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The chemoprotective properties of sulforaphane (SF), derived from cruciferous vegetables,
are widely acknowledged to arise from its potent induction of xenobiotic-metabolizing and
antioxidant enzymes. However, much less is known about the impact of SF on the efficacy
of cancer therapy through the modulation of drug-metabolizing enzymes. To identify proteins modulated by a low concentration of SF, we treated HT29 colon cancer cells with
2.5 μM SF. Protein abundance changes were detected by stable isotope labeling of amino
acids in cell culture. Among 18 proteins found to be significantly up-regulated, aldo-keto
reductase 1C3 (AKR1C3), bioactivating the DNA cross-linking prodrug PR-104A, was further characterized. Preconditioning HT29 cells with SF reduced the EC50 of PR-104A 3.6fold. The increase in PR-104A cytotoxicity was linked to AKR1C3 abundance and activity,
both induced by SF in a dose-dependent manner. This effect was reproducible in a second
colon cancer cell line, SW620, but not in other colon cancer cell lines where AKR1C3 abundance and activity were absent or barely detectable and could not be induced by SF. Interestingly, SF had no significant influence on PR-104A cytotoxicity in non-cancerous,
immortalized human colonic epithelial cell lines expressing either low or high levels of
AKR1C3. In conclusion, the enhanced response of PR-104A after preconditioning with SF
was apparent only in cancer cells provided that AKR1C3 is expressed, while its expression
in non-cancerous cells did not elicit such a response. Therefore, a subset of cancers may
be susceptible to combined food-derived component and prodrug treatments with no harm
to normal tissues.
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Introduction
Cancer drugs are often associated with severe side effects that limit dosing potential, therefore
prodrugs that require bioactivation in target cells are actively pursued as a strategy to promote
therapeutic selectivity [1]. To further differentiate between target and non-target cells, particularly for enzyme-activated prodrugs, a novel alternative approach is to selectively precondition
cancer cells with non-toxic amounts of a natural bioactive compound to safely enhance drug
susceptibility [2]. These compounds often up-regulate drug metabolizing enzymes that bioactivate drugs, therefore despite low exposures, they may significantly impact therapy outcomes
[3]. Unlike drug-drug interactions, food-modulated changes in drug metabolism that influence
drug efficacy in cancer therapy have rarely been addressed.
Isothiocyanates such as sulforaphane (SF) are derived from cruciferous vegetables, are bioavailable in the colon [4], and modulate gene expression of a large number of xenobioticmetabolizing and antioxidant enzymes [4–6]. To a large extent, this process is mediated by the
transcription factor nuclear factor erythroid 2-related factor 2 (Nrf2) [7]. The influence of SF
on gene transcription and protein expression has been characterized in rodent models and
human cell lines from different tissue origin [8–18], including four studies entailing proteomic
approaches [14, 16–18]. SF reacts with cysteine residues of the Nrf2 repressor Keap1, resulting
in nuclear translocation of Nrf2 and binding of the transcription factor to DNA [7]. Gene
expression is affected mainly for genes that code for phase II and detoxification enzymes, but
also cellular NADPH-regenerating enzymes, antioxidants, or xenobiotic-metabolizing enzymes
[14–18]. Most translational applications of SF aim to exploit the regulation potential for deactivating electrophiles and reactive oxygen species in healthy or pre-malignant cells for cancer
prevention [15, 19].
While SF or high levels of Nrf2 may contribute to chemoresistance [7, 20], the opposite relationship has also been observed, with key differences being mechanism of drug action and cell
characteristics [21]. Most known instances involve a direct therapeutic function of SF in a
drug-like manner, however, there is limited knowledge regarding influences of non-toxic, low
concentrations of SF potentially achieved by the diet. A process of particular relevance is how
transcriptional activation of drug-activating enzymes may promote the action of cancer prodrugs. In this regard, it has been observed that when cancer cells (breast TD47D) were treated
with SF, NAD(P)H:quinone oxidoreductase 1 (NQO1), an activator of mitomycin C (MMC),
was induced and cells were sensitized to MMC [22]. In a follow-up study, dimethyl fumarate
was used as NQO1 inducer, and the initial SF findings were confirmed in vivo. Importantly,
there were no observed increases in adverse toxicities, motivating further study of how diet-relevant enzyme induction may impact prodrug activity [23]. These data, together with the established bioavailability of SF in the human colon, suggested to us the relevance of characterizing
proteome-wide changes in human colon cancer cells exposed to non-toxic doses of SF using
stable isotope labeling with amino acids in cell culture (SILAC) [24], a metabolic labeling
approach that allows the quantification of thousands of proteins with high precision and sensitivity [25].
PR-104A is the prodrug metabolite of the dinitrobenzamide mustard pre-prodrug PR-104
(Fig 1) [26–29]. In previous studies, the enzyme aldo-keto reductase (AKR) 1C3 has been
established to mediate the aerobic activation of PR-104A [29, 30]. This enzyme is a member of
the AKR enzyme superfamily, comprised of ketosteroid reductase enzymes that regulate the
production of androgens, estrogens, and progestins [31] and its expression is regulated by the
Nrf2/Keap1-pathway [29]. PR-104 has been involved in a number of early clinical trials for
cancer therapy [32–35], however, a potential beneficial effect of chemically induced enzyme
expression on PR-104A cytotoxicity has not been reported.
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To determine the influence of a low SF concentration that might be exploited for the modulation of drug efficacy, we analyzed proteome-wide changes upon SF preconditioning in HT29
colon cancer cells by SILAC [24]. On the basis of these data, we formulated the hypothesis that
PR104A activity may be promoted in cancer cells. Therefore, we tested the impact of SF preconditioning on PR-104A cytotoxicity in these and several other established colon cancer cell
lines and compared to immortalized but normal diploid human colonic epithelial cells
(HCEC) as a model for healthy colon tissue. A range of data from cellular uptake, enzyme
abundance, activity in different cell types and knock-down assays suggest a model involving
SF-promoted sensitization on the basis of increased AKR1C3 protein abundance and activity,
and cellular characteristics that favor the positive interaction.

Materials and Methods
Materials
Cell culture medium and supplements were from Invitrogen (Life Technologies) and chemicals
from Sigma Aldrich, if not otherwise specified. Stock solutions of R-sulforaphane (LKT Laboratories) and PR-104A (Proacta) were prepared in DMSO, chlorambucil in ethanol. NADPH was
from Calbiochem. Coumberone was generously provided by Prof. Dalibor Sames (Columbia
University, NY, USA) and SN34037 by Prof. Bill Wilson and Dr. Adrian Blaser (Auckland Cancer Society Research Centre, University of Auckland, New Zealand). ON-TARGETplus Human
AKR1C3 siRNA (SMARTpool) and ON-TARGETplus non-targeting pool siRNA were obtained
from Dharmacon (Thermo Scientific). Lipofectamine RNAiMAX transfection reagent (Life
Technologies) was used for siRNA transfection according to the manufacturer's protocol.

Fig 1. Activation of the bioreductive prodrug PR-104A, a metabolite of the dinitrobenzamide mustard pre-prodrug PR-104, by aromatic nitroreduction. In vivo, PR-104 is hydrolyzed to PR-104A, which is further reduced to metabolites that form cytotoxic ICLs.
doi:10.1371/journal.pone.0150219.g001
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Cells and Culture Conditions
HT29 cells were obtained from the Leibnitz-Institut DSMZ GmbH in January 2012. SW620,
SW480, HCT116 and GP2d cells, described in [36, 37], were obtained from the Institute of
Molecular Cancer Research (University of Zurich, Switzerland) in October 2013 and authenticated by the company Microsynth (Balgach, Switzerland) using short tandem repeat profiling
in January 2015. HT29, SW620 and GP2d cells were grown in DMEM, SW480 cells were cultured in RPMI-1640 medium and HCT116 cells were grown in McCoy’s medium. All media
were supplemented with 10% (v/v) fetal bovine serum and 100 units/mL penicillin and 100 μg/
mL streptomycin. HCEC clones were obtained in August 2011 (HCEC1CT) and August 2013
(HCEC2CT) and grown under previously reported conditions, but under normoxia [38]. All
cell lines have regularly been confirmed to be mycoplasma free. For SILAC experiments, HT29
cells were grown in lysine and arginine free DMEM (Silantes) that was either supplemented
with 0.219 mM lysine (Lys0) and 1.14 mM arginine (Arg0) for the light medium (L), while the
heavy medium (H) was supplemented with 0.219 mM [13C615N2]-lysine (Lys8) and 1.14 mM
[13C615N4]-arginine (Arg10). For a complete incorporation of the isotope-labelled amino acids,
cells were grown for a total of 24 cell population doublings (six passages, 4 cell population doublings each) in SILAC medium prior to the experiment. 24 h after seeding, cells grown in
SILAC light medium were treated with 0.1% (v/v) DMSO and cells grown in SILAC heavy
medium were treated with 2.5 μM SF for 48 h. All cell samples were prepared in triplicates.

Protein Extraction
Cells were trypsinized, washed with PBS, and incubated at 4°C for 15 min with lysis buffer (150
mM NaCl, 50 mM Tris HCl, 1 mM EDTA, pH 7.4) containing protease inhibitors (Complete
Mini, Roche Diagnostics). Lysate was sonicated and centrifuged, protein concentration determined by BCA assay (Thermo Fisher Scientific), and samples stored at -80°C.

SILAC
Protein digestion, mass spectrometric analysis of SILAC samples and bioinformatics analysis
was performed by adaptation of standard approaches (full details regarding method established
for this study in S1 Appendix).

AKR1C3 Activity
AKR1C substrate coumberone was used as activity probe together with a specific AKR1C3
inhibitor (SN34037) by modification of the method described in [30]. In 96-well plates for each
sample, 40 μg of total protein were added to assay buffer (100 mM KPO4 buffer [pH 7] containing 250 μM NADPH) with or without 1 μM SN34037, and incubated 60 min, 37°C. The
reaction was initiated with coumberone (30 μM final; DMSO 5% [v/v]). Fluorescence emission,
due to the formation of coumberol, at 510 nm (385 nm excitation) was recorded on an infinite
M200 PRO plate reader (Tecan) at 37°C. AKR1C3 activity was calculated as ΔRFU/min over
60 min (full coumberone metabolism in S1 Fig). Measurements performed in duplicate with
biological triplicates; statistical analysis (mean values, student’s t-test) performed using GraphPad Prism 6.

Western Blot Analysis
Cell lysates were separated on NuPAGE1 4–12% Bis-Tris gel at 200 V for 45 min in 1X
NuPAGE1 MES SDS running buffer (Life Technologies) and electrophoretically transferred
to Amersham Hybond-P PVDF membrane (GE Healthcare) at 30 V for 60 min in 1X
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NuPAGE1 transfer buffer (Life Technologies). PVDF membranes were blocked with 5%milk-TBST at RT. The membranes were incubated with rabbit polyclonal anti-AKR1C3 antibody (1:2’000, Thermo Scientific), followed by incubation with anti-rabbit IgG HRP antibody
(1:5’000, GE Healthcare). The protein was detected using a Pierce1 ECL Western Blotting
Substrate (Thermo Scientific). Treated membranes were exposed to X-ray film. The membrane
was stripped, incubated with anti-actin antibody (1:1'000, Sigma Aldrich) and analyzed again.
Protein bands were quantified with ImageJ software [39], and were adjusted for corresponding
actin loading control.

Drug Cytotoxicity
Cells were seeded in 96-well plates (HT29, HCEC, SW480: 1’500 cells/well; SW620: 1'000 cells/well;
HCT116: 500 cells/well; GP2d: 5'000 cells/well). 24 h later cells were exposed to 2.5 μM SF (exception HCT116: 1 μM) corresponding to an IC10 or 0.1% (v/v) DMSO. After 48 h, medium was
removed and increasing concentrations of drug in fresh medium were added. 24 h afterwards
medium was replaced by fresh medium. 72 h later cell viability was assayed using the CellTiterGlo1 Luminescent Cell Viability Assay (Promega) according to the manufacturer’s protocol. The
experiment was performed in triplicate. All luminescence values were normalized relative to vehicle-treated cells. The dose-response curves were fitted by a nonlinear regression function in GraphPad Prism 6. Statistical analysis was performed by extra sum-of-squares F test to test if doseresponse curves in control and SF-pretreated cells statistically differ from each other.

PR-104A Cytotoxicity with siAKR1C3
HT29 cells were seeded in 6-well plates (90’000 cells/well) and allowed to attach. 24 h later they
were exposed to siAKR1C3 (120 pmol) and 2.5 μM SF or 0.1% DMSO simultaneously. After 48
h, medium was removed and three concentrations of PR-104A (0, 25, 100 μM) were added in
fresh medium. 4 h after adding the drug, the medium was removed and a clonogenic survival
assay was performed according to standard protocols [40]. After two weeks incubating, colonies were stained with Giemsa stain and counted. As a control, non-targeting siRNA (120
pmol) was used. The experiment was performed in triplicate. Statistical analyses (unpaired ttest with Welch’s correction) were performed using GraphPad Prism 6.

SF Uptake
Intracellular SF concentrations in HT29 and HCEC1CT cells were measured by the HPLCcoupled cyclocondensation assay (reaction with 1,2-benzenedithiol), as previously described
(further details in S1 Appendix) [41].

Results
Influence of SF on gene expression in HT29 colon cancer cells
SILAC was used to investigate changes in abundance levels of cellular proteins upon treatment
with a low concentration of SF in HT29 colon cancer cells. After treatment with 2.5 μM SF for
48 h, corresponding to an IC10 in HT29 cells (S2 Fig); we identified 23 differentially abundant
proteins (Fig 2; Table 1). A preponderance of proteins involved in cellular metabolic and redox
processes were found to be enriched, and enzymes characterized previously to mediate the activation of reductive prodrugs, such as AKR1C3, PTGR1, and NQO1 were amongst this group
[22, 29, 42–44]. The largest fold change was evident for Cyclin-D1-binding protein 1, a negative regulator of transcriptional activation involving the E2F transcription factors [45], whereas
several metabolic and redox-regulating proteins regulated by the transcription factor Nrf2,
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Fig 2. Volcano plot showing significant changes in the proteome following exposure of HT29 cells to
2.5 μM SF for 48 h, determined by SILAC. 2653 proteins (black and gray) were quantified and tested for
significance. Among the 23 significantly regulated proteins (black), 18 were up-regulated and 5 downregulated in abundance.
doi:10.1371/journal.pone.0150219.g002

including AKRs and an aldehyde dehydrogenase, increased by 4.6-fold or higher. The large
change in abundance for AKR1C3 (7-fold), previously implicated in the activation of PR104A, invoked the possibility for drug sensitization. Therefore, we focused our further efforts
in elucidating any SF-PR104A interactions and contributions of AKR1C3 as a molecular basis.
A full list of all quantified proteins in the SILAC experiment, including their normalized H/L
ratio, is provided in S1 Table.
To independently confirm the increase in AKR1C3 abundance apparent in the SILAC study,
Western Blot analysis was performed and it was found that AKR1C3 abundance was induced in
HT29 cells in an SF dose-dependent manner (Fig 3A). To confirm higher AKR1C3 activity in
HT29 lysates, we used a modified version of a method previously described for measuring specifically AKR1C3 activity in intact cells, involving coumberone as a substrate for all four members of
the AKR1C family, and the specific AKR1C3 inhibitor SN34037 [30]. Similar to protein levels,
AKR1C3 activity increased in a dose-dependent manner in HT29 cells (Fig 3A).

Impact of SF-mediated AKR1C3 induction on drug toxicity in HT29 colon
cancer cells
We found that by preconditioning HT29 cells with 2.5 μM SF for 48 h, followed by treatment
with increasing doses of PR-104A, a significant 3.6-fold decrease in the EC50 of the drug was
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Table 1. Fold changes in protein abundance for SF-treated HT29 cells compared to untreated counterparts.a
Fold Change Protein Abundance (SF/Vehicle)b

Protein Name

Gene Name

Cyclin-D1-binding protein 1

CCDB1

9.8

Aldo-keto reductase family 1 member C3c

AKR1C3

7.3

Aldo-keto reductase family 1 member B10c

AKR1B10

5.8

Aldehyde dehydrogenase, dimeric NADP-preferring

ALDH3A1

4.6

Glutamate-cysteine ligase catalytic subunit

GCLC

3.0

Sulﬁredoxin-1 (EC 1.8.98.2)

SRXN1

2.9

Glutamate-cysteine ligase regulatory subunit

GCLM

2.8

Glucose-6-phosphate 1-dehydrogenase

G6PD

2.3

Prostaglandin reductase 1

PTGR1

2.2

UDP-glucose 6-dehydrogenase

UGDH

2.2

NAD(P)H dehydrogenase (quinone) 1

NQO1

2.0

Transketolase

TKT

2.0

Thioredoxin reductase 1

TXNRD1

2.0

Fatty aldehyde dehydrogenase

ALDH3A2

1.9

Phosphoserine aminotransferase

PSAT1

1.8

Thioredoxin

TXN

1.6

6-phosphogluconate dehydrogenase

PGD

1.6

Glutathione Reductase, mitochondrial

GSR

1.6

Villin-1

VIL1

0.7

Beta-2-microglobulin

B2M

0.6

Creatine kinase B-type

CKB

0.6

Selenoprotein O

SELO

0.6

Tubulin polymerization-promoting protein family member 3 (TPPP/p20)

TPPP3

0.5

c

a. Incubating HT29 cells for 48 h with 2.5 μM SF twenty-three proteins were found to be signiﬁcantly modulated (n = 3; p-value < 0.1, fold change < 0.67
or > 1.5).
b. Ratio H/L normalized
c. Proteins reported as non-differentiable protein groups.
doi:10.1371/journal.pone.0150219.t001

observed (Fig 3B; Table 2; p < 0.0001). Higher SF concentrations were tested for the preconditioning, but increasing toxicity of the pretreatment itself prevented the further use of these
higher SF concentrations. As a control, this interaction was compared with the influence of SF
preconditioning on the cytotoxicity of chlorambucil (CBL), an anticancer drug that also forms
DNA interstrand cross-links (ICLs) but does not rely on enzymatic bioactivation. As expected,
the cytotoxicity of CBL was unchanged (Table 2).
To confirm if increased AKR1C3 abundance levels due to SF preconditioning of HT29 are
responsible for the increased cytotoxicity of PR-104A, we performed RNA interference using a
pool of four siRNAs against AKR1C3. A clonogenic assay was used to determine cytotoxicity of
PR-104A in HT29 cells after simultaneous preconditioning with SF and siRNA against
AKR1C3 (Fig 3C and 3D, S2 Table). As control, non-targeting siRNA was used. Furthermore,
varying incubation times and siRNA concentrations were tested to ensure that the SF-induced
AKR1C3 expression was repressed by the siRNA against AKR1C3 under the conditions
described, and after 48 hours simultaneous preconditioning with SF and siRNA against
AKR1C3, protein levels were similar to levels in untreated HT29 cells (data not shown). When
the SF-induced AKR1C3 overexpression was down-regulated via RNA interference, the cytotoxicity of PR-104A was reduced, indicating that SF preconditioning lowered the PR-104A
concentration required to achieve a similar cytotoxicity by inducing AKR1C3 abundance
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Fig 3. Influence of SF on AKR1C3 activity, protein expression, and PR-104A cytotoxicity. AKR1C3 activity and protein levels are shown in (a) for HT29
cells and in (e) for HCEC1CT cells treated 48 h with SF or DMSO (control). Bars represent mean values and error bars are standard errors. Statistical
analysis was performed by an unpaired t-test with Welch’s correction. Experiments were performed in triplicate. (*: p < 0.05; RFU = relative fluorescence
units). Modulation of cell viability is shown for HT29 in (b) and for HCEC1CT in (f) after cells were incubated 48 h with 2.5 μM SF or 0.1% DMSO (control) and
incubated with increasing concentrations of PR-104A. Data shown are mean values ± SD from four (HT29) or three (HCEC1CT) biological replicates. An
extra sum-of-squares F test was performed to test whether dose-response curves statistically differ from each other. The resulting p-values show that SF
significantly impacts drug response in HT29 cells, and has no significant effect in HCEC1CT cells. (c) Clonogenic survival assay showing increased survival
of HT29 treated with siRNA against AKR1C3 compared to cells treated with non-targeting siRNA after PR-104A treatment for 4 h. Cells were pretreated for
48 h with 2.5 μM SF together with siRNA. Each data point represents three independent experiments. Error bars show SD of the mean. Statistical analysis
was performed by an unpaired t-test with Welch’s correction; **: p < 0.01, ***: p < 0.001. (d) Western Blot showing levels of AKR1C3 protein in HT29 cells
treated with either non-targeting siRNA or siAKR1C3 with or without simultaneous SF treatment (control = 0.1% DMSO).
doi:10.1371/journal.pone.0150219.g003

levels. These data support the previously established link between AKR1C3 abundance and
PR-104A efficacy [29, 30], and furthermore confirms the same effect under conditions of
chemical induction, i.e. with SF.

Impact of SF preconditioning on drug toxicity in HCEC non-cancerous
colonic cells
Promoting drug cytotoxicity in cancer tissue may be beneficial if the same interaction is absent
or reduced in healthy counterparts. Therefore, the combination of SF and PR-104A was investigated in an immortalized human colonic epithelial cell line (HCEC) as a model for noncancerous tissue [38]. HCECs (HCEC1CT and HCEC2CT, from two different individuals) are
non-tumorigenic diploid cells that express epithelial as well as stem cell markers and were
established from normal colonic mucosa. They do not carry mutations in hot spot genes such
as APC, KRAS, or TP53 [38]. AKR1C3 abundance levels measured by Western Blot were
slightly induced upon SF treatment in HCEC1CT cells (Fig 3E), but to a lower extent than for
Table 2. PR-104A and CBL cytotoxicity in colon cell lines pretreated with SF.a
HCEC1CT
b

PR-104A EC50 (μM) control
95% conﬁdence interval

HT29

SW620

SW480

HCT116

GP2d

160.1

82.5

48.0

23.3

129.4

104.2

84.8

128.8–198.9

66.3–102.8

34.4–67.1

18.0–30.1

109.1–153.4

81.8–133.0

44.2–162.6

PR-104A EC50 (μM) SF pretreatedb
95% conﬁdence interval

HCEC2CT

138.3

92.3

13.3

6.4

103.7

70.3

84.2

105.7–180.8

73.0–116.7

9.8–17.9

4.7–8.6

84.1–127.8

51.0–96.8

50.2–141.1

p-valuec

0.2

0.8

<0.0001

<0.0001

0.3

0.2

1.0

CBL EC50 (μM) controlb

77.7

30.7

49.3

36.9

41.3

26.2

23.2

95% conﬁdence interval

56.7–106.5

22.7–41.6

32.6–74.7

20.8–65.7

33.4–51.1

21.2–32.5

14.4–37.5

66.7

40.7

42.8

24.6

32.0

27.2

22.4

42.6–104.3

28.6–58.1

24.3–75.3

16.4–36.9

21.8–47.0

21.7–34.0

14.6–34.4

CBL EC50 (μM) SF pretreatedb
95% conﬁdence interval
p-valuec
Tissue origin
Basal mRNA AKR1C3d
AKR1C3 activity control (ΔRFU/min)

e

AKR1C3 activity SF pretreated (ΔRFU/min)e

0.7

0.5

0.9

0.5

0.1

0.9

1.0

normal

normal

cancer

cancer

cancer

cancer

cancer

ndf

ndf

11.3

11.3

4.2

5.0

9.1

10.6

116.4

96.6

217.1

-23.6

5.9

28.0

25.9

185.0

417.1

375.3

8.1

6.2

178.1

a. Cells were pretreated with either 0.1% DMSO (control) or 2.5 μM SF (exception: HCT116: 1 μM).
b. Corresponding 95% conﬁdence intervals are shown below the EC50 values.
c. Extra sum-of-squares F test to test if dose-response curves in control and SF pretreated cell statistically differ from each other.
d. Basal mRNA level (log2) as assessed in [51], using Affymetrix U133 plus 2.0 arrays.
e. ΔRFU/min. Corresponding data shown in Fig 4A.
f. nd = not determined
doi:10.1371/journal.pone.0150219.t002
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the HT29 cells (Fig 3A). There was neither significant increase in AKR1C3 activity (Fig 3E) nor
drug susceptibility (HCEC1CT: Fig 3F; Table 2; p = 0.2; HCEC2CT: Table 2; p = 0.8).

SF uptake in HT29 and HCEC1CT cells
To examine whether the different response in HT29 vs. HCEC1CT cells might be related to cellular SF uptake, we analyzed SF uptake in HT29 and HCEC1CT by a cyclocondensation assay.
This assay has the advantage of allowing quantification of free SF as well as SF bound to cellular
thiols such as glutathione [41]. There were no significant differences in SF uptake (S3 Fig), suggesting the exclusion of increased uptake as a basis for the SF-PR104A interaction in HT29 but
not HCEC cells.

Impact of SF preconditioning on drug toxicity in additional colon cancer
cell lines
To explore the generality and basis of SF preconditioning effects, cytotoxicity experiments
were performed with additional colon cancer cell lines with different genetic backgrounds
(Table 2). Similar to HT29, in SW620 the EC50 of PR-104A was significantly reduced 3.6-fold
by SF preconditioning (p < 0.0001). As in HT29 cells, AKR1C3 abundance in SW620 cells was
induced around 3-fold and activity increased 1.7-fold (Fig 4, S3 Table). In contrast, for
HCT116, SW480, and GP2d cells, PR-104A cytotoxicity was not altered. This observation
seems consistent with the fact that no AKR1C3 protein was detected in HCT116 and SW480
cell lysates, and nor did SF preconditioning induce protein abundance or activity (Fig 4, S3
Table). In GP2d cells, AKR1C3 was barely expressed; however, abundance and activity of this
enzyme were not increased sufficiently by SF to alter PR-104A cytotoxicity (Fig 4, S3 Table). A
clear trend was observed towards lower PR-104A EC50 values for cells with higher AKR1C3
activity (Fig 4C, R2 = 0.7063; p < 0.01). These results indicate that a combination of AKR1C3
basal levels and activity, as well as susceptibility to induction by SF, influence the propensity of
cells to support the PR-104A-enhancing potential of SF. Therefore, genetic variation across primary healthy and tumor tissue, as well as different cancers, may be expected to contribute to
individual responses.

Discussion
Despite the availability of data concerning the impact of SF on gene expression, there was only
limited information available concerning protein abundance alteration in human colon cells,
especially for SF concentrations too low to significantly alter cell viability. In the proteomic
screen conducted here, 23 proteins were differentially abundant, 18 being increased in abundance upon treatment with 2.5 μM SF. Several of these proteins, including different AKRs,
were found previously to be induced by higher doses of SF (5 and 15 μM) in breast cell lines
established from mammary glands with fibrocystic disease and human colon adenocarcinoma
Caco-2 cells also by using proteomic approaches [14, 16]. However, in the present study, the
cellular response was analyzed at a demonstrated non-toxic and potentially physiologically relevant concentration of SF exposure in human tissues (2.5 μM) [46]. At high doses, SF has cytostatic and cytotoxic activity on cultured cells [47–50]. A moderate change in AKR1C3
abundance (7.3-fold) and generally limited list of up-regulated enzymes detected in our study
may be related to cell type or the low SF concentration, supporting an increase in a high proportion of reductase enzymes even at low concentration.
On the basis of the SILAC results, we explored the potential for SF preconditioning of HT29
cells to alter the cytotoxicity of the bioreductive prodrug PR-104A, and found there to be a positive interaction directly related to modulation of AKR1C3. Western blot analysis, specific
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Fig 4. AKR1C3 enzyme activity and protein levels in different colon cell lines and correlation between
AKR1C3 activity and PR-104A cytotoxicity. (a) AKR1C3 activity with (gray) and without (black) SF
preconditioning for colon cell lines used in this study. Statistical analysis was performed by unpaired t-test
with Welch’s correction; *: p < 0.05. (b) Western Blot for AKR1C3 protein with and without SF preconditioning
(2.5 μM for 48 h). (c) Correlation between AKR1C3 activity and PR-104A cytotoxicity (p < 0.01). Graph
includes data from HCEC1CT, HCEC2CT, HT29, SW620, and GP2d cells with (open symbols) and without
(closed symbols) SF preconditioning. Cell lines with no AKR1C3 protein (HCT116, SW480) have been
removed. *: significant shift in EC50 upon SF preconditioning according to extra sum-of-squares F test to test
if dose-response curves in control and SF pretreated cell statistically differ from each other.
doi:10.1371/journal.pone.0150219.g004

enzyme activity measurements, and siRNA knock-down experiments all corroborated that
enhanced sensitivity to PR-104A was related to an increase in AKR1C3 abundance levels and
activity. In contrast, this sensitization was not detectable in immortalized HCEC1CT cells,
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consistent with the lack of induced enzyme activity detected in these cells (Fig 4A). On the
basis of western blot data, there appeared to be a relative increase in protein abundance (Fig
4B). However absolute protein levels remained so low in both pre-conditioned and untreated
cells that no effective sensitization was observed. The result for the HCEC1CT cell line was of
interest due to its non-cancer tissue origin and molecular characteristics suggesting it as a
model for healthy colon epithelial cells [38].
The possible selective enhancement of PR-104A in tumor cells motivated us to examine five
additional cell lines, namely HCEC2CT (non-cancerous), and colon cancer cell lines SW480,
SW620, HCT116, and GP2d to better understand how molecular factors influence the combination response. Similar to HT29, SW620 cells were sensitized towards the treatment with PR104A by the SF-pretreatment. Furthermore, AKR1C3 protein abundance and activity was likewise induced in these cells. In contrast, protein abundance and activity was not affected by SFpretreatment in non-cancerous HCEC2CT cells, therefore these cells were not sensitized
towards the drug. In cell lines that had very low or no AKR1C3 mRNA levels [51] and did not
express the protein (SW480, HCT116), AKR1C3 abundance was also not inducible with SF
preconditioning. Therefore, there was no impact on PR-104A cytotoxicity. GP2d cells had low
AKR1C3 mRNA levels [51], but protein abundance and enzyme activity could be increased
upon SF preconditioning, yet with a level of induction seemingly insufficient to impact the
cytotoxicity of PR-104A. Thus, AKR1C3 activity appeared to be more diagnostic of PR-104A
cytotoxicity (Fig 4C) than small protein abundance changes that could be detected by western
blot but were insufficient to have a real effect. This observation lends additional support in the
context of colon cancer cells to the suggestion that AKR1C3 activity could be used as a predictive marker for PR-104A susceptibility as put forth previously on the basis of data from
patient-derived xenografts and leukemia cells. Finally, it suggests a value for continued development of strategies to monitor AKR1C3 activity, including activity-based protein profiling
[30, 52, 53].
It has been speculated that additional factors, such as DNA repair, may account for inconsistent results observed previously concerning the relationship between PR-104A susceptibility
and AKR1C3 activity in cell lines, however, our data suggest a weak role if any for repair differences to be significant in the colon cancer cells considering to results obtained with CBL
(Table 2). PR-104A forms ICLs, proposed to be similar to those described for CBL and MMC
[26–28, 54]. When we tested CBL as a model crosslinking agent and analyzed cytotoxicity in
the same cell lines as PR-104A, there was no significant influence of SF preconditioning on cell
viability (Table 2). However, under aerobic conditions, as employed here, PR-104A ICLs are
thought to be only formed if AKR1C3 is expressed, otherwise other modes of action in cell
lines lacking this enzyme have been suggested, such as monoalkylation of DNA by PR-104A
itself or its oxidized half mustard [27, 28, 54]. The structures for such DNA adducts have not
been rigorously characterized, nor their corresponding mode of repair known, therefore the
importance of these pathways in influencing cytotoxicity in cells with low basal or induced
AKR1C3 levels warrants further study.
The possibility of enhancing the cytotoxicity of bioreductive anticancer prodrugs with dietary phytochemicals has been demonstrated in a handful of previous studies of human cell
lines [21, 22, 43, 55]. Four cell lines, of colon, lung or breast origin, were sensitized towards the
bioreductive drug MMC by induction of NQO1 [22]. Yu et al. used curcumin and resveratrol
to induce the drug-metabolizing enzyme PTGR1 and therefore sensitize liver HepG2 and
colon SW620 cells towards the bioreductive drug hydroxymethylacylfulvene [43]. A similar
sensitization towards hydroxymethylacylfulvene was obtained in HT29 cells by using D3T as
enzyme inducer [55]. Additionally, there are some in vivo data available, for example, dietary
fish oil increased NQO1 levels in human breast carcinoma tumor xenografts in mice and
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increased the MMC sensitivity of these tumors [56]. Human colon tumors (implanted
HCT116 cells) were sensitized towards MMC by feeding mice the NQO1 inducer dimethyl
fumarate [23]. To our knowledge, the effect of SF on the efficacy of bioreductive anticancer
prodrugs, especially PR-104, has not been investigated previously. SF is bioavailable in the
colon [4] and eating cruciferous plants seems to have a high margin of safety [57], suggesting
the combination of SF with PR-104 may promote efficacy. Further studies to evaluate the
robustness and selectivity of the response in vivo are warranted, but not trivial in a model
organism because biotransformation of PR-104 has been shown to differ in humans vs.
rodents, consistent with rodents not expressing a homolog of AKR1C3 [58].
In this study, preconditioning HT29 colon cancer cells with a low concentration of SF led to
selective protein abundance changes within a small number of proteins. A specific cellular protein abundance and enzymatic activity increase for the reductase enzyme AKR1C3 was of particular interest as it had a direct positive effect on the cytotoxicity of the nitrogen mustard
bioreductive prodrug PR-104A, but not in immortalized non-cancerous human colonic epithelial cells. In addition to AKR1C3-mediated drug activation, cellular factors differing amongst
colon cell types appears to influence the efficiency of SF-promoted enzyme induction and drug
sensitization, suggesting potential individual differences in responsiveness that may be detected
by biomonitoring AKR1C3 expression or function, or by future identification of additional biomarkers of responsiveness. The data indicate that dietary bioactive food components such as
SF, even at physiologically feasible concentrations, should be considered for their potential to
alter and possibly benefit bioreductive cancer drug activity.
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(DOCX)

Acknowledgments
We gratefully acknowledge Dr. Maria Pavlou (ETH Zurich) for assistance with SILAC data
analysis. We thank Prof. Dalibor Sames (Columbia University, NY, USA) for providing coumberone, Proacta for PR104A, and Dr. Adrian Blaser and Prof. Bill Wilson (Auckland Cancer
Society Research Centre, University of Auckland, New Zealand) for SN34037. We are grateful
to the Functional Genomics Center Zurich for technical support, especially to Dr. Jonas Grossmann, Dr. Peter Gehrig and Claudia Fortes.

Author Contributions
Conceived and designed the experiments: MME CB KMH NB GM BW SJS. Performed the
experiments: MME CB KMH SS PW NS. Analyzed the data: MME CB KMH NS SC NB GM
BW SJS. Contributed reagents/materials/analysis tools: CB JWS. Wrote the paper: MME CB
KMH NS SC NB GM BW SJS.

References
1.

Wilson WR, Hay MP. Targeting hypoxia in cancer therapy. Nature Rev Cancer. 2011; 11:393–410.

2.

Erzinger MM, Sturla SJ. Bioreduction-Mediated Food-Drug Interactions: Opportunities for Oncology
Nutrition. Chimia. 2011; 65:411–5. PMID: 21797170

3.

Mandlekar S, Hong J-L, Kong A-NT. Modulation of metabolic enzymes by dietary phytochemicals: a
review of mechanisms underlying beneficial versus unfavorable effects. Curr Drug Metab. 2006;
7:661–75. PMID: 16918318

4.

Veeranki OL, Bhattacharya A, Marshall JR, Zhang Y. Organ-specific exposure and response to sulforaphane, a key chemopreventive ingredient in broccoli: implications for cancer prevention. Br J Nutr.
2013; 109:25–32. doi: 10.1017/S0007114512000657 PMID: 22464629

5.

Juge N, Mithen R, Traka M. Molecular basis for chemoprevention by sulforaphane: a comprehensive
review. Cell Mol Life Sci. 2007; 64(9):1105–27. PMID: 17396224

6.

James D, Devaraj S, Bellur P, Lakkanna S, Vicini J, Boddupalli S. Novel concepts of broccoli sulforaphanes and disease: induction of phase II antioxidant and detoxification enzymes by enhanced-glucoraphanin broccoli. Nutr Rev. 2012; 70:654–65. doi: 10.1111/j.1753-4887.2012.00532.x PMID: 23110644

7.

Jaramillo MC, Zhang DD. The emerging role of the Nrf2-Keap1 signaling pathway in cancer. Genes
Dev. 2013; 27:2179–91. doi: 10.1101/gad.225680.113 PMID: 24142871

PLOS ONE | DOI:10.1371/journal.pone.0150219 March 7, 2016

14 / 17

SF Preconditioning Sensitizes Cancer Cells

8.

Thimmulappa RK, Mai KH, Srisuma S, Kensler TW, Yamamoto M, Biswal S. Identification of Nrf2-regulated Genes Induced by the Chemopreventive Agent Sulforaphane by Oligonucleotide Microarray.
Cancer Res. 2002; 62(18):5196–203. PMID: 12234984

9.

Hu R, Hebbar V, Kim B-R, Chen C, Winnik B, Buckley B, et al. In Vivo Pharmacokinetics and Regulation
of Gene Expression Profiles by Isothiocyanate Sulforaphane in the Rat. J Pharmacol Exp Ther. 2004;
310:263–71. PMID: 14988420

10.

Konwinski RR, Haddad R, Chun JA, Klenow S, Larson SC, Haab BB, et al. Oltipraz, 3H-1,2-dithiole-3thione, and sulforaphane induce overlapping and protective antioxidant responses in murine microglial
cells. Toxicol Sci. 2004; 116:422–32.

11.

Bhamre S, Sahoo D, Tibshirani R, Dill DL, Brooks JD. Temporal Changes in Gene Expression Induced
by Sulforaphane in Human Prostate Cancer Cells. Prostate. 2009; 69:181–90. doi: 10.1002/pros.20869
PMID: 18973173

12.

Traka M, Gasper AV, Smith JA, Hawkey CJ, Bao Y, Mithen RF. Transcriptome Analysis of Human
Colon Caco-2 Cells Exposed to Sulforaphane. J Nutr. 2005; 135:1865–72. PMID: 16046710

13.

Gross-Steinmeyer K, Stapleton PL, Tracy JH, Bammler TK, Strom SC, Eaton DL. Sulforaphane- and
Phenethyl Isothiocyanate-Induced Inhibition of Aflatoxin B1-Mediated Genotoxicity in Human Hepatocytes: Role of GSTM1 Genotype and CYP3A4 Gene Expression. Toxicol Sci. 2010; 116:422–32. doi:
10.1093/toxsci/kfq135 PMID: 20442190

14.

Agyeman AS, Chaerkady R, Shaw PG, Davidson NE, Visvanathan K, Pandey A, et al. Transcriptomic
and proteomic profiling of KEAP1 disrupted and sulforaphane-treated human breast epithelial cells
reveals common expression profiles. Breast Cancer Res Treat. 2012; 132:175–87. doi: 10.1007/
s10549-011-1536-9 PMID: 21597922

15.

Angeloni C, Leoncini E, Malaguti M, Angelini S, Hrelia P, Hrelia S. Modulation of Phase II Enzymes by
Sulforaphane: Implications for Its Cardioprotective Potential. J Agric Food Chem. 2009; 57:5615–22.
doi: 10.1021/jf900549c PMID: 19456137

16.

Mastrangelo L, Cassidy A, Mulholland F, Wang W, Bao Y. Serotonin Receptors, Novel Targets of Sulforaphane Identified by Proteomic Analysis in Caco-2 Cells. Cancer Res. 2008; 68:5487–91. doi: 10.
1158/0008-5472.CAN-07-6171 PMID: 18593952

17.

Lee C-H, Jeong S-J, Yun S-M, Kim J-H, Lee H-J, Ahn KS, et al. Down-regulation of phosphoglucomutase 3 mediates sulforaphane-induced cell death in LNCaP prostate cancer cells. Proteome Sci. 2010;
8:67–74. doi: 10.1186/1477-5956-8-67 PMID: 21159204

18.

Angeloni C, Turroni S, Bianchi L, Fabbri D, Motori E, Malaguti M, et al. Novel Targets of Sulforaphane
in Primary Cardiomyocytes Identified by Proteomic Analysis. PLoS One. 2013; 8:e83283. doi: 10.1371/
journal.pone.0083283 PMID: 24349480

19.

Cornblatt BS, Ye L, Dinkova-Kostova AT, Erb M, Fahey JW, Singh NK, et al. Preclinical and clinical
evaluation of sulforaphane for chemoprevention in the breast. Carcinogenesis. 2007; 28:1485–90.
PMID: 17347138

20.

Wang X-J, Sun Z, Villeneuve NF, Zhang S, Zhao F, Li Y, et al. Nrf2 enhances resistance of cancer cells
to chemotherapeutic drugs, the dark side of Nrf2. Carcinogenesis. 2008; 29(6):1235–43. doi: 10.1093/
carcin/bgn095 PMID: 18413364

21.

Minarini A, Milelli A, Fimognari C, Simoni E, Turrini E, Tumiatti V. Exploring the effects of isothiocyanates on chemotherapeutic drugs. Expert Opin Drug Metab Toxicol. 2014; 10:25–38. doi: 10.1517/
17425255.2013.843668 PMID: 24087843

22.

Wang X, Doherty GP, Leith MK, Curphey TJ, Begleiter A. Enhanced cytotoxicity of mitomycin C in
human tumour cells with inducers of DT-diaphorase. Br J Cancer. 1999; 80:1223–30. PMID: 10376975

23.

Begleiter A, Leith MK, Thliveris JA, Digby T. Dietary induction of NQO1 increases the antitumour activity
of mitomycin C in human colon tumours in vivo. Br J Cancer. 2004; 91:1624–31. PMID: 15467770

24.

Ong S- E, Blagoev B, Kratchmarova I, Kristensen DB, Steen H, Pandey A, et al. Stable Isotope Labeling by Amino Acids in Cell Culture, SILAC, as a Simple and Accurate Approach to Expression Proteomics. Mol Cell Proteomics. 2002; 1(5):376–86. PMID: 12118079

25.

Geiger T, Wehner A, Schaab C, Cox J, Mann M. Comparative proteomic analysis of eleven common
cell lines reveals ubiquitous but varying expression of most proteins. Mol Cell Proteomics. 2012; 11:
M111 014050.

26.

Patterson AV, Ferry DM, Edmunds SJ, Gu Y, Singleton RS, Patel K, et al. Mechanism of Action and
Preclinical Antitumor Activity of the Novel Hypoxia-Activated DNA Cross-Linking Agent PR-104. Clin
Cancer Res. 2007; 13:3922–32. PMID: 17606726

27.

Singleton RS, Guise CP, Ferry DM, Pullen SM, Dorie MJ, Brown JM, et al. DNA Cross-Links in Human
Tumor Cells Exposed to the Prodrug PR-104A: Relationships to Hypoxia, Bioreductive Metabolism,

PLOS ONE | DOI:10.1371/journal.pone.0150219 March 7, 2016

15 / 17

SF Preconditioning Sensitizes Cancer Cells

and Cytotoxicity. Cancer Res. 2009; 69:3884–91. doi: 10.1158/0008-5472.CAN-08-4023 PMID:
19366798
28.

Gu Y, Patterson AV, Atwell GJ, Chernikova SB, Brown JM, Thompson LH, et al. Roles of DNA repair
and reductase activity in the cytotoxicity of the hypoxia-activated dinitrobenzamide mustard PR-104A.
Mol Cancer Ther. 2009; 8:1714–23. doi: 10.1158/1535-7163.MCT-08-1209 PMID: 19509245

29.

Guise CP, Abbattista MR, Singleton RS, Holford SD, Connolly J, Dachs GU, et al. The bioreductive prodrug PR-104A is activated under aerobic conditions by human aldo-keto reductase 1C3. Cancer Res.
2010; 70:1573–84. doi: 10.1158/0008-5472.CAN-09-3237 PMID: 20145130

30.

Jamieson SMF, Gu Y, Manesh DM, El-Hoss J, Jing D, MacKenzie KL, et al. A novel fluorometric assay
for aldo-keto reductase 1C3 predicts metabolic activation of the nitrogen mustard prodrug PR-104A in
human leukaemia cells. Biochem Pharmacol. 2014; 88:36–45. doi: 10.1016/j.bcp.2013.12.019 PMID:
24434189

31.

Lin H-K, Jez JM, Schlegel BP, Peehl DM, Pachter JA, Penning TM. Expression and chracterization of
recombinant type 2 3-alpha-hydroxysteroid dehydrogenase (HSD) from human prostate. Demonstration of bifunctional 3alpha/17beta-HSD activity and cellular distribution. Mol Endocrinol. 1997;
11:1971–84. PMID: 9415401

32.

Jameson MB, Rischin D, Pegram M, Gutheil J, Patterson AV, Denny WA, et al. A phase I trial of PR104, a nitrogen mustard prodrug activated by both hypoxia and aldo-keto reductase 1C3, in patients
with solid tumors. Cancer Chemother Pharmacol. 2010; 65:791–801. doi: 10.1007/s00280-009-1188-1
PMID: 20012293

33.

Abou-Alfa GK, Chan SL, Lin C-C, Chiorean EG, Holcombe RF, Mulcahy MF, et al. PR-104 plus sorafenib in patients with advanced hepatocellular carcinoma. Cancer Chemother Pharmacol. 2011; 68:539–
45. doi: 10.1007/s00280-011-1671-3 PMID: 21594722

34.

McKeage MJ, Gu Y, Wilson WR, Hill A, Amies K, Melink TJ, et al. A phase I trial of PR-104, a pre-prodrug of the bioreductive prodrug PR-104A, given weekly to solid tumour patients. BMC Cancer. 2011;
11:432–44. doi: 10.1186/1471-2407-11-432 PMID: 21982454

35.

McKeage MJ, Jameson MB, Ramanathan RK, Rajendran J, Gu Y, Wilson WR, et al. PR-104 a bioreductive pre-prodrug combined with gemcitabine or docetaxel in a phae Ib study of patients with
advanced solid tumours. BMC Cancer. 2012; 12:496–506. doi: 10.1186/1471-2407-12-496 PMID:
23098625

36.

Efstathiou JA, Liu D, Wheeler JMD, Kim HC, Beck NE, Ilyas M, et al. Mutated epithelial cadherin is
associated with increased tumorigenicity and loss of adhesion and of responsiveness to the motogenic
trefoil factor 2 in colon carcinoma cells. Proc Natl Acad Sci U S A. 1999; 96:2316–21. PMID: 10051639

37.

Di Pietro M, Bellver JS, Menigatti M, Bannwart F, Schnider A, Russel A, et al. Defective DNA Mismatch
Repair Determines a Characteristic Transcriptional Profile in Proximal Colon Cancer. Gastroenterology. 2005; 129:1047–59. PMID: 16143142

38.

Roig AI, Eskiocak U, Hight SK, Kim SB, Delgado O, Souza RF, et al. Immortalized Epithelial Cells
Derived From Human Colon Biopsies Express Stem Cell Markers and Differentiate In Vitro. Gastroenterology. 2010; 138:1012–21. doi: 10.1053/j.gastro.2009.11.052 PMID: 19962984

39.

Abramoff MD, Magalhaes PJ, Ram SJ. Image Processing with ImageJ. Biophotonics International.
2004; 11(7):36–42.

40.

Franken NAP, Rodermond HA, Stap J, Haverman J, van Bree C. Clonogenic assay of cells in vitro. Nat
Protoc. 2006; 1(5):2315–9. PMID: 17406473

41.

Zhang Y, Wade KL, Prestera T, Talalay P. Quantitative Determination of Isothiocyanates, Dithiocarbamates, Carbon Disulfide, and Related Thiocarbonyl Compounds by Cyclocondensation with 1,2-Benzenedithiol. Anal Biochem. 1996; 239:160–7. PMID: 8811900

42.

Pietsch KE, van Midwoud PM, Villalta PW, Sturla SJ. Quantification of Acylfulvene- and Illudin S-DNA
Adducts in Cells with Variable Bioactivation Capacities. Chem Res Toxicol. 2013; 26:146–55. doi: 10.
1021/tx300430r PMID: 23227857

43.

Yu X, Erzinger MM, Pietsch KE, Cervoni-Curet FN, Whang J, Niederhuber J, et al. Upregulation of
Human Prostaglandin Reductase 1 (PTGR1) Improves Efficacy of Hydroxymethylacylfulvene, an Antitumor Chemotherapeutic Agent. J Pharmacol Exp Ther. 2012; 343:426–33. doi: 10.1124/jpet.112.
195768 PMID: 22895897

44.

Pietsch KE, Neels JF, Yu X, Gong J, Sturla SJ. Chemical and Enzymatic Reductive Activation of Acylfulvene to Isomeric Cytotoxic Reactive Intermediates. Chem Res Toxicol. 2011; 24:2044–54. doi: 10.
1021/tx200401u PMID: 21939268

45.

Xia C, Bao Z, Tabassam F, Ma W, Qiu M, Hua S-b, et al. GCIP, a Novel Human Grap2 and Cyclin D
Interacting Protein, Regulates E2F-mediated Transcriptional Activity. J Biol Chem. 2000; 275:20942–8.
PMID: 10801854

PLOS ONE | DOI:10.1371/journal.pone.0150219 March 7, 2016

16 / 17

SF Preconditioning Sensitizes Cancer Cells

46.

Gasper AV, Traka M, Bacon JR, Smith JA, Taylor MA, Hawkey CJ, et al. Consuming Broccoli Does Not
Induce Genes Associated with Xenobiotic Metabolism and Cell Cycle Control in Human Gastric
Mucosa. J Nutr. 2007; 137:1718–24. PMID: 17585021

47.

Pappa G, Lichtenberg M, Iori R, Barillari J, Bartsch H, Gerhäuser C. Comparison of growth inhibition
profiles and mechanisms of apoptosis induction in human colon cancer cell lines by isothiocyanates
and indoles from Brassicaceae. Mutat Res. 2006; 599:76–87. PMID: 16500682

48.

Gamet-Payrastre L, Li P, Lumeau S, Cassar G, Dupont M- A, Chevolleau S, et al. Sulforaphane, a Naturally Occurring Isothiocyanate, Induces Cell Cycle Arrest and Apoptosis in HT29 Human Colon Cancer Cells. Cancer Res. 2000; 60(1426–1433). PMID: 10728709

49.

Fimognari C, Nüsse M, Berti F, Iori R, Cantelli-Forti G, Hrelia P. Isothiocyanates as novel cytotoxic and
cytostatic agents: molecular pathway on human transformed and non-transformed cells. Biochem
Pharmacol. 2004; 68:1133–8. PMID: 15313410

50.

Gamet-Payrastre L, Lumeau S, Gasc N, Cassar G, Rollin P, Tulliez J. Selective cytostatic and cytotoxic
effects of glucosinolates hydrolysis products on human colon cancer cells in vitro. Anti-Cancer Drugs.
1998; 9:141–8. PMID: 9510500

51.

Barretina J, Caponigro G, Stransky N, Venkatesan K, Margolin AA, Kim S, et al. The Cancer Cell Line
Encyclopedia enables predictive modelling of anticancer drug sensitivity. Nature. 2012; 483:603–7.
doi: 10.1038/nature11003 PMID: 22460905

52.

Yee DJ, Blalsanek V, Bauman DR, Penning TM, Sames D. Fluorogenic metabolic probes for direct
activity readout of redox enzymes: Selective measurement of human AKR1C2 in living cells. Proc Natl
Acad Sci U S A. 2006; 103:13304–9. PMID: 16938874

53.

Nomura DK, Dix MM, Cravatt BF. Activity-based protein profiling for biochemical pathway discovery in
cancer. Nat Rev Cancer. 2010; 10:630–8. doi: 10.1038/nrc2901 PMID: 20703252

54.

Stornetta A, Villalta PW, Hecht SS, Sturla SJ, Balbo S. Screening for DNA Alkylation Mono and CrossLinked Adducts with a Comprehensive LC-MS3 Adductomic Approach. Anal Chem. 2015; 87:11706–
13. doi: 10.1021/acs.analchem.5b02759 PMID: 26509677

55.

Erzinger MM, Bovet C, Uzozie A, Sturla SJ. Induction of Complementary Function Reductase Enzymes
in Colon Cancer Cells by Dithiole-3-thione versus Sodium Selenite. J Biochem Mol Toxic. 2015; 29:10–
20.

56.

Shao Y, Pardini L, Pardini RS. Dietary Menhaden Oil Enhances Mitomycin C Antitumor Activity Toward
Human Mammary Carcinoma MX-1. Lipids. 1995; 30:1035–45. PMID: 8569432

57.

Scott O, Galicia-Connolly E, Adams D, Surette S, Vohra S, Yager JY. The Safety of Cruciferous Plants
in Humans: A Systematic Review. J Biomed Biotechnol. 2012; 2012:503241. doi: 10.1155/2012/
503241 PMID: 22500092

58.

Gu Y, Atwell GJ, Wilson WR. Metabolism and Excretion of the Novel Bioreductive Prodrug PR-104 in
Mice, Rats, Dogs, and Humans. Drug Metab Dispos. 2009; 38:498–508. doi: 10.1124/dmd.109.030973
PMID: 20019245

PLOS ONE | DOI:10.1371/journal.pone.0150219 March 7, 2016

17 / 17

