 33
micro-organ cultures from three malignant specimens,
agents were replaced with culture media after a 2-day
period, and in 36 micro-organ cultures from two malig-
nant specimens, agents were replaced with culture media
after a 5-day period.

UFAs and other agents used
In the first four experiments, GLA and ALA were studied
either as lithium salts or as free fatty acids dissolved 40
mg/ml in ethanol and then added to culture media in a
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stable suspension to achieve desired agent concentrations,
per a methodology used in some prior in vitro studies
[17,46]. In subsequent experiments, all tests were per-
formed using the sodium salts of GLA and ALA to pre-
clude any possible active effects of ethanol or lithium (no
differences in results for the different forms of these agents
were in fact observed). Linoleic acid (LA), eicosapentae-
noic acid (EPA), and oleic acid (OA) were also tested
using their sodium salts. LA and EPA were tested as single
agents, and mixtures of ALA, GLA, LA, and OA approxi-
mately simulating typical compositions of dietary oils
were also tested. (All UFAs were obtained from Nu-Chek
Prep, Elysian, New York.)

In addition, various agents such as epinephrine, acetylsal-
icylic acid, caffeine and lithium were tested in combina-
tion with UFAs for potential synergistic effects using extra
available micro-organ cultures, but inconclusive results of
these multi-agent tests are not reported.

Results
Figs 1, 2, 3 and 4 show FCA analysis of viability for 282
micro-organ cultures derived from tumors of five malig-
nant types (ovarian adenocarcinoma, breast carcinoma,
pancreatic carcinoma, melanoma, and glioblastoma) that
were surgically excised from 22 patients and exposed to
GLA and ALA at different concentrations. FCA results for
normal stromal tissue are also shown in Fig. 1. Additional
results for a benign ovarian tumor from another patient,
for two other normal stromal tissue specimens, and for
tests of other UFAs and UFA mixtures are summarized but
not shown.

Fig. 1 shows cytotoxic activity of UFAs exposed to ovarian
carcinoma (Fig. 1A, 1B), glioblastoma (Fig. 1C) and nor-
mal stromal tissue (Fig. 1D), all cultured in 10% fetal calf
serum. Tumor kill is exhibited at a sharp concentration
threshold of 500 μM for ALA in Fig. 1A and for GLA in Fig.
1C and at a sharp concentration threshold of 1 mM for

Cytotoxic activity of UFAs exposed to micro-organs from malignant and normal tissue explantsFigure 1
Cytotoxic activity of UFAs exposed to micro-organs from malignant and normal tissue explants. A: Viability val-
ues (0 = sensitive, 1 = resistant) are shown for a metastatic ovarian tumor exposed to GLA (black square) and ALA (Grey 
square); 26 controls (represented as 0 μM GLA) were all viable. B: Results for a primary ovarian tumor. Viability values of 0 at 
2 mM (two each for GLA, ALA) are not shown. Four control values were 1.0 (3) and 0.75 (1). C: Results for a glioblastoma 
tumor; 6 control were all viable. D: Results for a normal stromal tissue specimen; all 4 controls were viable. A numeric pair (m, 
n) depicts m and n identical results, respectively, for GLA and ALA represented by the bar below. All four experiments used 
10% fetal calf serum.

B.

C. D.

A.
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GLA and ALA in Fig. 1B, for GLA in Fig. 1A, and for ALA
in Fig. 1C. Cytotoxic activity of UFAs exposed to normal
stromal tissue shown in Fig. 1D is in about the same con-
centration range as for malignant tumors. Similar results,
not shown, were obtained for two other normal stromal
tissue explants and for one benign ovarian tumor. As
detailed in the caption for Fig. 1, 39 of 40 control micro-
organ cultures in these experiments had viability value 1
(resistant) and one had viability value 0.75.

Figs 2 and 3 show aggregate data for malignant tumors
tested in 5-10% fetal calf and in 5-10% human serum,
respectively. As discussed in methods, intermediate viabil-
ity readings in these and Fig. 4, which were assigned val-
ues of 0.25, 0.5, and 0.75 for charting purposes and which
comprise only 14% of all reported viability values, are less
reliable indicators of agent effects in vivo than sensitive or
resistant readings. While the complete set of viability val-
ues is thus not amenable to close data analysis, the signif-

Aggregate data for UFA exposure to micro-organs from malignant tumor explants in 5-10% fetal calf serumFigure 2
Aggregate data for UFA exposure to micro-organs from malignant tumor explants in 5-10% fetal calf serum. 
Viability values are shown for 153 micro-organ cultures from malignant tumors exposed to GLA (Black square) or ALA (Grey 
square) in 5% or 10% fetal calf serum. Tumor types tested, as detailed under methods, were ovarian adenocarcinoma, breast 
carcinoma, pancreatic carcinoma, melanoma, and glioblastoma. Parenthesized values above bars here and in the following two 
figures represent multiple data points as in Fig. 1. For example, at a 50 μM GLA concentration, the viability readings were 1.0 
(resistant) for 4 micro-organ cultures, 0.5 (intermediate) for 2, and 0.25 (intermediate-sensitive) for 1.

Aggregate data for UFA exposure to micro-organs from malignant tumor explants in 5-10% human serumFigure 3
Aggregate data for UFA exposure to micro-organs from malignant tumor explants in 5-10% human serum. Via-
bility values are shown for 103 micro-organ cultures from malignant tumors exposed to GLA (Black square) or ALA (Grey 
square) in 5% or 10% human serum. (Two viability readings of 0 for 2.5 mM GLA are not shown.)
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icant feature in Figs 2 and 3 is the drop in these values
from mostly 1 (resistant) at GLA or ALA concentrations of
250 μM or below to 0 (sensitive) at concentrations of 1
mM and above (with the exception of two viability values
of 0.25 for ALA at 1 mM shown in Fig. 2).

Each malignant tumor tested using 5-10% fetal calf or
human serum exhibited a sharp cytotoxic concentration
threshold between 500 μM and 1 mM for GLA and ALA,
varying by explant and agent. With the two exceptions
noted above, viability values were 0 at and above this con-
centration threshold, but were usually 1 below 50% of
that concentration.

For experiments conducted in 30% or 40% human serum,
cytotoxic activity was consistently observed for GLA and
ALA at but not below a 2 mM concentration (Fig. 4). Iso-
lated tests (not shown) for a total of 60 micro-organ cul-
tures from 8 surgical explants using eicosapentaenoic acid
(EPA), linoleic acid (LA), and various mixtures of LA, oleic
acid (OA), GLA and/or ALA, including ALA, LA and OA in
proportions approximately simulating flaxseed oil com-
position indicate cytotoxic activity consistent with that for
GLA and ALA (comparing total molarities of UFAs for
mixed agents).

Micro-organ cultures were generally exposed to agents
throughout the 7-day duration of the experiment, with a
2-day exposure period used for 33 micro-organ cultures
from three malignant specimens and a 5-day exposure
period used for 36 micro-organ cultures from two malig-
nant specimens. No study of the relationship between
activity and exposure time was performed, but no differ-
ences in cytotoxic activity of GLA and ALA based upon
varying exposure times were apparent.

Discussion
It is noteworthy that for each of 22 surgical explants of five
malignant types, GLA and ALA each exhibited greater than
90% cytotoxic activity at a sufficiently high concentration
threshold. These concentration thresholds for antitumor
activity, however, ranging from 500 μM to 2 mM depend-
ing upon explant, agent and serum concentration, are
much higher than the UFA concentrations of 10 to 100
μM observed to kill tumor in most previously reported in
vitro studies using tissue culture cells [1,2,5,19].

These FCA findings, however, are consistent with clinical
and animal studies in which tumor shrinkage was
achieved using localized administration methods [22,27-
29,33] providing UFA concentrations as high as 6 mM
[33] but not using systemic agent delivery [34-36]. Of par-
ticular interest is the parallel to the rat glioma study cited
earlier, in which tumor kill but no damage to adjoining
normal tissue was observed using 2 mM but not lower
concentrations of intratumorally infused GLA [22].

FCA results for normal stromal tissue, on the other hand,
support no clear interpretation, since such tissue does not
naturally aggregate into micro-organs, has not been previ-
ously studied in the FCA assay, and has no record of pre-
dictive accuracy for agent effects on normal tissue in vivo.
Viability values showing cytotoxicity for normal stromal
tissue in the same UFA concentration range as for malig-
nant tissue are also inconsistent with in vitro [1-
3,5,10,12,16-18], animal [22] and clinical [29,33] find-
ings demonstrating full viability of normal tissue at UFA
concentrations that killed malignant cells, as high as 2
mM [22] to 6 mM [33]. Nevertheless, these FCA results for
normal tissue raise the possibility that the cytotoxic effects
observed in all reported FCA tests could represent nonse-
lective cell damage caused by UFA agents at high concen-
trations.

Alternatively, UFA cytotoxicity to normal tissue could
potentially be associated with alterations of the extracellu-
lar cell matrix (ECM) caused, for example, by tissue dis-
ruption during Tissumizer processing or other assay
preparations. The difficulties of simulating the physiolog-
ical ECM and of maintaining viability for normal cells in
culture have been noted [47]. These considerations sug-
gest the hypothesis that fluidization of the plasma mem-
brane caused by UFAs [21,48,49] is a key event triggering
ultimate tumor cell death, as has been proposed [50,51].

Malignant cells are characterized by a disorganized ECM
[52-56] and supporting cytoskeleton [56-59], in sharp
contrast to the well-structured such components of nor-
mal cells. Surface bleb formation has been observed
beginning as early as 15 minutes after viral transformation
to the malignant state [53,56-59]. Some studies indicate

Aggregate data for UFA exposure to micro-organs from malignant tumor explants in 30-40% human serumFigure 4
Aggregate data for UFA exposure to micro-organs 
from malignant tumor explants in 30-40% human 
serum. Viability values are shown for 22 micro-organ cul-
tures from malignant tumors exposed to GLA (Black square) 
or ALA (Grey square) in 30% or 40% human serum. (Viability 
readings of 0 for 4 mM GLA and ALA, one each, are not 
shown.
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that malignant cells have more rigid plasma membranes
than normal cells [52] with 2-3 times higher cholesterol
content [60], which could perhaps be compensatory for
decreased stability of the ECM and cytoskeleton.

Pronounced changes in membrane lipid composition of
cultured tumor and normal cells result from UFA supple-
mentation of culture media. Multifold increases in mem-
brane free fatty acid percentages corresponding to added
UFAs are observed within hours [61-64]. With UFA added
at a 300 μM concentration, the corresponding percentage
of total membrane lipids reaches as high as 60% [63].
Membrane lipid changes are 90% complete within about
16 hours [61-64] and persist at least 48-72 hours in
unsupplemented culture media [64].

Malignant cell membranes, however, exhibit more pro-
nounced ultimate changes in lipid composition corre-
sponding to ingested UFAs in dietary supplementation
studies [60] than do normal cell membranes, and achieve
greater fluidization upon exposure to UFAs [21,60]. Sup-
plementation by ALA or oleic acid, in particular, caused
fluidization and destabilization in model membranes, an
effect related to the hook and boomerang shapes, respec-
tively, of these molecules [65]. Sharp peaks of membrane
fluidization were observed in cultured human cancer cell
membranes 3 days after exposure to ALA [21] and to lino-
leic acid [49] with a less pronounced peak for oleic acid at
2-4 days [49].

Apoptosis observed after exposure of malignant cells to
UFAs [6,9,14,15,22,66] could thus be triggered by a criti-
cal membrane destabilization event resulting from defi-
ciencies in ECM structure and in homeostatic control of
membrane fluidity. Tumor cells packed in a tight array
could be less vulnerable to membrane destabilization,
which would be consistent with the observation that the
concentration threshold for significant GLA effect against
gliomas varied from 20 μM for monolayer cultures to 200
μM for three dimensional spheroid preparations and 2
mM in vivo [66].

If these FCA assay results are predictive of UFA serum lev-
els required for clinical response, as has been the case for
other chemotherapeutic agents [42], they present a partic-
ular challenge for successful systemic clinical treatment.
Albumin sharply attenuates the antitumor activity of
UFAs [8,67,68], consistent with FCA assay results noted
above showing significantly diminished GLA and ALA
activity in 30-40% human serum. Whether intravenous or
oral UFA delivery was used, rapid binding of UFA agents
to albumin in serum would significantly reduce serum
levels of the active unbound form. This constitutes a sig-
nificant limitation given that under normal conditions,

total human serum free fatty acid concentration is about
300 μM [69].

Duration of elevated UFA serum levels also appears to be
a significant factor in clinical efficacy, as suggested by time
and concentration studies using bladder cancer cell lines
with viability measured five days after agent exposure.
Tumor kill was achieved with 30-minute exposure to GLA
at 1 mM, 1 hour at 500 μM or 2 hours at 125 μM [7], dem-
onstrating a more than linear advantage for application
over an extended time frame. This increased cytotoxic
effect with longer exposure period is consistent with the
time frame of membrane UFA absorption noted earlier,
with changes in lipid composition reaching a plateau at
about 16 hours and persisting at least 2-3 days.

A proposed approach for achieving sustained high serum 
levels of unbound UFAs
One approach for achieving high serum levels of
unbound UFAs over an extended time period is to utilize
three concurrent physiological perturbations in conjunc-
tion with high-dose UFA ingestion: fasting, exercise and
caffeine. These and high-dose ingested UFA can each
boost serum free fatty acid levels by up to 100%, and com-
binations can elevate total serum free fatty acid levels into
the 1-2 mM range [70-78]. Flaxseed oil, a triglyceride
blend consisting of about 58% ALA, 19% oleic acid, 14%
linoleic acid and 9% saturated fatty acids, would provide
a safe dietary UFA source. This oil, with its high ratio of ω-
3 to ω-6 components, would not be subject to risks of
tumor growth promotion at suboptimal levels as noted
earlier for ω-6 agents [15,20-23].

Specifically, these combined elements could be provided
through a regimen consisting of an overnight fast and
then ingestion of flaxseed oil without added vitamin E or
other antioxidants at 3.33 grams per kilogram of body
weight between 9-10 AM, followed by 200 mg caffeine
dosages at 10 AM and again at 11 AM. Beginning at 11
AM, the subject would exercise for 90 total minutes, with
intermittent short rest periods as needed, at moderate
intensity, e.g., at 55% of VO2max or 70% of maximum
heart rate, within the limits of the subject's capability. The
fast would then terminate at 6 PM. This schedule would
be repeated over three consecutive days. Given unknown
risks, this regimen would be suitable only for application
in a clinical study involving subjects having no proven
treatment options, with daily complete blood counts con-
ducted and other precautions taken.

Combined fasting, exercise and caffeine in untrained
women per specifications similar to the above, but with-
out fat ingestion, resulted in serum free fatty acid levels
averaging 1.9 mM [73]. Increased free fatty acid serum lev-
els achieved under such conditions persisted for several
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hours with continued fasting [75,77]. It thus appears that
total serum free fatty acid levels of at least 1.5 mM could
be obtained between 1 and 6 pm each day of this pro-
posed regimen, with about half of serum fatty acids con-
sisting of UFAs from flaxseed oil, as can be roughly
projected based on oral ingestion studies of 30-40 grams
[79] or 100 grams [71] of fats. This would yield a concen-
tration of at least 750 μM for unbound UFAs in serum
during a total period of 15 total hours over three consecu-
tive days. Note that this figure of 750 μM is appropriately
compared to the UFA tumor kill concentration threshold
of 500 μM to 1 mM for FCA tests using low serum concen-
trations, since unbound UFA concentrations in FCA tests
using high serum concentrations would be significantly
diminished by albumin binding.

Several physiological potentiating factors could enhance
clinical efficacy. Lipid peroxidation, which has been
found to sharply promote UFA antitumor activity [1-
5,11,16,19,46,80-82], could be triggered clinically by
reactive oxygen and nitrogen species released during
immune surveillance of tumor cells [83]. Changes in
plasma membrane shape during mitosis could yield addi-
tional vulnerability to UFA-induced membrane destabili-
zation for tumor cells in that phase of the cell cycle. This
could in turn result in propagating death in neighboring
cells through a cascade of released lipid peroxidation
products.

Elevated local concentrations of free fatty acids would
occur in tumors as a consequence of increased secretion of
lipoprotein lipase [84], which may be caused by increased
metabolic requirements of malignant cells and may thus
be more pronounced under fasting conditions. In addi-
tion, plasma membrane lipid turnover would be
increased by caffeine at moderate dosages [85,86], while
exercise and caffeine would yield an increased ratio of
unsaturated to saturated fatty acid levels in serum [75].
Lymphatic transport of ingested lipids may yield
increased levels of UFAs in the intestine or peritoneal cav-
ity, which would provide an advantage against tumors in
those anatomical regions.

Finally, additional possibilities for clinical benefits are
raised by findings that multidrug resistant (MDR) malig-
nant cell lines were as sensitive [7,14,87] or more sensitive
[88] to UFA agents than their non-MDR counterparts and
that drug resistance could be reversed by UFA application
[51,89,90]. This suggests the possibility that should the
proposed 3-day combination regimen fail to achieve
response, it could still potentially reverse drug resistance
in MDR tumor cells or selectively target them and allow
response to be achieved in subsequent chemotherapy
treatments.

A preliminary test of feasibility of the proposed combina-
tion of high-dose flaxseed oil, fasting, exercise and caf-
feine was conducted for one day only in 2006 by an
ovarian cancer patient whose tumor markers had begun to
progress during a second chemotherapy regimen. Four
months after the last treatment in this regimen, after being
warned of unknown risks of this dietary intervention, the
patient began an overnight fast and the next morning
ingested 225 grams of flaxseed oil plus 100 mg caffeine
followed by light exercise and hourly intake of caffeine in
a total additional dose of 800 mg over a 6-hour period,
after which the fast was terminated.

The patient was able to ingest the flaxseed oil without dif-
ficulty, with palatability improved by being blended with
a few tablespoons of non-fat yogurt, sweetener and ice
cubes to a flowing consistency. A transient drop in CA125
tumor marker level followed this treatment (CA125 val-
ues for 54, 28 and 5 days before treatment and then 8 and
28 days after treatment were, respectively, 31, 55, 77 and
then 40 and 66). Two subsequent repetitions of this die-
tary intervention without full adherence to fasting caused
no reduction in steadily increasing tumor marker values.
The patient subsequently responded to a different chemo-
therapy regimen and survived two additional years.

Although burdensome for patients and subject to signifi-
cant individual variations in unbound UFA serum levels
achieved, the proposed 3-day regimen can provide a
mechanism to initially test whether UFAs at high
unbound serum levels over an extended period could
yield clinical response. Stage III ovarian cancer patients
with recurrent or multi-drug resistant disease, as indicated
by rising CA-125 tumor marker values, would be ideal
subjects for a clinical trial given their typically high per-
formance status, lack of proven curative options, location
of tumor in the peritoneal cavity, and ability to track
response through monthly CA-125 blood test results.

High serum concentrations of unbound UFAs can also be
achieved using combined intravenous administration of a
lipid emulsion and heparin. Studies using Intralipid and
heparin administered intravenously to normal volunteers
yielded total serum free fatty acid levels of 1.3 mM [91]
and 1.67 mM [92] respectively 3 and 5 hours after initia-
tion of infusion. Also, a custom UFA blend could prove
more effective than flaxseed oil, for example, with GLA
and EPA substituted for linoleic acid and saturated fatty
acid components. For initial testing, however, the pro-
posed combination of oral flaxseed oil, fasting, exercise
and caffeine would appear to offer less risk of unknown
adverse effects and also the potentiating factors cited
above.
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Should sustained high serum levels of unbound UFAs
achieved through some such approach yield major
response, it would be of particular interest to explore
whether aberrant properties of the malignant plasma
membrane and ECM that are in some cases independent
of genomic instability [93] could underlie such effects. It
has been demonstrated, for example, that one dose of ion-
izing radiation to nonmalignant human mammary epi-
thelial cells causes heritable loss of organization, aberrant
cell-to-ECM interactions and loss of tissue specific archi-
tecture in progeny of irradiated cells, all characteristic of
neoplastic progression, but without the occurrence of
genetic changes [94].

In a series of studies, Clarence Cone [95,96] demonstrated
differences in transmembrane voltage and associated
ionic concentrations between normal and malignant cells
and was able to influence mitotic behavior by experimen-
tal manipulation of these environmental factors. Nuclei of
malignant cells transplanted into normal oocytes in frogs
or mice have yielded, respectively, fully functional tad-
poles [97] or post-implantation mouse embryos with
high [98] or mixed [99] degrees of tissue development.
Many studies that illuminate non-genomic, membrane-
related characteristics of malignancy have been compre-
hensively reviewed [100].

Conclusions
A sharp, high tumor kill concentration threshold for GLA,
ALA, and other UFAs was determined using fresh human
tumor explants analyzed with the clinically predictive FCA
assay system. This concentration threshold of 500 μM to
2 mM for antitumor activity, depending upon explant,
agent and serum concentration, is consistent with in vivo
and clinical results and indicates a need for a dose-inten-
sive approach in the application of UFAs to cancer treat-
ment.

An oral clinical regimen is proposed that could push the
area under the curve for serum concentration of unbound
UFAs over time to much higher levels than previously
achieved and into the range that could yield clinical
response. If safety is demonstrated and if response is
achieved for some patients, efficacy could potentially be
achieved more consistently and patient burden dimin-
ished with intravenous administration of a UFA emulsion
and heparin, as noted above.

Competing interests
The author declares that they have no competing interests.

Acknowledgements
The author gratefully acknowledges Dr. Boris Rotman for his continued 
interest in this work and for his many helpful suggestions concerning this 
paper. The author also wishes to thank Dr. Paula Davis of the University of 
Virginia, who was instrumental in conceptualizing a clinical protocol to test 

this hypothesis, and Drs. Laura Bechtel and Emily Hall of the University of 
Virginia, who provided helpful assistance in the analysis of FCA assay data. 
The author is also indebted to the National Disease Research Interchange 
(NDRI) and to the Brown University School of Medicine for making surgical 
tumor explants available for FCA analysis.

References
1. Begin ME, Sircar S, Weber JM: Differential sensitivity of tumori-

genic and genetically related non-tumorigenic cells to cyto-
toxic polyunsaturated fatty acids.  Anticancer Res 1989,
9:1049-1052.

2. Cornelius AS, Yerram NR, Kratz DA, Spector AA: Cytotoxic effect
of cis-parinaric acid in cultured malignant cells.  Cancer Res
1991, 51:6025-6030.

3. Das UN: Tumoricidal action of cis-unsaturated fatty acids and
their relationship to free radicals and lipid peroxidation.  Can-
cer Lett 1991, 56:235-243.

4. Takeda S, Sim PG, Horrobin DF, Sanford T, Chisholm KA, Simmons
V: Mechanism of lipid peroxidation in cancer cells in response
to gamma-linolenic acid (GLA) analyzed by GC-MS(I): Con-
jugated dienes with peroxyl (or hydroperoxyl) groups and
cell-killing effects.  Anticancer Res 1993, 13:193-199.

5. Traynelis VC, Ryken TC, Cornelius AS: Cytotoxicity of cis-pari-
naric acid in cultured malignant gliomas.  Neurosurgery 1995,
37:484-489.

6. Trombetta A, Maggiora M, Martinasso G, Cotogni P, Canuto RA,
Muzio G: Arachidonic and docosahexaenoic acids reduce the
growth of A549 human lung-tumor cells increasing lipid per-
oxidation and PPARs.  Chem Biol Interact 2007, 165:239-250.

7. Solomon LZ, Jennings AM, Hayes MC, Bass PS, Birch BR, Cooper AJ:
Is gamma-linolenic acid an effective intravesical agent for
superficial bladder cancer? In vitro cytotoxicity and in vivo
tolerance studies.  Urol Res 1998, 26:11-15.

8. Solomon LZ, Jennings AM, Sharpe P, Cooper AJ, Birch BR: Intravesi-
cal chemotherapy with gamma linolenic acid becomes a
realistic prospect in serum-free applications: in vitro cyto-
toxicity and systemic absorption studies.  J Urol 1998,
160:2280-2283.

9. Arita K, Kobuchi H, Utsumi T, Takehara Y, Akiyama J, Horton AA,
Utsumi K: Mechanism of apoptosis in HL-60 cells induced by
n-3 and n-6 polyunsaturated fatty acids.  Biochem Pharmacol
2001, 62:821-828.

10. Chajes V, Sattler W, Stranzl A, Kostner GM: Influence of n-3 fatty
acids on the growth of human breast cancer cells in vitro:
relationship to peroxides and vitamin-E.  Breast Cancer Res Treat
1995, 34:199-212.

11. Falconer JS, Ross JA, Fearon KC, Hawkins RA, O'Riordain MG, Carter
DC: Effect of eicosapentaenoic acid and other fatty acids on
the growth in vitro of human pancreatic cancer cell lines.  Br
J Cancer 1994, 69:826-832.

12. Grammatikos SI, Subbaiah PV, Victor TA, Miller WM: n-3 and n-6
fatty acid processing and growth effects in neoplastic and
non-cancerous human mammary epithelial cell lines.  Br J Can-
cer 1994, 70:219-227.

13. Muzio G, Trombetta A, Maggiora M, Martinasso G, Vasiliou V, Lassen
N, Canuto RA: Arachidonic acid suppresses growth of human
lung tumor A549 cells through down-regulation of
ALDH3A1 expression.  Free Radic Biol Med 2006, 40:1929-1938.

14. Kong X, Ge H, Hou L, Shi L, Liu Z: Induction of apoptosis in K562/
ADM cells by gamma-linolenic acid involves lipid peroxida-
tion and activation of caspase-3.  Chem Biol Interact 2006,
162:140-148.

15. Funahashi H, Satake M, Hasan S, Sawai H, Newman RA, Reber HA,
Hines OJ, Eibl G: Opposing effects of n-6 and n-3 polyunsatu-
rated fatty acids on pancreatic cancer growth.  Pancreas 2008,
36:353-362.

16. Vartak S, McCaw R, Davis CS, Robbins ME, Spector AA: Gamma-
linolenic acid (GLA) is cytotoxic to 36B10 malignant rat
astrocytoma cells but not to 'normal' rat astrocytes.  Br J Can-
cer 1998, 77:1612-1620.

17. Maehle L, Eilertsen E, Mollerup S, Schonberg S, Krokan HE, Haugen
A: Effects of n-3 fatty acids during neoplastic progression and
comparison of in vitro and in vivo sensitivity of two human
tumour cell lines.  Br J Cancer 1995, 71:691-696.
Page 9 of 11
(page number not for citation purposes)

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2554786
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2554786
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2554786
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1933865
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1933865
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1850658
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1850658
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8386494
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8386494
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8386494
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7501114
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7501114
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17275799
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17275799
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17275799
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9537690
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9537690
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9537690
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9817384
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9817384
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9817384
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11543718
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11543718
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7579484
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7579484
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7579484
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8180010
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8180010
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8054269
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8054269
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8054269
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16716894
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16716894
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16716894
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16857180
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16857180
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16857180
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18437081
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18437081
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9635836
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9635836
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9635836
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7710930
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7710930
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7710930


Lipids in Health and Disease 2009, 8:54 http://www.lipidworld.com/content/8/1/54
18. Sircar S, Cai F, Begin ME, Weber JM: Transformation renders
MDR cells more sensitive to polyunsaturated fatty acids.  Anti-
cancer Res 1990, 10:1783-1786.

19. Ells GW, Chisholm KA, Simmons VA, Horrobin DF: Vitamin E
blocks the cytotoxic effect of gamma-linolenic acid when
administered as late as the time of onset of cell death--
insight into the mechanism of fatty acid induced cytotoxic-
ity.  Cancer Lett 1996, 98:207-211.

20. Bell HS, Wharton SB, Leaver HA, Whittle IR: Effects of N-6 essen-
tial fatty acids on glioma invasion and growth: experimental
studies with glioma spheroids in collagen gels.  J Neurosurg
1999, 91:989-996.

21. Fukui H, Sato T, Sunamoto J: Physiochemical perturbation of
alpha-linolenic acid related to cell proliferation.  Bulletin of the
Chemical Society of Japan 1994, 67:2213-2218.

22. Leaver HA, Wharton SB, Bell HS, Leaver-Yap IM, Whittle IR: Highly
unsaturated fatty acid induced tumour regression in glioma
pharmacodynamics and bioavailability of gamma linolenic
acid in an implantation glioma model: effects on tumour bio-
mass, apoptosis and neuronal tissue histology.  Prostaglandins
Leukot Essent Fatty Acids 2002, 67:283-292.

23. Reeve VE, Bosnic M, Boehm-Wilcox C: Dependence of photocar-
cinogenesis and photoimmunosuppression in the hairless
mouse on dietary polyunsaturated fat.  Cancer Lett 1996,
108:271-279.

24. Maillard V, Bougnoux P, Ferrari P, Jourdan ML, Pinault M, Lavillon-
niere F, Body G, Le Floch O, Chajes V: N-3 and N-6 fatty acids in
breast adipose tissue and relative risk of breast cancer in a
case-control study in Tours, France.  Int J Cancer 2002, 98:78-83.

25. Hakim IA, Harris RB, Ritenbaugh C: Fat intake and risk of squa-
mous cell carcinoma of the skin.  Nutr Cancer 2000, 36:155-162.

26. Huang YC, Jessup JM, Forse RA, Flickner S, Pleskow D, Anastopoulos
HT, Ritter V, Blackburn GL: n-3 fatty acids decrease colonic epi-
thelial cell proliferation in high-risk bowel mucosa.  Lipids
1996, 31(Suppl):S313-317.

27. Ravichandran D, Cooper A, Johnson CD: Effect of lithium
gamma-linolenate on the growth of experimental human
pancreatic carcinoma.  Br J Surg 1998, 85:1201-1205.

28. Miyake JA, Benadiba M, Colquhoun A: Gamma-linolenic acid
inhibits both tumour cell cycle progression and angiogenesis
in the orthotopic C6 glioma model through changes in
VEGF, Flt1, ERK1/2, MMP2, cyclin D1, pRb, p53 and p27 pro-
tein expression.  Lipids Health Dis 2009, 8:8.

29. Das UN, Prasad VV, Reddy DR: Local application of gamma-lino-
lenic acid in the treatment of human gliomas.  Cancer Lett 1995,
94:147-155.

30. Naidu MR, Das UN, Kishan A: Intratumoral gamma-linoleic acid
therapy of human gliomas.  Prostaglandins Leukot Essent Fatty Acids
1992, 45:181-184.

31. Bakshi A, Mukherjee D, Banerji AK, Das UN: Gamma-linolenic
acid therapy of human gliomas.  Nutrition 2003, 19:305-309.

32. Das UN: Gamma-linolenic acid therapy of human glioma-a
review of in vitro, in vivo, and clinical studies.  Med Sci Monit
2007, 13:RA119-131.

33. Harris NM, Crook TJ, Dyer JP, Solomon LZ, Bass P, Cooper AJ, Birch
BR: Intravesical meglumine gamma-linolenic acid in superfi-
cial bladder cancer: an efficacy study.  Eur Urol 2002, 42:39-42.

34. Johnson CD, Puntis M, Davidson N, Todd S, Bryce R: Randomized,
dose-finding phase III study of lithium gamolenate in patients
with advanced pancreatic adenocarcinoma.  Br J Surg 2001,
88:662-668.

35. McIllmurray MB, Turkie W: Controlled trial of gamma linolenic
acid in Duke's C colorectal cancer.  Br Med J (Clin Res Ed) 1987,
294:1260.

36. Merwe CF van der, Booyens J, Joubert HF, Merwe CA van der: The
effect of gamma-linolenic acid, an in vitro cytostatic sub-
stance contained in evening primrose oil, on primary liver
cancer. A double-blind placebo controlled trial.  Prostaglandins
Leukot Essent Fatty Acids 1990, 40:199-202.

37. Ilc K, Ferrero JM, Fischel JL, Formento P, Bryce R, Etienne MC, Milano
G: Cytotoxic effects of two gamma linoleic salts (lithium
gammalinolenate or meglumine gammalinolenate) alone or
associated with a nitrosourea: an experimental study on
human glioblastoma cell lines.  Anticancer Drugs 1999,
10:413-417.

38. Gonzalez MJ, Schemmel RA, Dugan L Jr, Gray JI, Welsch CW: Die-
tary fish oil inhibits human breast carcinoma growth: a func-
tion of increased lipid peroxidation.  Lipids 1993, 28:827-832.

39. Rotman B, Teplitz C, Dickinson K, Cozzolino JP: Individual human
tumors in short-term micro-organ cultures: chemosensitiv-
ity testing by fluorescent cytoprinting.  In Vitro Cell Dev Biol 1988,
24:1137-1146.

40. Rotman B: Tumor Micro-organ cultures.  In Cell and Tissue Culture:
Laboratory Procedures Edited by: Griffiths JDA, Newell DG. Chiches-
ter: John Wiley & Sons; 1994.  20.29.22-20.29.25

41. Bellamy WT: Prediction of response to drug therapy of cancer.
A review of in vitro assays.  Drugs 1992, 44:690-708.

42. Leone LA, Meitner PA, Myers TJ, Grace WR, Gajewski WH, Fingert
HJ, Rotman B: Predictive value of the fluorescent cytoprint
assay (FCA): a retrospective correlation study of in vitro
chemosensitivity and individual responses to chemotherapy.
Cancer Invest 1991, 9:491-503.

43. Weisenthal LM, Kern DH: Prediction of drug resistance in can-
cer chemotherapy: the Kern and DiSC assays.  Oncology (Willis-
ton Park) 1991, 5:93-103. disc 104, 111-104, 117-108.

44. Blumenthal RD: An overview of chemosensitivity testing.  Meth-
ods Mol Med 2005, 110:3-18.

45. Quartino A, Karlsson MO, Freijs A, Jonsson N, Nygren P, Kristensen
J, Lindhagen E, Larsson R: Modeling of in vitro drug activity and
prediction of clinical outcome in acute myeloid leukemia.  J
Clin Pharmacol 2007, 47:1014-1021.

46. Sagar PS, Das UN: Cytotoxic action of cis-unsaturated fatty
acids on human cervical carcinoma (HeLa) cells in vitro.  Pros-
taglandins Leukot Essent Fatty Acids 1995, 53:287-299.

47. Enat R, Jefferson DM, Ruiz-Opazo N, Gatmaitan Z, Leinwand LA, Reid
LM: Hepatocyte proliferation in vitro: its dependence on the
use of serum-free hormonally defined medium and substrata
of extracellular matrix.  Proc Natl Acad Sci USA 1984,
81:1411-1415.

48. Calder PC, Yaqoob P, Harvey DJ, Watts A, Newsholme EA: Incor-
poration of fatty acids by concanavalin A-stimulated lym-
phocytes and the effect on fatty acid composition and
membrane fluidity.  Biochem J 1994, 300(Pt 2):509-518.

49. Najid A, Es-Saady D, Denizot Y: The decreased transfer of ara-
chidonic acid from triglycerides to phospholipids during pro-
liferation of a human gastric tumor (HGT) cell line is not
linked to modification of membrane fluidity.  Cancer Lett 1994,
79:189-192.

50. Cantrill RC, Ells GW, DeMarco AC, Horrobin DF: Mechanisms of
the selective cytotoxic actions of certain essential fatty acids.
Adv Exp Med Biol 1997, 400A:539-544.

51. Schuldes H, Dolderer JH, Schoch C, Bickeboller R, Woodcock BG:
Cytostatic sensitivity and MDR in bladder carcinoma cells:
implications for tumor therapy.  Int J Clin Pharmacol Ther 2000,
38:204-208.

52. Boullier JA, Peacock JS, Roess DA, Barisas BG: Protein and lipid
lateral diffusion in normal and Rous sarcoma virus trans-
formed chick embryo fibroblasts.  Biochim Biophys Acta 1992,
1107:193-199.

53. Chen WT, Chen JM, Parsons SJ, Parsons JT: Local degradation of
fibronectin at sites of expression of the transforming gene
product pp60src.  Nature 1985, 316:156-158.

54. Robinson J, Viti M, Hook M: Structure and properties of an
under-sulfated heparan sulfate proteoglycan synthesized by
a rat hepatoma cell line.  J Cell Biol 1984, 98:946-953.

55. Vaheri A, Mosher DF: High molecular weight, cell surface-asso-
ciated glycoprotein (fibronectin) lost in malignant transfor-
mation.  Biochim Biophys Acta 1978, 516:1-25.

56. Wang E, Goldberg AR: Changes in microfilament organization
and surface topogrophy upon transformation of chick
embryo fibroblasts with Rous sarcoma virus.  Proc Natl Acad Sci
USA 1976, 73:4065-4069.

57. Boschek CB, Jockusch BM, Friis RR, Back R, Grundmann E, Bauer H:
Early changes in the distribution and organization of micro-
filament proteins during cell transformation.  Cell 1981,
24:175-184.

58. Edelman GM, Yahara I: Temperature-sensitive changes in sur-
face modulating assemblies of fibroblasts transformed by
mutants of Rous sarcoma virus.  Proc Natl Acad Sci USA 1976,
73:2047-2051.

59. Friedman E, Verderame M, Winawer S, Pollack R: Actin cytoskele-
tal organization loss in the benign-to-malignant tumor tran-
sition in cultured human colonic epithelial cells.  Cancer Res
1984, 44:3040-3050.
Page 10 of 11
(page number not for citation purposes)

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2178327
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2178327
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8556710
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8556710
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8556710
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10584845
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10584845
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10584845
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12445487
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12445487
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12445487
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8973605
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8973605
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8973605
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11857389
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11857389
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11857389
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10890025
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10890025
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8729142
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8729142
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9752859
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9752859
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9752859
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19292920
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19292920
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19292920
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7634242
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7634242
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1589443
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1589443
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12679162
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12679162
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17599036
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17599036
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12121728
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12121728
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11350436
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11350436
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11350436
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3036291
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3036291
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2169638
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2169638
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2169638
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10378677
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10378677
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10378677
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8231658
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8231658
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8231658
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3192508
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3192508
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3192508
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1280562
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1280562
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1933482
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1933482
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1835882
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1835882
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15901922
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17660484
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17660484
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8577783
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8577783
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6584889
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6584889
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6584889
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8002957
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8002957
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8002957
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8019978
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8019978
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8019978
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9547602
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9547602
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10783830
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10783830
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10783830
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1319742
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1319742
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1319742
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2989711
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2989711
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2989711
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6230367
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6230367
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6230367
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=361081
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=361081
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=361081
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=186784
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=186784
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=186784
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6263486
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6263486
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6263486
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=180536
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=180536
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=180536
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6722823
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6722823
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6722823


Lipids in Health and Disease 2009, 8:54 http://www.lipidworld.com/content/8/1/54
Publish with BioMed Central   and  every 
scientist can read your work free of charge

"BioMed Central will be the most significant development for 
disseminating the results of biomedical research in our lifetime."

Sir Paul Nurse, Cancer Research UK

Your research papers will be:

available free of charge to the entire biomedical community

peer reviewed and published immediately upon acceptance

cited in PubMed and archived on PubMed Central 

yours — you keep the copyright

Submit your manuscript here:
http://www.biomedcentral.com/info/publishing_adv.asp

BioMedcentral

60. Yatvin MB, Dennis WH, Elegbede JA, Elson CE: Sensitivity of
tumour cells to heat and ways of modifying the response.
Symp Soc Exp Biol 1987, 41:235-267.

61. Daniel LW, Kucera LS, Waite M: Metabolism of fatty acids by cul-
tured tumor cells and their diploid precursor fibroblasts.  J
Biol Chem 1980, 255:5697-5702.

62. Hale AH, Pessin JE, Palmer F, Weber MJ, Glaser M: Modification of
the lipid composition of normal and Rous sarcoma virus-
infected cells. Effects on transformation-associated mem-
brane properties.  J Biol Chem 1977, 252:6190-6200.

63. Hennig B, Shasby DM, Fulton AB, Spector AA: Exposure to free
fatty acid increases the transfer of albumin across cultured
endothelial monolayers.  Arteriosclerosis 1984, 4:489-497.

64. Spector AA, Denning GM, Stoll LL: Retention of human skin
fibroblast fatty acid modifications during maintenance cul-
ture.  In Vitro 1980, 16:932-940.

65. Hac-Wydro K, Wydro P: The influence of fatty acids on model
cholesterol/phospholipid membranes.  Chem Phys Lipids 2007,
150:66-81.

66. Leaver HA, Bell HS, Rizzo MT, Ironside JW, Gregor A, Wharton SB,
Whittle IR: Antitumour and pro-apoptotic actions of highly
unsaturated fatty acids in glioma.  Prostaglandins Leukot Essent
Fatty Acids 2002, 66:19-29.

67. Ravichandran D, Cooper A, Johnson CD: Growth inhibitory effect
of lithium gammalinolenate on pancreatic cancer cell lines:
the influence of albumin and iron.  Eur J Cancer 1998, 34:188-192.

68. Hayashi Y, Fukushima S, Hirata T, Kishimoto S, Katsuki T, Nakano M:
Anticancer activity of free gamma-linolenic acid on AH-
109A rat hepatoma cells and the effect of serum albumin on
anticancer activity of gamma-linolenic acid in vitro.  J Pharma-
cobiodyn 1990, 13:705-711.

69. Jouven X, Charles MA, Desnos M, Ducimetiere P: Circulating non-
esterified fatty acid level as a predictive risk factor for sud-
den death in the population.  Circulation 2001, 104:756-761.

70. Patwardhan RV, Desmond PV, Johnson RF, Dunn GD, Robertson DH,
Hoyumpa AM Jr, Schenker S: Effects of caffeine on plasma free
fatty acids, urinary catecholamines, and drug binding.  Clin
Pharmacol Ther 1980, 28:398-403.

71. Gordon RS Jr, Cherkes A: Unesterified fatty acid in human
blood plasma.  J Clin Invest 1956, 35:206-212.

72. Horne T, Gutman A, Blondheim SH, Aronson HB: Effect of 24-hour
food-and-water deprivation on biochemical variables in
blood.  Isr J Med Sci 1982, 18:591-595.

73. Donelly K, McNaughton L: The effects of two levels of caffeine
ingestion on excess postexercise oxygen consumption in
untrained women.  Eur J Appl Physiol Occup Physiol 1992,
65:459-463.

74. Engels HJ, Haymes EM: Effects of caffeine ingestion on meta-
bolic responses to prolonged walking in sedentary males.  Int
J Sport Nutr 1992, 2:386-396.

75. Mougios V, Ring S, Petridou A, Nikolaidis MG: Duration of coffee-
and exercise-induced changes in the fatty acid profile of
human serum.  J Appl Physiol 2003, 94:476-484.

76. Rodahl K, Miller HI, Issekutz B Jr: Plasma Free Fatty Acids in
Exercise.  J Appl Physiol 1964, 19:489-492.

77. Schlierf G, Dinsenbacher A, Voggenreiter U, Drews B, Kather H,
Kohlmeier M: Plasma-triglycerides and exercise: a delicate
balance.  Klin Wochenschr 1988, 66:129-133.

78. Okano G, Sato Y, Murata Y: Effect of elevated blood FFA levels
on endurance performance after a single fat meal ingestion.
Med Sci Sports Exerc 1998, 30:763-768.

79. Nordoy A, Barstad L, Connor WE, Hatcher L: Absorption of the
n-3 eicosapentaenoic and docosahexaenoic acids as ethyl
esters and triglycerides by humans.  Am J Clin Nutr 1991,
53:1185-1190.

80. Begin ME: Effects of polyunsaturated fatty acids and of their
oxidation products on cell survival.  Chem Phys Lipids 1987,
45:269-313.

81. Cantrill RC, Ells G, Chisholm K, Horrobin DF: Concentration-
dependent effect of iron on gamma-linolenic acid toxicity in
ZR-75-1 human breast tumor cells in culture.  Cancer Lett 1993,
72:99-102.

82. Leaver HA, Williams JR, Smith C, Whittle IR: Intracellular oxida-
tion by human glioma cell populations: effect of arachidonic
acid.  Prostaglandins Leukot Essent Fatty Acids 2004, 70:449-453.

83. Martin JH, Edwards SW: Changes in mechanisms of monocyte/
macrophage-mediated cytotoxicity during culture. Reactive
oxygen intermediates are involved in monocyte-mediated
cytotoxicity, whereas reactive nitrogen intermediates are
employed by macrophages in tumor cell killing.  J Immunol
1993, 150:3478-3486.

84. Cerne D, Melkic E, Trost Z, Sok M, Marc J: Lipoprotein lipase
activity and gene expression in lung cancer and in adjacent
noncancer lung tissue.  Exp Lung Res 2007, 33:217-225.

85. Acheson KJ, Gremaud G, Meirim I, Montigon F, Krebs Y, Fay LB, Gay
LJ, Schneiter P, Schindler C, Tappy L: Metabolic effects of caffeine
in humans: lipid oxidation or futile cycling?  Am J Clin Nutr 2004,
79:40-46.

86. Jeng I, Klemm N: Stimulation of fatty acid release in glioblast-
oma cells by caffeine.  Biochem Int 1984, 9:631-635.

87. Plumb JA, Luo W, Kerr DJ: Effect of polyunsaturated fatty acids
on the drug sensitivity of human tumour cell lines resistant
to either cisplatin or doxorubicin.  Br J Cancer 1993, 67:728-733.

88. Weber JM, Sircar S, Begin ME: Greater sensitivity of human
multidrug-resistant (mdr) cancer cells to polyunsaturated
fatty acids than their non-mdr counterparts.  J Natl Cancer Inst
1994, 86:638-639.

89. Ikushima S, Fujiwara F, Todo S, Imashuku S: Effects of polyunsatu-
rated fatty acids on vincristine-resistance in human neurob-
lastoma cells.  Anticancer Res 1991, 11:1215-1220.

90. Timmer-Bosscha H, Hospers GA, Meijer C, Mulder NH, Muskiet FA,
Martini IA, Uges DR, de Vries EG: Influence of docosahexaenoic
acid on cisplatin resistance in a human small cell lung carci-
noma cell line.  J Natl Cancer Inst 1989, 81:1069-1075.

91. Stulnig TM, Berger M, Roden M, Stingl H, Raederstorff D, Waldhausl
W: Elevated serum free fatty acid concentrations inhibit T
lymphocyte signaling.  FASEB J 2000, 14:939-947.

92. Tunstall RJ, Cameron-Smith D: Effect of elevated lipid concen-
trations on human skeletal muscle gene expression.  Metabo-
lism 2005, 54:952-959.

93. Gatenby RA, Vincent TL: An evolutionary model of carcinogen-
esis.  Cancer Res 2003, 63:6212-6220.

94. Park CC, Henshall-Powell RL, Erickson AC, Talhouk R, Parvin B, Bis-
sell MJ, Barcellos-Hoff MH: Ionizing radiation induces heritable
disruption of epithelial cell interactions.  Proc Natl Acad Sci USA
2003, 100:10728-10733.

95. Cone CD Jr: The role of the surface electrical transmembrane
potential in normal and malignant mitogenesis.  Ann N Y Acad
Sci 1974, 238:420-435.

96. Cone CD Jr, Cone CM: Induction of mitosis in mature neurons
in central nervous system by sustained depolarization.  Sci-
ence 1976, 192:155-158.

97. McKinnell RG, Deggins BA, Labat DD: Transplantation of pluripo-
tential nuclei from triploid frog tumors.  Science 1969,
165:394-396.

98. Li L, Connelly MC, Wetmore C, Curran T, Morgan JI: Mouse
embryos cloned from brain tumors.  Cancer Res 2003,
63:2733-2736.

99. Hochedlinger K, Blelloch R, Brennan C, Yamada Y, Kim M, Chin L, Jae-
nisch R: Reprogramming of a melanoma genome by nuclear
transplantation.  Genes Dev 2004, 18:1875-1885.

100. Braun AC: The Biology of Cancer Reading, Mass.: Addison-Wesley;
1974. 
Page 11 of 11
(page number not for citation purposes)

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3332486
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3332486
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6247342
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6247342
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=197083
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=197083
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=197083
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6477300
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6477300
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6477300
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7450783
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7450783
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7450783
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17651712
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17651712
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12051954
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12051954
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9624256
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9624256
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9624256
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1965510
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1965510
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1965510
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11502698
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11502698
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11502698
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7408399
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7408399
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=13286339
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=13286339
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7096042
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7096042
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7096042
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1425653
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1425653
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1425653
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1299508
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1299508
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12391036
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12391036
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12391036
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14173547
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14173547
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3352193
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3352193
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9588621
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9588621
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1826985
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1826985
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1826985
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3319230
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3319230
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8402582
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8402582
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8402582
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15062847
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15062847
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15062847
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8385686
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8385686
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8385686
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17620184
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17620184
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17620184
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14684395
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14684395
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6441576
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6441576
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8385976
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8385976
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8385976
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8145280
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8145280
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8145280
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1888152
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1888152
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1888152
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2544740
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2544740
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2544740
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10783148
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10783148
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15988707
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15988707
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14559806
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14559806
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12960393
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12960393
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=4613241
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=4613241
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=56781
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=56781
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=5815255
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=5815255
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12782575
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12782575
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15289459
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15289459
http://www.biomedcentral.com/
http://www.biomedcentral.com/info/publishing_adv.asp
http://www.biomedcentral.com/

	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	Surgical explants
	Materials
	FCA assay procedure
	UFAs and other agents used

	Results
	Discussion
	A proposed approach for achieving sustained high serum levels of unbound UFAs

	Conclusions
	Competing interests
	Acknowledgements
	References

